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研究要旨  
 本研究では、マイクロアレイ染色体検査により診断される、多発奇形・発達遅滞を主症状とす

る染色体微細欠失重複症候群の包括的診療体制の構築を目的として、代表的な疾患群に関して、

全国調査による国内患者の把握や、診療情報の収集と分析、診断基準、診療ガイドラインの策定

を実施する。エマヌエル症候群（11/22 混合トリソミー）に関して、昨年度は地方の主要都市に

おいて小規模の患者会を開催し、医療情報の提供を行うとともに、成人期と小児期の患者をつ

なぐことができた。本年度は、オンラインの患者会を開催し、医療情報の提供を行うとともに、

患者の家族の本研究への積極的な参加を促進し、個々の患者の臨床情報を得ることができた。

また、その他の疾患に関しては、継続してマイクロアレイ染色体検査により診断を行った。マイ

クロアレイ染色体検査の保険収載に向けて、研究班の班員の経験を生かして、一般診療における診

療ガイドラインを策定することができた。 
 
研究分担者 

大橋博文 埼玉県立小児医療センター・遺伝

科・科長兼部長 

黒澤健司 地方独立行政法人神奈川県立病院

機構神奈川県立こども医療センター・遺伝

科・部長 

山本俊至 東京女子医科大学・遺伝子医療セ

ンター・教授 

涌井敬子 信州大学医学部・遺伝医学教室・

講師 

 
A. 研究目的 
 染色体の欠失や重複のような微細構造異常

によるコピー数の変化（ copy number 
variation: CNV）は、量的効果により遺伝子機

能に直接影響するため、先天性疾患や知的障害

の原因となることが多い。CNV のある染色体

領域に依存して含まれる遺伝子の種類が異な

るので、症状にはバリエーションがある。ただ、

CNV に含まれる数多くの遺伝子量が同時に変

化するため、症状は複数の遺伝子の量的変化の

効果の合算として現れ（隣接遺伝子症候群）、

単一遺伝子病よりも重症となることが多い。従

来は G 分染法による染色体検査によるスクリ

ーニングや、特定の疾患に関してはFISH 法で

の診断が行われてきたが、近年、マイクロアレ

イ染色体検査が臨床応用され、検出感度が飛躍

的に向上した。欧米では 2005 年頃から臨床応

用され、多発奇形・発達遅滞の患者で G 分染

法では３％であった異常検出率が、マイクロア

レイ染色体検査の導入により、15-20％の患者

で責任変異を同定できるとされ、すでに欧米で

は多発奇形・発達遅滞の原因の精査としては

従来の染色体検査にかわる第 1 選択の診断ツ

ールとされている。日本でも、マイクロアレイ

染色体検査が診断に必須な疾患が指定難病や

小児慢性特定疾患に認定されはじめ、その臨床

的有用性は高いという認識は拡大しているも

のの、一方で、高コストという問題があり、ま

だ保険収載されていない。 



 研究代表者を含む本研究班員はこれまで、厚

労省難治性疾患克服研究事業の支援も受け、

マイクロアレイ染色体検査で診断されるよう

な多発奇形・発達遅滞の患者の診療をおこな

う中で、個々の疾患の診断基準や重症度基準、

診療ガイドライン作成を行ってきた。一部の代

表的な疾患に関してはすでに先行研究班で臨

床的実態調査がなされており、小児期の疾患

の自然歴に関しては十分な情報が集まった。

一方で、患者さんの多くは小児期の医療管理

の充実化により疾患の予後が改善し長期生存

が可能となっており、成人期治療へのトラン

ジッションが重要となってきたが、これら稀

少疾患の成人期の臨床情報は皆無に等しい。

直面している患者さんやご家族は移行期や成

人期の疾患の臨床情報を必要としており、ま

た、小児期の患者さんのご家族も安心材料と

しての長期的な情報を欲している。そこで、

本研究では先行研究を継続する形で、3 年間を

通じて、現在すでに作成している患者レジス

トリーを利用して、長期生存例の直近の情報

を入手し、疫学的調査を行うことを第一の目

的とする。1 年目には、代表的な 5 疾患（1p36
欠失症候群、4p 欠失症候群、5p 欠失症候群、

スミスマゲニス症候群、エマヌエル症候群）に

関して、成人期患者の情報収集を行う。2 年目

は、収集した情報を分析して、当該疾患の症状

の特徴を抽出し、その対処法や合併症の予防法

をリスト化する。そして、3 年目には、代表的

な 5 疾患に関して、成人期移行も踏まえた新た

な診療ガイドラインの作成を行う。そして、そ

の他の染色体微細欠失・重複症候群に関して

は、頻度の低い疾患群なので、引き続き患者サ

ンプルの収集とマイクロアレイ染色体検査を

行い、ある程度の情報が集積したら、マイクロ

アレイ染色体検査の保険診療に向けてその準

備の一環として、一般の医療従事者に向けたマ

イクロアレイ染色体検査の診療ガイダンスの

策定を行うことを目的とする。 
 

B. 研究方法 
 代表的な 5 疾患に関しては、先行研究ですで

に作成している患者レジストリーを利用して、

患者情報を、とくに長期生存例の直近の情報

を入手し、疫学的調査を行う。研究代表者倉

橋浩樹がエマヌエル症候群（指定難病２０４）、

大橋博文（以下、敬称略）が 5p欠失症候群（指

定難病１０９）、黒澤健司がスミスマゲニス症

候群（指定難病２０２）、山本俊至が1p36欠失

症候群（指定難病１９７）、涌井敬子が4p欠失

症候群（指定難病１９８）を担当する。また、

その他の染色体微細欠失・重複症候群に関し

ては、患者数の少ない稀少疾患であるので、

さらに多くの診断未確定患者の発掘のために、

日本全国の主な診療施設の小児科もしくは遺

伝診療科に連絡を取り、染色体微細構造異常

が疑われるような多発奇形・発達遅滞の患者

の情報を得て、研究代表者を含む各研究分担

者が個々の施設でマイクロアレイ染色体検査、

必要に応じて FISH 解析にて診断を確定させ、

詳細な臨床情報との関連を検討する。また、

マイクロアレイ染色体検査の保険診療に向け

てその準備の一環として、一般の医療従事者に

向けたマイクロアレイ染色体検査の診療ガイ

ダンスの策定を行う。この策定には、日本小

児遺伝学会（黒澤健司理事長、本研究の研究

分担者）との連携のもとに行う。 
  
（倫理面への配慮） 
本研究は、ヒトゲノム・遺伝子解析研究に関

する倫理指針、人を対象とする医学系研究に

関する倫理指針を遵守して行った。解析試料

の取得は書面でのインフォームドコンセント

の上でおこない、研究対象者に対するプライ

バシーの保護など、人権擁護上の問題につい

ては十分に配慮したうえで行った。各関連施

設から送付される試料は、試料提供機関にお

いて連結可能匿名化が行われ、研究代表者や

研究分担者の所属機関には匿名化された試料

と、予めチェックリストとして作成した臨床



データのみが送付されることとした。試料は

研究代表者や研究分担者の所属機関にて保管

し、研究期間終了後に同意書に基づき破棄を

行う予定である。データは研究代表者や研究

分担者の所属機関内の鍵のかかるキャビネッ

トに研究期間内、保管する。報告又は発表に

際しては、被験者のプライバシー保護に十分

配慮する。偶発的所見を含めた、発生しうる

諸問題には、各施設の遺伝カウンセリング部

門が対応する。マイクロアレイ染色体検査や、

アンケートによる疾患情報収集に関する研究

は、すでに研究代表者や研究分担者の所属機

関の倫理審査委員会の承認を得ている（「染色

体コピー数異常症に関する研究」藤田医科大

学・ヒトゲノム・遺伝子解析研究倫理審査委

員会、HG13-003。「日本における t(11;22)染
色体転座保因者およびエマヌエル症候群患者

の疫学調査」藤田医科大学・医学研究倫理審

査委員会、HM15-157。）。 
 
C. 研究結果 
（１）エマヌエル症候群について 
 エマヌエル症候群については、7 年前に完

了した先行研究で国内 35 名の患者登録を行

った。20 名にアンケート調査ができ、年長者

は 15 歳以上が 5 名であった。その内訳は、15
歳、20歳 2名、27歳、31歳であった。身長は男
性が-3SD以下、女性は-1.5SD以下、体重は男
性、約-2.5SD以下、女性は約−0.5SD以下とな
り、成長障害がみられた。15歳以下に比べるとミ
キサー食等の無形食から有形食への変化はあ

るものの、完全な普通食の摂取は難しく、成長

期の栄養不足が原因であると考えられた。歩行

は、補助者、補助具を用いて可能であったが、ト

イレの自立は難しい。聴覚は中耳炎に起因する

軽度から中等度の問題が残っていたが、概ね聞

こえており、家族の言葉を理解しているようであ

った。有意語は難しいが、指によるサイン等を獲

得し、家族とコミュニケーションをとっている。患

者が描いた絵や粘土細工による個展を開いた

家族もある。エマヌエル症候群の患者は、様々

な臨床症状を呈するが、成長とともに安定し、生

命予後はよいと考えられた。また、重度の精神

発達遅滞、運動発達遅滞を呈するが、個々にあ

ったコミュニケーション法を獲得することで、患者、

家族のQOLが向上すると考えられた。 
先行研究の終了後、徐々に把握している患者

は加齢し成人期に達する患者が増えている。

また、追加で把握している患者の数も増加し

ている。本研究においては、把握している成

人患者に対するアンケート調査において成人

期の情報を集めるために、成人例に焦点を当

てた質問表作成に取り組んでいる。まずは、

若年患者の家族が成人例の何を知りたいのか

を事前に調査することとした。 
藤田医科大学病院・臨床遺伝科（遺伝カウン

セリング室）には、全国から新規に診断され

たエマヌエル症候群の患者が来談される。そ

の面談の中で、成人期の患者の家族に何を聞

きたいのか、質問リストを作成してもらって

いる。昨年度は福岡（2018 年 4 月 21 日）と

仙台（2018 年 5 月 12 日）で数組みの患者家

族が集まる小規模な患者会を開催し、そこで

成人期患者の情報や、小児期患者の家族が何

を知りたがっているのかの情報を収集した。

また、今後もこのような小規模の集まりがで

きるよう、患者の居住地がわかるような「友

だちマップ」というシステムを作成し、研究

代表者が運営するエマヌエル症候群の患者と

家族の支援サイトの上で運用している（資料

１）。現時点で 13 名が登録している（宮城 5、
大阪２，群馬、神奈川、岡山、山口、高知、

熊本が各１名）、患者の家族も、近隣で同じ疾

患の家族がお互いの存在を認識できるように

するためのポスターを作成し、医療機関に配

布した。 
地域ごとの患者会はそれなりに家族同士を

つなぐ役割を果たしたが、情報収集には患者

数を増やす必要がある。しかし、移動が困難

な患者さん同士が地域を越えてコミュニケー



ションを取るのは困難を伴う。そこで、２年

目は、オンライン会議システム Zoom を用い

てオンライン患者会を企画した（資料２）。ま

ずは、定例の班会議を Zoom システムを用い

て開催しセットアップを行った。そして、

t(11;22)転座にちなんで、11 月 22 日をエマヌ

エル症候群の日とし、2019 年 11 月 22 日に

第１回のオンライン患者会を開催した。首都

圏、関西、四国、九州の患者さんとそのご家

族が参加し、移動が困難である患者さん同士

をつなぐことができた。毎年 11 月 22 日をエ

マヌエル症候群の日とし、その日にオンライ

ン患者会を開催することとした。このオンラ

イン患者会で、本事業に関してもご家族にア

ナウンスし、情報収集が可能となった。得ら

れた患者情報を分析中である。 
 
（２）その他の疾患について 
マイクロアレイ染色体検査はこれらの疾患

の診断に必須であり、保険診療化を目指すた

め、多くの診断経験を踏まえて、日本小児遺

伝学会の有志、日本人類遺伝学会・臨床細胞遺

伝学認定士制度委員会のメンバーなどが中心

となり、マイクロアレイ染色体検査の診療ガイ

ダンスの策定を行った（資料３）。日本小児遺

伝学会、日本先天異常学会、日本人類遺伝学会、

そして、厚生労働科学研究費補助金難治性疾患

政策研究事業「先天異常症候群領域の指定難病

等のQOL の向上を目指す包括的研究」研究班、

「染色体微細欠失重複症候群の包括的診療体

制の構築」研究班の名の下に発出した。 
 
D. 考察 
 染色体微細欠失重複症候群のような稀少難

病は小児期に診断されるため、診断時に症例

報告がなされ、小児期の臨床情報は容易に入

手可能であるが、予後の改善により長期生存

例が増え、シームレスな移行期・成人期治療

へのトランジッションが重要となってきてい

る。本研究では、代表的疾患の成人期情報を

収集し、診療ガイドラインに反映させる形で

公開することを目指している。 
代表的疾患の解析から進めているが、患者会

のようなフェイストゥーフェイスの機会が、

患者の家族は先輩方から直接に情報を聞くこ

とができるし、じかに成人期の患者と接触す

ることでイメージが湧きやすい。また、底に

参加した医療従事者も効率的に情報収集がで

きる。エマヌエル症候群の場合、長時間の移

動が難しい患者が多いため、大都市で行われ

るような大規模な患者会では参加しにくいと

いう問題がある。そこで、小規模ながらも各

地方の主要都市で患者会を開催することがで

きれば、短時間の移動で目的地に着くことが

でき、いろんな年齢層の患者の家族が患者の

家族が集まる場ができ、そこで種々の情報を

得ることができる。さらにはその小規模の患

者会同士を繋ぐ目的で、オンライン患者会を

試みた。本年度は第１回ということもあり、

参加者はほとんどが個人参加であったが、自

宅でパーソナルコンピューターやスマートフ

ォンを利用して参加し、特にトラブル無く、

また大変満足して頂いた。またわたしたちも

研究の概要のアナウンスと情報収集を行うこ

とができた。来年度は、地域の患者会で集ま

って頂き、拠点同士を繋ぐことができればと

考えている。 

最後に、本研究のもう一つのゴールである、

染色体微細欠失重複症候群の遺伝学的診断と

して必須のマイクロアレイ染色体検査の一般

診療への普及がある。マイクロアレイ染色体

検査のような網羅的解析法の保険診療化は

種々の問題点があるが、機器承認などようや

くその可能性が見えてきたため、診療におい

て実施するマイクロアレイ染色体検査ガイダ

ンス」として一般診療でのガイドラインを策

定した。これらが今後のマイクロアレイ染色

体検査の保険適応への後押しになれば良いと

考えている。 
 



E. 結論 
 本研究では、多発奇形・発達遅滞を主症状

とする染色体微細欠失重複症候群の成人期移

行を見据えた診療ガイドラインの確立を目的

として、国内の多施設共同研究により、代表的

な 5 疾患に関して、とくにエマヌエル症候群に

ついて全国調査による国内成人患者の実態調

査を開始した。地域ごとの小規模患者会とそれ

らを繋ぐオンラインシステムが充実すれば、医

療サイドの対応に先行して、患者の家族が自ら

対応して行ける体制が整うことが期待され、平

行して進めてゆく。 
 
F. 健康危険情報 
特になし。 
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診療において実施するマイクロアレイ染色体検査ガイダンス 
（案 0329） 
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日本先天異常学会 
日本人類遺伝学会 

厚生労働科学研究費補助金難治性疾患政策研究事業 
「先天異常症候群領域の指定難病等の QOL の向上を目指す包括的研究」 

「染色体微細欠失重複症候群の包括的診療体制の構築」 
 
 

はじめに 
 
このガイダンスは、出生後の生殖細胞系列遺伝学的検査として実施するマイクロアレイ

染色体検査が適切に用いられることを目的としている［注 1］。 
 マイクロアレイ染色体検査は、染色体ゲノムのコピー数変化（Copy number variant: 
CNV）を評価する検査であり、生殖細胞系列の網羅的遺伝学的検査の一つでもあることか

ら、その実施にあたっては関連学会等からのガイドライン［注 2］や種々の提言［注 3］を

遵守することが求められる。既に海外ではマイクロアレイ染色体検査は臨床検査として定

着し、ガイドラインや提言が公表されている［注 4］。このガイダンスでは、マイクロアレ

イ染色体検査の基本原理や特性に留意した対応をまとめた。 
 
 
１．マイクロアレイ染色体検査の基本原理［注 5］ 
 
 マイクロアレイ染色体検査は、基本原理から２つのプラットフォームに分類される。一つ

はオリゴヌクレオチドプローブなどによる比較ゲノムハイブリダイゼーション

（comparative genomic hybridization：CGH）アレイで、もうひとつは、1 塩基多型（Single 
nucleotide polymorphism：SNP）アレイである。前者は基盤に固定されたオリゴヌクレオ

チドプローブに対し、患者検体と対照検体のゲノム DNA を競合的にハイブリダイゼーショ

ンさせることにより CNV を評価する［注 6］。後者は、SNP プローブに対する患者検体ゲ

ノム DNA のハイブリダイゼーションによる単色シグナル強度を専用アルゴリズムで評価

し CNV を算出する。いずれのプラットフォームでも CNV を評価することを基本としてい

るが、SNP アレイではヘテロ接合性の喪失（absence of heterozygosity: AOH）の連続性に

より、片親性ダイソミー（uniparental disomy: UPD）、家系同一性（identity-by-descent: 
IBD）なども同定や推定が可能である。両プラットフォームとも、検出原理に合わせた解析

アルゴリズムで評価する。検出感度は、設計されたプローブの座位・間隔・密度や、解析ア

ルゴリズムの検出閾値にも依存する。 
 
 
２．検査の適応 
 
マイクロアレイ染色体検査の適応には、出生後の原因不明の知的障害、先天性多発形態異常

が含まれる。臨床的に特定の染色体異常症が強く疑われる場合（ダウン症候群や 18 トリソ

ミー症候群など）は、染色体 G 分染法の実施が勧奨される。 
 
 
３．検査の実施 
 
マイクロアレイ染色体検査の実施に際しては、検査方法の原理や限界、適応、留意点を理解



し、得られたデータを正しく解釈し、追加すべき検査を含めて患者家族に適切に説明するこ

とが求められる。臨床遺伝専門医と連携するなど総合的な遺伝医療の体制が敷かれている

施設で行うことが望ましい［注 7］。 
 
 
４．検査の限界［注 8］ 
 
１）均衡型染色体再構成（相互転座、逆位など）は検出できない。 
２）低頻度モザイクの検出が困難である。 
３）ゲノムコピー数異常をもたらした染色体再構成は確認できない。CNV が検出された際

に、その理由が単純な欠失（重複）か不均衡型転座等による欠失（重複）かの区別ができな

い。 
４）倍数性異常を検出することが困難である。 
５）プローブが配置されていない領域（セントロメア、ヘテロクロマチン、テロメア領域等）

の CNV は検出できない。 
６）プローブの密度と設定閾値以下の微細な範囲の CNV は検出できない。また、臨床症状

に影響を与える CNV 以外の遺伝子の点変異や発現状態、メチル化状態なども検出すること

はできない。 
７）目的とする CNV が検出できないことは、臨床診断を否定することにならない。 
 
 
５．検査前の説明事項 
 
遺伝学的検査実施時に考慮される説明事項［注 9］に加え、一定の頻度で、現在の症状と関

連性がないものの、臨床的意義ある病的 CNV（二次的所見）が検出されうることや、二次

的所見が発端者のみならず血縁者にも影響を与える可能性があることを伝える［注 10］。臨

床的意義不明な CNV の解釈では血縁者の遺伝学的検査が発端者の診断に有用となること

も伝える。 
 
 
６．マイクロアレイ染色体検査後に検討される追加の遺伝学的検査 
 
検出された CNV が親の染色体再構成（均衡型相互転座や逆位等）や低頻度モザイクの保因

状態に起因したものであるかを評価するために、本人および両親の染色体 G 分染法、当該

領域を検出するプローブを用いた FISH（fluorescence in situ hybridization）法、マイク

ロアレイ染色体検査、リアルタイム PCR 法等の遺伝学的検査が有用な場合がある。 
 
 
７．マイクロアレイ染色体検査の結果解釈と報告に必要な事項 
 
１）アレイプラットフォームごとに、基本原理や解析アルゴリズム（検出閾値設定など）に

由来する限界を理解する。 
２）ゲノムデータベース［注 11］やゲノムブラウザー［注 12］の使用方法を熟知する。表

現型のない集団における CNV の範囲や頻度、欠失領域内に含まれる Loss-of-function 
intolerant genes（ハプロ不全により疾患発症が予測される遺伝子）の有無とヒト疾患関連

遺伝子の情報を考慮する。 
３）検出されたテキスト情報をゲノムブラウザーで可視化し、CNV および隣接領域に含ま

れる遺伝子の量的効果と対象患者の臨床症状との相関を検討する。 
４）マイクロアレイ染色体検査の結果解釈の留意点（家系内の浸透率、表現度、追加検査の

適応、臨床的意義のない良性の CNV［注 13］等）を理解する［注 14］。 



５）表現型の確実な評価が得られない状況下では、検査結果の解釈が困難である。 
６）診療科担当医が臨床遺伝の専門家でない場合は、臨床遺伝の専門家を含むカンファレン

ス等で検査結果と臨床症状との合致を確認し、総合的に解釈する［注 15］。 
 
 
８．結果開示における留意点［注 15］ 
 
１）検査後の結果の解釈は、診療科担当医と臨床遺伝専門医との連携のもとで行われること

が望ましい。 
２）患者および家族・血縁者に対する結果の意義について丁寧な説明を行う。 
３）遺伝カウンセリングを通じて、疾患情報を整理し、患者、家族および血縁者に対する心

理社会的支援を継続する。 
４）患者家族および血縁者に対する追加の遺伝学的検査（染色体 G 分染法、FISH 法、マイ

クロアレイ染色体検査、リアルタイム PCR 法等）が必要と判断された場合、臨床遺伝専門

医との診断連携を考慮する。 
５）二次的所見の開示は、臨床的有用性や医療管理の実現性を考慮し、慎重に検討する。 
 
 
おわりに 
 
次世代シーケンサーによる生殖細胞系列網羅的遺伝学的解析においては、得られたデータ

をもとに全ゲノム領域の CNV 検出が技術的に可能で、その精度が高まっている［注 16］。
そのため、マイクロアレイ染色体検査は、新しく開発されたゲノム解析技術により検出され

た CNV の確認として用いられることもあり、生殖細胞系列網羅的遺伝学的検査とみなすこ

とができる。したがって、本ガイダンスは、今後、全ゲノムを対象とした網羅的遺伝学的検

査のガイドラインや提言に沿って活用されることが望ましい。 



厚生労働科学研究費補助金（難治性疾患等政策研究事業） 
分担研究報告書 

 
「染色体微細欠失重複症候の包括的ケア：本人への疾患情報提供の実態調査」 

 
研究分担者 大橋博文 

埼玉県立小児医療センター遺伝科・科長兼部長 
 

 
 研究要旨 

マイクロアレイ染色体検査で診断される微細欠失重複症候群の包括的診療体制の構築（成人期への移

行を主要テーマとする）が本研究班の目標である。それに関連して、疾患をもつ本人にどのように疾

患情報を伝えるか（告知）、という事項は、成人期の本人の自律的な健康管理を考える上で重要である

にも関わらず未だ十分に検討されていない課題である。本年度の分担研究として、遺伝性疾患に関す

る本人への情報開示（告知）の実態調査を行った。当センターに通院しているウィリアムズ症候群、

ソトス症候群、22q11.2欠失症候群、ベックウィズ・ウィーデマン症候群、ヌーナン症候群、ラッセル・

シルバー症候群、カブキ症候群、プラダー・ウィリー症候群の378人の親にアンケート調査依頼し157

件（回収率41.5％）の回答を得た。本人へ疾患情報は67件（43％）で伝えられていた。情報を開示し

た年齢は、最も多かった時期は学童期前17件（26％）で、小学校高学年15件（22％）、小学校中学年

10件（15％）、幼児期、小学校低学年、中学生がそれぞれ7件（10％）、高校生（16～18歳）1件（2％）、

成人期以降（19歳～）0件、時期不詳3件（5％）だった。今後、本調査結果を今後本人への疾患情報

提供のより良いあり方の検討に供したい。また、昨年度も行なった微細欠失重複症候群を含む先天異

常症候群の集団外来の開催による家族支援を継続した。本年度は計８疾患（ウィリアムズ症候群、チ

ャージ症候群、カブキ症候群、22q11.2欠失症候群、コステロ症候群、モザイク型ダウン症候群、ベッ

クウィズウィーデマン症候群）に関して集団外来を開催し、参加家族数は合計で144家族（県外54家

族）であった。先天異常症候群の包括的診療として集団外来は、疾患診断後に不安と孤独を抱えがち

な家族への一つの支援として重要であると考える。さらに、疾患頻度が高い疾患である神経線維症Ⅰ

型（17番染色体の微細欠失を約5％の原因とする）についての遺伝学的診断状況も検討した。本年度

遺伝子解析（末梢血液を用いた標準的シーケンス解析）した17例中14例で遺伝学的診断（NF1 

pathognic variant）を得た。またカフェオーレ斑の限局的な分布からモザイクタイプと想定された５

人では遺伝子異常（pathogenic variant）を検出しなかった。またSPRED1異常（Legius症候群）を

１例診断した。長く世界的コンセンサスとなっていたNIH診断基準がまもなく改訂される動きがあり、

診断基準の１つにNF1遺伝子変異が組み込まれる見込みである。本邦患者での遺伝子型・表現型相関

の検討も今後合わせて進めていきたい。 

 



研究協力者氏名・所属研究機関名及び所属研究機関における職名 
大場 大樹 （埼玉県立小児医療センター遺伝科・医師） 
井上 絢香 埼玉県立小児医療センター遺伝科・医師） 
金子実基子 （埼玉県立小児医療センター遺伝科・認定遺伝カウンセラー） 
渡辺 基子 （埼玉県立小児医療センター遺伝科・認定遺伝カウンセラー） 
 
 
Ａ．研究目的 
 染色体微細欠失重複症候群を含む先天異常症

候群において遺伝学的確定診断技術の進展が目

覚ましいものの、その自然歴情報を患者のQOL

につなげる道筋はまだ十分に進歩したとは言い

がたい。疾患をもつ人の包括的ケアを考えた時、

大きなテーマは成人期への移行であり、本研究

班が取り組む課題となっている。その課題の中

で、重要な点の１つに本人への疾患情報の提供

（告知）があると考える。成人期に自律的な健

康管理を維持するためには必須であるためであ

る。しかしながらこの重大な課題についての検

討は未だ十分ではない状況がある。本年度の分

担研究として遺伝性疾患に関する本人への情報

開示（告知）の実態調査を行った。また、昨年

度も実施したが微細欠失重複症候群を含む先天

異常症候群の集団外来の開催による家族支援も

継続した。さらに、疾患頻度が高い疾患として、

17番染色体の微細欠失を約5％の原因とする神

経線維症Ⅰ型についての遺伝学的診断状況も検

討した。 

 
Ｂ．研究方法 

１）遺伝性疾患に関する本人への情報開示（告

知）の実態調査。当センターに通院しているウ

ィリアムズ症候群、ソトス症候群、22q11.2欠失

症候群、ベックウィズ・ウィーデマン症候群、

ヌーナン症候群、ラッセル・シルバー症候群、

カブキ症候群、プラダー・ウィリー症候群の378

人の親に郵送でアンケート調査依頼した。 

２）先天異常症候群についての集団外来の開催。

2019年度を通して埼玉県立小児医療センターを

受診する新規患者ならびに継続フォロー中の再

診患者の診察と平行して、集団外来の開催に向

けて受診患者について情報の収集整理を行い、

集団外来対象者のリストアップ、案内の郵送、

集団外来申込者の受付、集団外来の事前準備、

集団外来当日のプログラム実施、集団外来の報

告書作成、という手順で実施した。３）神経線

維症Ⅰ型についての遺伝学的診断状況の検討。

2019年度１年間に当センター遺伝科を紹介受診

した初診患者における遺伝学的診断状況をまと

めた。 

 
(倫理面への配慮) 

本研究では研究としての人を対象にした遺伝学

的解析の実施等はない。１）のアンケート調査

においては当施設倫理委員会での承認を得た。

３）の遺伝学的診断は臨床的な検査であり、当

施設の倫理委員会で承認を受けた説明と同意の

方式に準じて行なった。 

 
Ｃ．研究結果   

１）遺伝性疾患に関する本人への情報開示（告

知）の実態調査。 



厚生労働科学研究費補助金（難治性疾患等政策研究事業） 
分担研究報告書 

 
次世代シーケンスによる染色体微細構造異常の一元的評価 

 
黒澤 健司 

神奈川県立こども医療センター遺伝科 部長 
 

 
 研究要旨 
 網羅的ゲノム解析技術としての次世代シーケンスの臨床応用が加速している。次世代シーケンスの臨床

応用の適応範囲は極めて広く、従来染色体微細構造異常としてマイクロアレイで検出してきた疾患特異的

コピー数変化（Copy number variant）も、データ変換解析により、エクソン単位、あるいは遺伝子単位

で、検出することが可能となってきている。今回このデータ処理により 2 例の症例で CNV が発症原因で

あることを明らかにした。エクソン単位での評価が可能で実臨床で応用可能と思われた。診断未確定症例

では、マイクロアレイ解析が次世代シーケンス後の CNV 確認として有用となる可能性がある。 

  
  

Ａ．研究目的 
 網羅的ゲノム解析技術としての次世代シーケン

スの臨床応用は、喫緊の課題として提示されてい

る。こうした状況を踏まえ、国内でも次世代シー

ケンス技術による網羅的遺伝学的検査に関する提

言が出されつつある（ゲノム医療における情報伝

達プロセスに関する提言 その 2 次世代シークエ

ンサーを用いた生殖細胞系列網羅的遺伝学的検査

に お け る 具 体 的 方 針 【 改 定 版 】 20191212 

https://www.amed.go.jp/content/000056786.pdf

）。次世代シーケンスの臨床応用の適応範囲は極め

て広く、従来染色体微細構造異常としてマイクロ

アレイで検出してきた疾患特異的コピー数変化

（Copy number variant）も、次世代シーケンスデ

ータの、データ変換解析により、エクソン単位、

あるいは遺伝子単位で、検出することが可能とな

りつつある。しかし、現時点で完全に次世代シー

ケンスデータがマイクロアレイ染色体検査結果に

置き換わるとまでは言い難い。その理由には、視

覚的に理解しやすい、データの解釈が一般臨床医

でもある程度可能などのメリットが依然としてあ

るからである。 
今回、次世代シーケンスデータによる CNV 評価

とマイクロアレイ染色体検査の併用による臨床診

断のプロセスを検討した。 

 

Ｂ．研究方法 

対象は、知的障害および先天性の多発形態異常

を身体特徴とする症例で、臨床症状の組み合わせ

および通常の診療で行われる生化学的検査及び染

色体検査からは、特定の診断確定に至らない症例

であった。次世代シーケンサーによる疾患原因遺

伝子変異スクリーニングは、卓上型次世代シーケ

ンサーMiSeq（イルミナ社）ないしは HiSeq3000（イ

ルミナ社）を用い、ゲノム上のターゲット領域の

キャプチャーは、MiSeq プラットフォームでは

TruSight One Sequencing Panel（イルミナ社）、

HiSeq3000 では SureSelect（アジレント・テクノ

ロジーズ社）を使用した。解析パイプラインは、

GATK、BWA、snpEff を主軸として、病原性予測とし

て CADD、PolyPhen-2、SIFT、PROVEAN を用い、参

照データベースとして gnomAD、ToMMo、HGVD、

ClinVar、HGMD などを用いた。このバリアント評価

は、施設内倫理承認のもと、親権者からの同意書

を取得したのちに進めた。マイクロアレイ解析は、

Agilent 社製マイクロアレイシステムを用い、アレ

イは SurePrint G3 Human CGHMicroarray kit 
8x60K を用いた。解析手順は、Agilent 社による標

準プロトコールに準じて進めた。得られたデータ

の解析はAgilent Genomic Workbenchソフトウェ

アを用いた。データは DLR spread 値< 0.30 を採

用した。比較対照 DNA は、Promega 社製 Female 
および Male genomic DNA を用いた。 

(倫理面への配慮) 
まとめるにあたって、個人情報の取り扱い留意し、

連結可能匿名化のもとで解析を進めた。 
 
Ｃ．研究結果   
 症例 1は、電解質異常を主訴に来院した乳児で、

生化学的検査結果からBartter 症候群が疑われた。

病型は未定で、治療抵抗性で電解質コントロール

が比較的難しい重症型であった。SNV スクリーニン

グで異常なかったが、CNV 評価により Bartter 症候

群 3型責任遺伝子の CLCNKB 遺伝子を含む領域の両

アレル欠失（null）を検出した。欠失範囲は最小

12kb、最大 90kb の両アレル欠失と推測した。臨床

症状との整合性もあり、この CLCNKB 遺伝子の両ア

レル全欠失が本症例の症状の原因であると診断確



定した。 

症例２は、軽度から中等度の発達遅滞を主訴に、

原因精査目的に来院の学童男児。ほかに身体特徴

としては大頭症を認めた。染色体検査ならびに一

般血液、生化学的検査では異常を認めなかった。

SNV スクリーニングで異常ないが、fastq ファイル

からのデータから、NSD1 遺伝子エクソン 14 の欠失

をヘテロ接合として検出した。定量 PCR の評価で

欠失を確認、さらに欠失領域を挟んだシーケンス

により切断点を NSD1 エクソン 14 (NM_022455) 

chr5:176,686,860-176,688,649 （1790bp）と決定

し、切断部位に GCACC の挿入を確認した。NSD1 の

1エクソン欠失によるSotos症候群と診断確定した。 

 
Ｄ．考察 
エクソーム解析で得られたデータから１エクソ

ン単位の微細欠失を検出することが可能であるこ

とを、実際の臨床症例で確認できた。既存の同様

機能を有すプログラムとして XHMM があるが、1エ

クソン単位は事実上困難であり、その精度は明ら

かに Log2 ratio CNV viewer が勝った。しかし、

いくつかの限界や課題もあげられた。第１に、臨

床情報から推測される候補遺伝子の有無が不可欠

なこと、第２はエクソン内に埋もれる微細欠失は

検出できないこと、第３にエクセルファイル上の

展開のために、データ量に制約があり、かつ、表

示や解析が使用コンピューターのデータ処理能力

の制約を受けること、などがあげられる。今後の

取り組みとしては、全ゲノムシーケンスデータへ

の効率化や、複雑 CNV 検出の検討があげられる。 

 

E．結語 

 次世代シーケンスデータを変換することにより

CNV 評価を行った。症例によっては 1エクソン単位

で評価が可能であった。しかし、マイクロアレイ

解析は、こうした場合も検証解析として有用性が

期待される。 

 
Ｆ．研究発表 
1. 論文発表 
Tominaga M, Saito T, Masuno M, Umeda Y, 

Kurosawa K. Developmental delay and 
dysmorphic features in a girl with a de novo 
5.4 Mb deletion of 13q12.11-q12.13. Congenit 
Anom (Kyoto). 2019 Jun 17. doi: 
10.1111/cga.12346. [Epub ahead of print] 
PMID:31206199  

Nishimura N, Murakami H, Saito T, Masuno M, 
Kurosawa K. Tumor predisposition in an 
individual with chromosomal 
rearrangements of 1q31.2-q41 encompassing 
cell division cycle protein 73. Congenit Anom 
(Kyoto). 2019 Oct 9. doi: 10.1111/cga.12356. 
[Epub ahead of print] PMID:31595586 

 
2. 学会発表 
大橋育子、黒田友紀子、井田一美、榎本友美、齋

藤敏幸、黒澤健司 CSNK2B を含む 6 番染色体

短腕部分欠失を認めたMCA/IDの1男児例 日

本人類遺伝学会第 64 回大会 2019.11.6-9 長

崎 
西村直人、榎本友美、鶴崎美徳、熊木達郎、村上

博昭、黒田友紀子、齋藤敏幸、升野光雄、黒澤

健司 多発性腫瘍素因を認めたCDC73を含む

1q31.2q41 構造異常の1 例 日本人類遺伝学

会第64回大会 2019.11.6-9 長崎 
 
Ｇ．知的財産権の出願・登録状況（予定を含む。） 
1. 特許取得  
なし 
2. 実用新案登録 
なし 
3. その他 
なし 
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令和元年度厚生労働科学研究費補助金（難治性疾患政策研究事業） 

分担研究報告書 

 

WAGR 症候群家族会の活動支援と本邦における実態調査 

 

研究分担者 山本 俊至 東京女子医科大学遺伝子医療センターゲノム診療科・教授 

 

研究要旨 

 

 

研究目的： 

WAGR 症候群は 11p13 領域の微細欠失による隣接遺伝子症候群である。Wilms 腫瘍遺

伝子 WT1 および、無虹彩遺伝子 PAX6 が局在する染色体領域の微細欠失により、Wilms

腫瘍、無虹彩（aniridia）、泌尿生殖器の異常（genitourinary abnormality）、精神発達遅滞

（mental retardation）を生じることで知られている。WAGR 症候群は本研究班が取り組むべき

疾患群の１つであり、今回、家族会と協同して実態調査を行った。 

研究方法： 

日本ＷＡＧＲ症候群の会は自律的に運営されている患者家族会である。年に 1 回交流会

が開催されているが、2019 年 11 月にはじめて研究班の支援の元、東京女子医科大学で交

流会が行われた。交流会に先立ち、専門家による講演会も行った。その後、出席者を対象

にアンケートを実施した。本調査は東京女子医科大学における倫理審査委員会で認められ

た研究として行われた。 

結果と考察： 

アンケートに協力いただけたご家族における患者さんは９人で、年齢は２歳から 10 歳で

あった。幼さや癇癪、自閉傾向によるコミュニケーションの取りにくさ等が最も困っていること

として挙げられ、家族会には情報を共有し、親の悩みを相談できる場を望み、研究班には合

併症等のリスク軽減につながる正しい情報の提供や治療法の進歩を期待するという意見が

寄せられた。 

結論： 

希少疾患の調査においては家族会との協同作業が有用であった。今後も家族会と協調

して調査を実施していきたい。 

 

 
 

Ａ．研究目的 

WAGR 症候群(11p13 欠失症候群)は

Wilms 腫瘍、無虹彩（aniridia）、泌尿生殖器

の異常（genitourinary abnormality）、精神

発達遅滞（mental retardation）を生じること

で知られている。WAGR 症候群の患児は

Wilms 腫瘍遺伝子 WT1 および、無虹彩遺

伝子 PAX6 が局在する染色体 11p12-14 の

構造上の欠失を有する。現在無虹彩につ

いては指定難病に登録され、その把握が進

んでいるが WAGR 症候群としての現状把

握は進んでおらず日本での発症数は、不

明であり、世界でも数百例と言われる。一般

小児科医における認知度が低く、症状の全

てが揃う例では正確な有病率はわかってい

ない。11p13 欠失は非常に微細で、通常の

染色体検査ではほとんど検出することが困

難であり、特異 probe を用いて FISH 法で確

認しなければならなかったということも診断

率が低い原因であった。ところが全染色体

領域のコピー数異常を網羅的に解析するこ

とができるアレイ CGH 法など、細胞遺伝学
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的検査の発展に伴い、11p13 欠失症候群

の正確な診断が得られるようになってきた。

近年では、WAGR 症候群の児の肥満につ

いて 11p13 上の BDNF 遺伝子の関与が解

明され、その関与や実態把握についても注

目されている。 

WAGR 症候群は本研究班が取り組むべ

き疾患群の１つであり、今回、家族会と協同

して実態調査を行った。 

 

Ｂ．方法 

日本ＷＡＧＲ症候群の会は 2012 年に結

成され、患者家族らによって自律的に運営

されている。年に 1 回会合をもっているが、

2019 年 11 月にはじめて研究班の支援の元、

アカデミアである東京女子医科大学のキャ

ンパスを利用して家族会交流会が行われた。

交流会に先立ち、専門家による講演会も行

った。 

その後、出席者を対象に患者さんの年齢

構成、診断に用いた遺伝学的検査、最も困

っていること、家族会や研究班に期待する

ことなどについて、アンケートを実施した。 

なお、本研究は東京女子医科大学にお

ける倫理審査委員会で認められた研究の

一部として行い、患者あるいはその家族か

ら書面による同意を得て行った。 

 

Ｃ．研究結果 

アンケートに協力いただけたご家族にお

ける患者さんは９人で、年齢は２歳から 10

歳であった。幼さや癇癪、自閉傾向によるコ

ミュニケーションの取りにくさ等が最も困って

いることとして挙げられ、家族会には情報を

共有し、親の悩みを相談できる場を望み、

研究班には合併症等のリスク軽減につなが

る正しい情報の提供や治療法の進歩を期

待するという意見が寄せられた。 

 

Ｄ．考察 

本症候群は数万人に 1 人の頻度で起

こる希少疾患であり、11p13 領域にある 

PAX6 や WT1 の近傍には神経系の発達に

重要な遺伝子 BDNF、RRG4、SLC1A2 な

ども存在する。その欠失によって生じる知的

障害や自閉症の症状に家族が苦慮してい

ることが明らかになった。また患者数が少な

く欠失範囲が患者ごとに異なる為に、疾患

概念や自然歴が十分周知されていない現

状がご家族の不安を招いている。研究者と

当事者団体が協力して継続的な調査を行う

ことが求められる。 

 

Ｅ．結論 

希少疾患の調査においては家族会との

協同作業が有用であった。今後も家族会と

協調して調査を実施していきたい。 

 

Ｆ．研究発表 

1. 論文発表 
1. Imaizumi T, Yamamoto-Shimojima K, 

Yanagishita T, Ondo Y, Yamamoto T. 
Analyses of breakpoint-junctions of 
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研究要旨：マイクロアレイ染色体検査でみつかる染色体微細欠失重複症候
群の情報として，英国のサンガー研究所の“CNV Syndromes”と米国NCBI
の“Pathogenic CNV regions”にリスト化されている病的CNVのデータを比
較した．一部に一致しないものもあり，新規の病的ゲノムバリアントを疾
患単位として確立してゆくことは容易でないことが示唆された．また，自
施設でのマイクロアレイ染色体検査を実施した成人症例を分析したとこ
ろ，臨床的に診断可能と考えられていた既知の症候群が複数検出された．
各疾患ともそれぞれ従来考えられていた以上に表現度の差があることが
示唆され，各疾患において各患者を継続的に長期にフォローし，臨床症状
のデータも集積してゆくことが今後ますます重要となると考えた． 

 
Ａ．研究目的 
マイクロアレイ染色体検査でみつかる染

色体微細欠失重複症候群の医療水準の向上
や患者のQOL向上をめざし，特に成人期治療
へのトランジッションを充実させるために
成人期の臨床情報を収集する． 
 
Ｂ．研究方法 
１．マイクロアレイ染色体検査でみつかる染
色体微細欠失重複症候群の情報整理 
 

マイクロアレイ染色体検査の普及により，
染色体核型分析では検出できない染色体微
細欠失重複，いわゆるゲノムコピー数バリア
ント（CNV）を有する症例が次々に報告され
ている．従来，全エクソームシークエンス
（WES）あるいは全ゲノムシークエンス
（WGS）解析では数十kb〜数Mbという大き
なサイズのindelであるCNVの検出は困難で
あったが，近年，シークエンスデータから
CNVを検出するアルゴリズムが改良され，
WES／WGS解析でもCNVが検出可能にな
ってきたことで，病的CNVは改めて注目され
ている． 

しかし，ヒトに検出されるCNVは多岐にわ
たり，一般成人のデータから臨床症状に影響
しないCNVも多くある（Database of Genomic 
Variants など）ことなどから，先天異常症例
に検出されるCNVのうちどのCNVが症状に
影響しているかについての判断に苦慮する
場合も少なくない．検出したCNVデータを集

積して，含まれる遺伝子や症状について検討
しつつ，その結果を公表している研究グルー
プに，英国のサンガー研究所や米国NCBIな
どがある．それぞれが管理運営しているデー
タベースである DECIPHER の“ CNV 
Syndromes”，  ClinGen の“Pathogenic 
CNV regions”にリスト化されている，疾患
単位として確立したと考えられる病的CNV
の現時点のデータを比較した． 
 
＊DECIPHER <https://decipher.sanger.ac.uk/> 
＊ClinGen <https://clinicalgenome.org/> 
 
２．マイクロアレイ染色体検査を実施した成
人症例の分析 
 

 染色体微細欠失重複症候群を含む染色体
異常症は全出生の1％程度になるといわれて
いるが，様々な種類の異常がふくまれる．そ
れぞれの異常は症状も異なりそれぞれ独立
した疾患ということになるが，多くの染色体
構造異常の出生頻度はとても小さいため，す
べての種類の染色体異常が疾患単位として
確立しているわけではないのが現状で，その
なかでも特に非常に稀な染色体構造異常を
有する患者およびその家族は情報を欲して
いる． 

先天異常を有する患者に染色体検査やマ
イクロアレイ染色体検査が実施されるのは，
一般的に何らかの先天異常を疑う症状に気
づかれる小児期が多い．先天異常を伴うこと

   
 



の多い染色体異常症は，その合併症により成
人になれずに亡くなる患者も少なくないこ
ともあり，それぞれの染色体異常症の成人期
の情報は乏しい． 

 
信州大学医学部遺伝医学教室では，2010年

2月より先天異常患者の原因検索を目的とし
たマイクロアレイ染色体検査を実施してき
た．今回，実施した症例のうち成人（ここで
は15歳以上とした）症例について，その年齢
分布，検査目的，検査結果などについて検討
した． 
 
（倫理面への配慮） 
  本研究の実施に際しては，倫理指針等を遵
守し，関係する多発奇形・発達遅滞を有する
患者やその家族が不利益を被ることの無い
よう，個人情報の保護に留意する． 
 
Ｃ．研究結果 
１．マイクロアレイ染色体検査でみつかる染
色体微細欠失重複症候群の情報整理 
 

2020年2月現在，“CNV Syndromes”とし
て66種類の疾患が，“Pathogenic CNV region
s”として47種類の領域がリストアップされて
いた．“Pathogenic CNV regions”は，同サイ
ズのlossとgainのCNVが両方ある領域は１つ
として示されているようにデータの示し方
の違いを鑑み，“CNV Syndromes”のリスト
をベースに両データを統合すると，ゲノムコ
ピー数減少あるいは増加により臨床的に影
響を有すると考えられたコピー数ゲノムバ
リアント（病的CNV）は78種類となった．以
下に統合したリストを示す． 
 
【病的CNV領域】 
1p36（GABRD含）端部欠失，1p36（GABRD含）

端部重複，1q21.1欠失[血小板減少-橈骨欠損（TA
R）]，1q21.1（GJA5含）反復微細欠失，1q21.1（G
JA5含）反復微細重複，1q43q44（AKT3含）端部欠

失，2p21微細欠失，2p15-16.1（BCL11A含）微細欠

失, 2q33.1欠失，2q37（HDAC4含）モノソミー，3
q29（DLG1含）反復微細重複，3q29（DLG1含）反

復微細欠失，4p- [Wolf-Hirshhorn]，4p16.3端部重

複，5p- [Cri du chat]，5p15端部重複，5q22.2（A
PC含）欠失 [Familial Adenomatous Polyposis]，5q
32.2（LMNB1含）重複 [Adult-onset autosomal do
minant leukodystrophy]，5q35（NSD1含）反復欠失

 [Sotos]，5q35（NSD1含）反復重複，6q24（PLAG

L1含）重複，7q11.23（ELN含）反復欠失 [William
s-Beuren]，7q11.23（ELN含）反復重複，7q21.2q2
1.3（SHFM1含）欠失 [Split hand/foot malformatio
n 1]，7q36.3 ZRS重複，8p23.1（GATA4含）反復

重複，8p23.1（GATA4含）反復欠失，8q21.11微細

欠失，9qサブテロメア（EHMT1含）欠失，10q22.
3-q23.2（BMPR1A含）反復欠失，11p15.5（Imprin
ting Control Region 1）欠失，11p15（H19, KCNQ
1）重複[ベックウィズ・ヴィーデマン（Beckwith-
Wiedemann）] ，11p13欠失 [Wilms腫瘍-無虹彩症

-泌尿生殖器奇形-精神遅滞（WAGR）]，11p11.2（A
LX4,EXT2含）欠失 [Potocki-Shaffer]，12q14（GR
IP1,HMGA2含）微細欠失，15q11q13反復欠失[アン

ジェルマン（Angelman）]，15q11q13反復欠失[プ
ラダー・ウィリ（Prader-Willi）]，15q11q13（PWS
/AS領域）反復重複，15q13.3反復微細欠失，15q24
反復微細欠失，15q25.2反復微細欠失，15q26重複

[過成長]，16p13.3（ATR-16）欠失，16p13.3（CRE
BBP含）欠失[ルビンシュタイン・タイビ（Rubins
tein-Taybi）]，16p13.11（MYH11含）反復微細重複，

16p13.11（MYH11含）反復微細欠失，16p11.2-p12.
2微細重複，16p11.2-p12.2微細欠失，16p12.1反復微

細欠失，16p11.2（SH2B1含）反復遠位欠失，16p1
1.2（TBX6含）反復近位欠失，16p11.2 （TBX6含）

反復近位重複，17p13.3（YWHAE,PAFAH1B1含）

欠失[ミラー・ディカー（Miller-Dieker）]，17p13.
3（YWHAE,PAFAH1B1含）重複，17p12（PMP22
含）反復重複 [シャルコー・マリー・トゥース病1
型 (Charcot-Marie-Toothニューロパチー1A型（CM
T1A）]，17p12（PMP22含）反復欠失 [遺伝性圧脆

弱性ニューロパチー（HNPP）]，17p11.2（RAI1含）

反復欠失 [スミス・マギニス（Smith-Magenis）]，
17p11.2（RAI1含）反復重複 [Potocki-Lupski]，17q
11.2（NF1含）反復欠失 [レックリングハウゼン（R
ecklinghausen）病（神経線維腫症Ⅰ型）]，17q11.2
（NF1含）反復重複，17q12（HNF1B含）反復欠失

 [腎嚢胞-糖尿病（RCAD）]，17q12（HNF1B含）

反復重複， 17q21.3（KANSL1含）反復欠失[Kool
en de Vries]，17q21.3（KANSL1含）反復重複，2
1q1.3（APP含）重複[早期発症型家族性アルツハイ

マー病]，22q11.21（CECR2含）反復重複 [キャッ

トアイ症候群(22q11テトラソミー）]，22q11.2（T
BX1含）反復近位欠失 [胸腺低形成（ディ・ジョー

ジ（DiGeorge）]，22q11.2（TBX1含）反復近位重

複，22q11.2反復遠位欠失，22q11.2反復遠位重複，

22q13（SHANK3含）欠失，Xp22.33（SHOX含）欠

失 [レリーワイル異軟骨骨症（Leri-Weill）]，Xp2
2.31（STS含）反復ヘミ欠失 [ステロイドスルファ

ターゼ欠損]，Xp11.23（MAOA,MAOB含）微細ヘ

ミ欠失Xp11.22-p11.23微細重複， Xp11.22微細重



複，Xq22.2（PLP1含）重複 [ペリツェウス・メル

ツバッハー（Pelizaeus-Merzbacher）]，Xq28（ME
CP2含）重複，Xq28（GDI1含）反復微細重複，X
q28（RAB39B含）反復微細ヘミ欠失，Xq28（RAB
39B含）反復微細重複，Yq11（AZFa，AZFb+AZF
c，AZFb，AZFc含）微細ヘミ欠失 
 
２．マイクロアレイ染色体検査を実施した成
人症例の分析 
 

信州大学医学部遺伝医学教室で，2010年2
月より2020年3月までの約10年間，研究とし
て実施してきた632症例のマイクロアレイ染
色体検査について．年齢分布，検査目的，検
査結果などについて分析した． 

年齢が確認できて解析時の年齢が15歳以
上であった54症例（8.5%）のうち，15-17歳：
18症例（33.3%），18-20歳：10症例（18.5%），
21-30歳：13症例（24.1%）．31-40歳：4症例
（7.4%），41-50歳：8症例（14.8%），51歳
以上：1症例（1.9%）であった． 

検査目的はみな，伴う先天異常の原因検索
であった．G分染法で均衡型構造異常が検出
されていた4症例，不均衡型構造異常が検出
されていた6症例については，均衡型転座症
例は転座に伴う病的CNVが潜んでいないか
の確認，不均衡型構造異常症例は，そのゲノ
ム不均衡の詳細すなわち欠失/重複がどのく
らいのサイズでどのような遺伝子を含んで
いるかという情報の確認も目的であった． 

全体の15症例（27.8%）に病的CNVを検出
した．そのうち6症例はG分染法で不均衡型構
造異常が確認されていた症例で，異常染色体
の詳細を明らかにできた．不均衡型構造異常
が判明していた6症例を除く48症例のうち9
症例（18.8%）に新規に病的CNVを検出した．
そのうち2症例は性染色体異数性異常（XXX），
その他は，1p36.3欠失，5q35欠失（Sotos），
inv dup del(8p)，15q11.2-q13.1欠失（Ange
lman），16p12.2-p11.2（SH2B1，OTOAを
含む）欠失，Xp22.13（CDKL5の一部を含む）
欠失，および16pter gainと22qter lossの合
併であった．最後の症例は，追加FISH解析に
より構造異常染色体は，der(22)t(16;22)(p13.
3;q13.33)dn であり，不均衡型転座の染色体
再構成を伴う病的CNVと判明したが，G分染
法で判明していた均衡型転座を別途伴って
いた症例であった． 

28症例（51.9%）は非病的なCNVのみある
いは非病的である可能性が高いとおもわれ

るCNVのみで，11症例（20.4%）は病的か非
病的か現時点で確定できないCNVを有して
いた． 
 
Ｄ．考察 
１．マイクロアレイ染色体検査でみつかる染
色体微細欠失重複症候群の情報整理 

 
2020年2月現在，“CNV Syndromes”とし

て登録されていた66疾患，“Pathogenic CNV
 regions”として登録されていた47領域の両デ
ータの統合を試みたところ，ゲノムコピー数
減少あるいは増加により臨床的に影響を有
すると考えられたコピー数ゲノムバリアン
ト（病的CNV）は78種類となった．36種類は
両データベース間で共通していたが，同領域
に欠失と重複があるCNVで一方のみの登録
もあった．解析に用いているアレイのプラッ
トフォームの違いによると考えられるが，各
CNVの領域を示すgenomic coordinate は完全
に一致はしていなかった．また，デュシェン
ヌ型筋ジストロフィーなど，責任遺伝子DMD
全体の欠失すなわち染色体微細欠失重複に
よる発症が以前より知られている既知の疾
患と考えられるもので，リストアップされて
いない疾患・遺伝子もあることが確認された． 

今回検討したふたつのデータベースで疾
患として確立しているとされた病的CNV以
外でも，染色体微細欠失重複や病的CNVに関
して総説などにて病的CNVとして取り上げ
られているものも様々あり（UpToDate <http
s://www.uptodate.com/>，Unique <https://ww
w.rarechromo.org/> ），さらに単独の症例
報告も多数あるため，今後新たに疾患単位と
して認定されてゆく病的CNVは増えること
が想定される． このことは，ゲノムバリアン
トと疾患の関係は単純ではなく，諸外国で実
施されているように，わが国においてもゲノ
ムバリアント解析した症例の登録制度構築
が重要であることを示している． 

なお，患者・コンロールそれぞれのデータ
登録数が増えることにより，ゲノムデータベ
ースで公表される臨床的評価も変わりうる
ことになるため，患者の解析結果も報告した
後にも定期的に見直す必要があると考えら
れる．報告時，臨床的評価に際してどのバー
ジョン（いつ）のどのデータベースを参考に
したのかについて記録しておくことが重要
である． 
 



２．マイクロアレイ染色体検査を実施した成
人症例の分析 
 

一大学において研究として過去約10年間
に実施したマイクロアレイ染色体検査にお
いて，15歳以上の対象症例の割合，年齢分布，
検査目的，検査結果などについて分析した．
632症例のうち15歳以上の症例は54症例（8.
5%）であった．18歳以上とすると36症例（5.
7%），20歳以上とすると26症例（4.1%）と
なり，成人症例の解析依頼は予想通り少なか
った．しかし，15歳以上の54症例でみると，
15-17歳：18症例（33.3%），18-20歳：10症
例（18.5%），21-30歳：13症例（24.1%）．
31-40歳：4症例（7.4%），41-50歳：8症例（1
4.8%），51歳以上：1症例（1.9%）と，今回
の集計における最高齢の53歳まで，実施時の
年齢は，20代，30代，40代とそれなりにあっ
たことが確認された．  

病的CNV検出については，15歳以上の54
症例のうち15症例（27.8%）に認められた．
そのうち6症例（11.1%）はG分染法で不均衡
型構造異常が確認されていた症例で，症例の
フォローアップに重要な情報となる異常染
色体の詳細（base positionとしてどこからど
こまでの欠失/重複で，どのような遺伝子を含
んでいるか）を明らかにすることが主の目的
であった．このことから，先天異常に気づか
れ小児期に染色体検査が実施されたものの，
どの遺伝が含まれる染色体微細欠失重複症
候群なのかといった追加検索などを実施さ
れることなくフォローされている症例が少
なくないであろうことも示唆された． 

 
不均衡型構造異常が判明していた6症例を

除く48症例のうち9症例（18.8%）に新規に病
的CNVが検出された．そのうち２症例は解析
当時臨床的な課題となっている症状とおそ
らく関係のない性染色体異数性異常（XXX）
が検出された．その２症例は解析当時20歳と
44歳であり，小児期に染色体検査も実施され
ていなかったことになる．それ以外はすべて
異なる種類の病的CNVであった．検出された
新規病的CNVをみると，臨床的に診断可能と
されている，1p36.3欠失症候群， Sotos症候
群，Angelman症候群といった既知の染色体
微細欠失重複症候群が含まれており，それら
の症例は，確立した疾患として教科書的にい
われている典型的症状に乏しかったと考え
られた．患者の症状から特定の疾患を疑い，

特定のゲノムバリアントのみ検索する従来
の遺伝学的検査は，症状から特定の疾患を主
治医が疑わなければ実施されることはない．
網羅的なゲノム解析技術の普及により，典型
的症状が明らかでないあるいは認めない症
例が，既知の染色体微細欠失重複症候群症例
に認めることもあること，すなわち既知の染
色体微細欠失重複症候群にも表現度の差が
従来考えられている以上にあることが認識
されるようになってきた．このことは，病的
ゲノムバリアント症例の情報蓄積にCNV情
報と臨床症状も含めることが重要であり，わ
が国においても染色体微細欠失重複症候群
症例を含む患者ゲノム情報の登録制度を構
築することが重要性と考えた． 

染色体微細欠失重複症候群を含む染色体
異常症には様々な種類があり，それぞれ症状
も異なり，それぞれの出生頻度はとても小さ
いが，すべての染色体異常を含めると全出生
の1％程度になるといわれている．マイクロ
アレイ染色体検査は小児期に実施されるこ
とが多く，主に小児科医が患者をフォローし
ている．また先天異常を伴うことの多い染色
体異常症は，その合併症により成人になれず
に亡くなる患者も少なくないこともあると
考えられるが，それぞれの染色体異常症の成
人期の情報は非常に乏しい．しかし，様々な
疾患で従来想定されていた以上に症状に差
があることが示唆されたことは，各症例の長
期にわたるフォローと情報の集積がこれま
で以上に必要となってゆくことを示してい
ると考えられた． 
 
Ｅ．結論 
先天異常症例のゲノムバリアント解析を

推進し，各症例の病的ゲノムバリアントを特
定することが，患者のフォローアップに有用
である．しかしながら病的ゲノムバリアント
の確定は現在でもまだ必ずしも単純でなく，
専門家の関与が必須であり，欧米諸国レベル
の人材育成の制度の構築が求められる． 
英国のサンガー研究所や米国NCBIにおい

ても，シークエンスバリアントとCNVのデー
タベースは別々に構築されている．しかし，
CNVも大きなindelと考え，シークエンスバリ
アントのデータベースにCNV情報も含める
ようになってきている．シークエンスバリア
ントのデータベース構築のプロジェクトは
わが国でも進められているが，そこにCNVを
含む染色体異常のデータも含め，各患者の



genotype-phenotypeデータ情報を集積してゆ
くことが必要と考える．そこに各症例の加齢
に伴う臨床症状の変化の情報を含められる
ようにするために，各患者を継続的に臨床的
フォローアップできる体制も，今後，各疾患
の成人移行を充実させてゆくために重要と
考えた． 
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STUDY QUESTION: Can preimplantation genetic testing for aneuploidy (PGT-A) improve the live birth rate and reduce the miscarriage rate
in patients with recurrent pregnancy loss (RPL) caused by an abnormal embryonic karyotype and recurrent implantation failure (RIF)?

SUMMARY ANSWER: PGT-A could not improve the live births per patient nor reduce the rate of miscarriage, in both groups.

WHAT IS KNOWN ALREADY: PGT-A use has steadily increased worldwide. However, only a few limited studies have shown that it
improves the live birth rate in selected populations in that the prognosis has been good. Such studies have excluded patients with RPL and
RIF. In addition, several studies have failed to demonstrate any benefit at all. PGT-A was reported to be without advantage in patients with
unexplained RPL whose embryonic karyotype had not been analysed. The efficacy of PGT-A should be examined by focusing on patients whose
previous products of conception (POC) have been aneuploid, because the frequencies of abnormal and normal embryonic karyotypes have
been reported as 40–50% and 5–25% in patients with RPL, respectively.

STUDY DESIGN, SIZE, DURATION: A multi-centre, prospective pilot study was conducted from January 2017 to June 2018. A total of
171 patients were recruited for the study: an RPL group, including 41 and 38 patients treated respectively with and without PGT-A, and an RIF
group, including 42 and 50 patients treated respectively with and without PGT-A. At least 10 women in each age group (35–36, 37–38, 39–40
or 41–42 years) were selected for PGT-A groups.

PARTICIPANTS/MATERIALS, SETTING, METHODS: All patients and controls had received IVF-ET for infertility. Patients in the RPL
group had had two or more miscarriages, and at least one case of aneuploidy had been ascertained through prior POC testing. No pregnancies
had occurred in the RIF group, even after at least three embryo transfers. Trophectoderm biopsy and array comparative genomic hybridisation
(aCGH) were used for PGT-A. The live birth rate of PGT-A and non-PGT-A patients was compared after the development of blastocysts from
up to two oocyte retrievals and a single blastocyst transfer. The miscarriage rate and the frequency of euploidy, trisomy and monosomy in the
blastocysts were noted.
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MAIN RESULT AND THE ROLE OF CHANCE: There were no significant differences in the live birth rates per patient given or not
given PGT-A: 26.8 versus 21.1% in the RPL group and 35.7 versus 26.0% in the RIF group, respectively. There were also no differences in
the miscarriage rates per clinical pregnancies given or not given PGT-A: 14.3 versus 20.0% in the RPL group and 11.8 versus 0% in the RIF
group, respectively. However, PGT-A improved the live birth rate per embryo transfer procedure in both the RPL (52.4 vs 21.6%, adjusted OR
3.89; 95% CI 1.16–13.1) and RIF groups (62.5 vs 31.7%, adjusted OR 3.75; 95% CI 1.28–10.95). Additionally, PGT-A was shown to reduce
biochemical pregnancy loss per biochemical pregnancy: 12.5 and 45.0%, adjusted OR 0.14; 95% CI 0.02–0.85 in the RPL group and 10.5 and
40.9%, adjusted OR 0.17; 95% CI 0.03–0.92 in the RIF group. There was no difference in the distribution of genetic abnormalities between
RPL and RIF patients, although double trisomy tended to be more frequent in RPL patients.

LIMITATIONS, REASONS FOR CAUTION: The sample size was too small to find any significant advantage for improving the live birth
rate and reducing the clinical miscarriage rate per patient. Further study is necessary.

WIDER IMPLICATION OF THE FINDINGS: A large portion of pregnancy losses in the RPL group might be due to aneuploidy, since
PGT-A reduced the overall incidence of pregnancy loss in these patients. Although PGT-A did not improve the live birth rate per patient, it
did have the advantage of reducing the number of embryo transfers required to achieve a similar number live births compared with those not
undergoing PGT-A.

STUDY FUNDING/COMPETING INTEREST(S): This study was supported by the Japan Society of Obstetrics and Gynecology and
grants from the Japanese Ministry of Education, Science, and Technology. There are no conflicts of interest to declare.

TRIAL REGISTRATION NUMBER: N/A

Key words: preimplantation genetic testing for aneuploidy/recurrent miscarriage/recurrent pregnancy loss/recurrent implantation
failure/live birth rate

Introduction
Preimplantation genetic screening (PGS) by blastomere biopsy and
fluorescence in situ hybridisation (FISH) analysis was initiated as a
means of preventing miscarriages in patients with unexplained recur-
rent pregnancy loss (RPL, Munné et al., 2005). PGS has been per-
formed worldwide, although there has been controversy regarding
whether it can improve the live birth rate and prevent miscarriage in
patients with RPL or infertile patients (Mastenbroek et al., 2011).

Recently, several molecular techniques, such as array comparative
genomic hybridisation (aCGH), the digital polymerase chain reaction
(dPCR), single-nucleotide polymorphism (SNP) array, real-time quan-
titative PCR (qPCR) and next generation sequencing (NGS), have
been utilised for preimplantation genetic testing for aneuploidy (PGT-
A) (American Society of Reproductive Medicine, 2018). Furthermore,
trophectoderm (TE) biopsy of blastocysts has been found to be
superior to cleavage-stage embryo biopsy (Scott Jr et al., 2013a).

After the improvement of these techniques, several randomised
control trials (RCT) revealed that PGT-A improved the live birth rate
in limited infertile populations with a favourable prognosis (Yang et al.,
2012; Scott Jr et al., 2013b; Forman et al., 2013; Rubio et al., 2017).
However, several RCTs were unable to demonstrate any benefit to
the live birth rate from PGT-A (Kang et al., 2016; Kushnir et al., 2016;
Verpoest et al., 2018; Murphy et al., 2019). The largest RCT showed
that the chance of having a baby with and without PGT-A was similar in
infertile women of an advanced maternal age (Verpoest et al., 2018). In
addition, the use of PGT-A is not recommended for all infertile women
(ESHRE, 2017; ASRM, 2018).

Identifiable causes of RPL include antiphospholipid syndrome (APS),
uterine anomalies, parental chromosomal abnormalities and abnormal
embryonic karyotypes (Sugiura-Ogasawara et al., 2004; Sugiura-
Ogasawara et al., 2010; Sugiura-Ogasawara et al., 2012; ESHRE Early
Pregnancy Guideline Development Group, 2017; Popescu et al.,
2018). However, the actual cause in over half of RPL cases has been

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

considered unknown in patients when their products of conception
(POC) have not been karyotyped. However, when the POC have
been analysed, 40–50% have been found to be caused by an abnormal
embryonic karyotype (Sugiura-Ogasawara et al., 2012; Popescu et al.,
2018). When using PGT-A for unexplained RPL, only one retrospective
cohort study has indicated a similar live birth rate (63 versus 68%) and
similar miscarriage rate (18 versus 25%) between patients with IVF and
PGT-A and those solely under expectant management (Murugappan
et al., 2016). The limitation of this study was that it included patients
with embryonic euploidy because the embryonic karyotype is seldom
analysed clinically.

Regarding recurrent implantation failure (RIF), exclusion crite-
ria in studies of patients with a favourable outcome included
patients with RIF and patients who were poor responders. RIF
can involve complex pathological symptoms affected by numerous,
frequently unknown factors. Aneuploidy might be one of the
causes because it increases according to women’s age and the
rate of aneuploidy in blastocysts reaches 58% at 40 years of age
(Franasiak et al., 2014).

The present pilot study was therefore conducted to compare the
live birth rates with and without the use of PGT-A in patients with RPL
caused by embryonic aneuploidy and patients with RIF. To the best of
our knowledge, this is the first study focusing on the live birth rates of
these two groups of patients.

Materials and Methods

Design
Patients were recruited to participate in this multicentre, prospective
study between January 2017 and June 2018. All patients were seen at
Nagoya City University Hospital, Kato Ladies Clinic, IVF Osaka Clinic
or St. Luke Clinic for investigation of the cause of the RPL or infertility.
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At least 10 patients of each group, aged 35–36, 37–38, 39–40 and 41–
42 years, were selected for inclusion in the group receiving PGT-A.
Matched patients with the same inclusion and exclusion criteria were
enrolled as controls who were not to undergo PGT-A (non-PGT-A
group).

Whole genome amplification (WGA) and aCGH were performed in
Nagoya City University, Tokyo Women’s Medical University and Fujita
Medical University.

Oocyte retrievals were performed for up to two cycles for
each patient according to the number of obtained blastocysts
and the couple’s wishes. Cases in which blastocysts were not
provided within 6 months after temporary registration were regarded
as dropouts, and the subsequent full registration was not
permitted.

A single ET of a thawed blastocyst was planned for each patient; in
the PGT-A group, only euploid blastocysts were transferred.

Recurrent pregnancy loss caused by embryonic aneuploidy
Women included in the RPL protocol had no previous live birth
but two or more previous clinical miscarriages, where at least one
miscarriage was caused by embryonic aneuploidy, and where the
pregnancies were the result of in vitro fertilisation and embryo
transfer (IVF-ET), were included in the RPL protocol. All patients
underwent a systematic examination, including 4D-ultrasound sonog-
raphy and/or hysterosalpingography, chromosome analysis of both
partners, diagnostic tests for APS including screening for lupus
anticoagulant by activated partial thromboplastin time and dilute
Russell’s viper venom time and (β2 glycoprotein I–dependent)
anticardiolipin antibody and blood tests for hypothyroidism and
diabetes mellitus, before a subsequent pregnancy was attempted.
Exclusion criteria were an abnormal chromosome in either or
both partners, a congenital uterine anomaly, APS and other severe
complications.

Recurrent implantation failure
Patients with a history of three or more implantation failures after
IVF-ET treatment were enrolled in the RIF protocol. The inclusion
criterion was that no pregnancy had occurred after three or more
good quality blastocyst transfers. Exclusion criteria were an abnormal
chromosome in either or both partners, a congenital uterine anomaly
and azoospermia.

Ethics statement
The protocol was approved by the Research Ethics Committee of
the Japan Society of Obstetrics and Gynecology ( JSOG) and Nagoya
City University, Graduate School of Medical Sciences and all partic-
ipating institutes. This study was registered at Clinical Trials.gov. as
UMIN000026104. Couples provided their written informed consent
to participate in this study.

Ovarian stimulation, oocyte retrieval,
embryo culture and trophectoderm biopsy
Patients underwent ovarian stimulation, oocyte retrieval and ET per
standard protocol. Protocols used were based on the physician’s
preference. Ovarian stimulation was performed with a long protocol
of gonadotropin-releasing hormone (GnRH) agonist, a short protocol
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of GnRH agonist, a GnRH antagonist protocol or a clomiphene citrate
(CC) protocol (Sawada et al., 2018). Each protocol was selected
according to the patient age and the ovarian reserve predicted by the
serum anti-Mullerian hormone and/or basal follicular stimulating hor-
mone (FSH) level on Day 3 of the menstrual cycle. Oocyte maturation
using 5000 IU human chorionic gonadotropin (hCG) depended on
the protocol employed when the leading follicle reached a diameter
of more than 20 mm as measured by transvaginal ultrasonography.
At 36 h after the injection of hCG, transvaginal ultrasonography–
assisted oocyte retrieval was performed, and following the removal of
cumulus cells, intracytoplasmic sperm injection (ICSI) was performed
for oocytes at the MII stage. Normal fertilisation was assessed 16–
18 h after ICSI by the presence of two pronuclei, and all zygotes were
cultured to the blastocyst stage.

On Day 5 or 6 after oocyte retrieval, a TE biopsy was performed on
a good quality blastocyst from that around five TE cells located apart
from the inner cell mass (ICM) were aspirated gently and separated
from the blastocyst by applying multiple pulses of a noncontact 1.48-
μm diode laser (Saturn 5 ActiveTM, Cooper Surgical, Inc., CT, USA)
through a zona pellucida opening created by the laser. The biopsied TE
cells were washed three times in 1 × phosphate buffered saline (PBS)
(Life Technologies, NY, USA), transferred to a PCR tube containing
2.5 μl 1× PBS and cryopreserved at −80◦C until analysis. After the
TE biopsy, blastocysts were vitrified using the Cryotop method as
described previously (Kuwayama et al., 2005).

Whole genome amplification and
comprehensive chromosome screening
using an array comparative genomic
hybridisation technique
WGA of the biopsied TE samples and male and female Human Refer-
ence DNA (Agilent Technologies, Inc., CA, USA) was performed with
the use of a PicoPLEX WGA Kit (Takara Bio USA Inc., CA, USA) in
accordance with the manufacturer’s guidelines (Lu et al., 2012). The
WGA products of the TE samples and male and female reference DNA
were labelled with Cyanine3 (Cy3) or Cyanine5 (Cy5) fluorophores
for 2 h at 37◦C. Labelled DNA was purified using SureTag Purification
Columns and then hybridised using a GenetiSure Pre-Screen Array Kit
(Agilent Technologies, Inc., CA, USA) under cover slides for 16 h at
67◦C. After hybridisation, microarray slides were washed, dried and
scanned using a SureScan Microarray Scanner (Agilent Technologies,
Inc., CA, USA). The scanning data were analysed by CytoGenomics
Single Cell Analysis software (Agilent Technologies, Inc., CA, USA) for
obtaining the copy number of each chromosome.

Blastocyst classification and single
embryo transfer
According to the results of the analysis, blastocysts were classified into
four groups: A, euploids; B, euploids with suspicious mosaicism; C,
aneuploids; or D, undiagnosable. Blastocysts that had results showing
small variations, but that couldn’t be confirmed as aneuploids—for
example, when mosaicism was suspected, were classified as belonging
to group B. It was determined that the blastocysts in group A or B
could be transferred. The blastocyst classification was determined by
means of a web conference in that all researchers participated.
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For patients with one or more blastocysts classified as group A or B,
a single ET of a thawed euploid blastocyst of the best morphological
quality was performed for each patient. The priority of transfer was
higher for group A than group B. Cryopreserved blastocysts were
thawed in accordance with the manufacturer’s guidelines. In cases in
that all the blastocysts were classified as group C or D, the ET was
cancelled.

For patients in the non-PGT-A groups, a single ET of a thawed
blastocyst with good quality was performed the same way.

Comparison and statistical analysis
The primary outcome was a live birth for each enrolled patient with
one or two oocyte retrievals and one opportunity for ET in either of
the two protocols. Secondary outcomes were live birth per ET, clinical
pregnancy, biochemical pregnancy loss and clinical miscarriage. A case
with a serum hCG level > 4 mIU/ml on the 10th day after ET but tissue
that never progressed to a gestational sac as viewed by transvaginal
ultrasonography was diagnosed with a biochemical pregnancy loss. A
clinical pregnancy was diagnosed as such when a gestational sac was
ascertained by a transvaginal ultrasonography. A clinical miscarriage
was diagnosed as a miscarriage after a gestational sac was ascertained.

Student’s t-test was used to analyse the difference between means.
Multiple logistic regression analyses were conducted to compare the
outcomes of PGT-A and non-PGT-A groups after controlling for
covariables with P < 0.10.

The distribution of euploidy, trisomy, double (triple) trisomy and
(at least one) monosomy was compared between patients with RPL
and RIF. Euploidy with suspicious mosaicism was included as euploidy.
Adjusted residuals as a post hoc test was determined after chi-squared
tests were calculated.

All analyses were carried out using the statistical software SPSS,
Version 21. A P value <0.05 was considered to denote statistical
significance.

Results
A total of 79 patients with a history of RPL were enrolled in the study.
Of these, 41 were selected for PGT-A and 38 were included as controls
(Table I). The mean (SD) age and number of prior miscarriages were
39.2 (2.05) vs 39.3 (2.07) and 2.56 (0.78) vs 2.47 (0.92) for the PGT-
A and non-PGT-A group, respectively. There were no differences in
the baseline characteristics of the two groups. A total of 64 OR cycles
were performed for the patients in the PGT-A group, and 174 good
quality blastocysts were obtained from 33 patients. Among the 174
blastocysts, 161 (92.5%) were diagnosable by aCGH analysis. Of these,
47 (29.2%) were diagnosed as euploid, and 21 ETs were performed
(Table II).

There was no difference in the live birth rate per patient between
the PGT-A and non-PGT-A groups (26.8 vs 21.1%). There was also
no difference in the miscarriage rate per clinical pregnancy (14.3 vs
20.0%). The live birth rate and clinical pregnancy rate per ET were
significantly higher in the PGT-A group than in the non-PGT-A group
(52.4 vs 21.6%, adjusted OR 3.89; 95% CI 1.16–13.1 and 66.7 vs 29.7%,
5.14; 1.52–17.3). The live birth rate per clinical pregnancy was similar
in both groups. PGT-A reduced the biochemical pregnancy loss rate
per biochemical pregnancy significantly (12.5 vs 45.0%, 0.14; 0.02–
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0.85). The rate of total pregnancy loss per patient, which included both
clinical miscarriage and biochemical pregnancy loss, was significantly
lower in the PGT-A group than in the non-PGT-A group (4/41 = 9.8%
vs 11/38 = 28.9%, 0.22; 0.06–0.82).

A total of 92 patients with a history of RIF were enrolled, of
which 42 were chosen for PGT-A and 50 were included as controls
(Table III). The mean (SD) age and number of prior ETs were 38.6
(2.06) vs 38.7 (2.15) and 5.00 (2.30) vs 4.34 (1.72) in the PGT-A
and non-PGT-A groups, respectively. There were no differences in
the baseline characteristics of the two groups. A total of 81 OR
cycles were performed for patients in the PGT-A group, and 208 good
quality blastocysts were obtained from 39 patients. Among the 208
blastocysts, 199 (95.7%) were diagnosable by aCGH analysis of that
42 (21.1%) were euploid, and 24 ETs were performed (Table IV).

There was no difference in the live birth rates per patient of the
PGT-A and non-PGT-A groups (35.7 vs 26.0%). There was also no
difference in the rate of miscarriage per clinical pregnancy (11.8 vs 0%).
The live birth rate and clinical pregnancy rate per ET were significantly
higher in the PGT-A group compared to the non-PGT-A group (62.5 vs
31.7%, 3.75; 1.28–10.95 and 70.8 vs 31.7%, 5.62; 1.82–17.3). The live
birth rate per clinical pregnancy was similar in both groups. The rate of
biochemical pregnancy loss per biochemical pregnancy was significantly
lower in the PGT-A group compared to the non-PGT-A group (10.5
vs 40.9%, 0.17; 0.03–0.92).

There was no significant difference of the distribution of blastocysts
with euploidy, at least a single monosomy, trisomy or double trisomy
between the RPL and RIF groups (Fig. 1). The frequency of double
trisomy tended to be higher in the RPL group (adjusted residuals; 1.6).

The euploidy rate decreased from 56 to 37, 31 and 9% in patients
with RPL and from 44 to 23, 23 and 6% in patients with RIF according
to age (Fig. 2a). The estimated minimum essential number of ORs to
obtain at least one euploid blastocyst was calculated to be 0.6, 1.1,
1.1 and 4.8 in patients with RPL, while it was 0.63, 1.8, 4.8 and 9.0 in
patients with RIF, in groups aged 35–36, 37–38, 39–40 and 41–42 years,
respectively (Fig. 2b).

Only trisomy was obtained in previous POC (Supplementary
Figure SIb); however, a 1:1 ratio of trisomy to monosomy was
ascertained in blastocysts subjected to PGT-A of both groups
(Supplementary Figure SIa). The frequency of aneuploidy in POC and
blastocysts increased according to the chromosome number.

Six patients had no embryos of category A, five of whom requested
ET using embryos of category B embryos. Three cases resulted in live
births, but in two cases, there was no pregnancy.

Discussion
We failed to show that PGT-A improves the live birth rate per
patient or reduces the rate of clinical miscarriage significantly in both
groups. The efficacy of PGT-A, at least in RPL patients, was expected
because the present study focused only on patients whose POC were
ascertained to be aneuploid. Mosaicism might be speculated to be
one of the reasons why PGT-A showed limited efficacy. Recently,
concordance between TE and the ICM was established in 62.1% of
embryos analysed by PGT-A (Popovic et al., 2019). The reliability of the
TE biopsy compared to the ICM biopsy in blastocysts is extremely high,
but that of the cleavage-stage biopsy compared with the ICM biopsy
is less so. The rate of false positive results between TE and ICM has
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Table I Baseline demographics of PGT-A and non-PGT-A patients with recurrent pregnancy loss.

PGT-A Non-PGT-A p-value
.....................................................................................................................................................................................
Number of enrolled patients 41 38

Mean age (SD, range) 39.2 (2.05, 35–42) 39.3 (2.07, 35–42) 0.71

Mean BMI (SD) 21.1 (2.86) 21.7 (2.45) 0.36

Mean (SD) number of previous miscarriages 2.56 (0.78) 2.47 (0.92) 0.65

Mean (SD) number of previous pregnancies with the
use of IVF-ET

2.00 (0.87) 1.53 (0.92) 0.021

Mean (SD) number of previous live births 0 0

Smokers (n) 1 2

Bold indicates statistical significance.

Table II Comparison of clinical outcomes between PGT-A and non-PGT-A patients with recurrent pregnancy loss.

PGT-A (n = 41)a Non-PGT-A
(n = 38)b

Adjusted ORs (95% CI)∗ ,
p-value

.....................................................................................................................................................................................
Number of patients with at least one good
quality blastocyst

21 38

Diagnosed blastocysts/total number of
blastocysts

161/174 (92.5%) -

Euploid blastocysts/diagnosed blastocysts 47/161 (29.2%) -

Embryo transfers/patients 21/41 (51.2%) 37/38 (97.3%) 0.03 (0.003–0.23), 0.001

Biochemical pregnancies/embryo transfers 16/21 (76.2%) 20/37 (54.1%) 2.45 (0.71–8.44), 0.16

Biochemical pregnancy losses/biochemical
pregnancies

2/16 (12.5%) 9/20 (45.0%) 0.14 (0.02–0.85), 0.03

Clinical pregnancies/embryo transfers 14/21 (66.7%) 11/37 (29.7%) 5.14 (1.52–17.3), 0.008

Miscarriages/clinical pregnancies 2/14 (14.3%) 2/10 (20.0%) 0.68 (0.06–6.51), 0.68

47,XX,+12[13]/46,XX[7]
46,XX (21wIUFD)

47,XX,+20
47,X?,+18

Ectopic pregnancies/clinical pregnancies 1/14 (7.1%) 1/11 (9.1%) 5.67 (0.03–1014.5), 0.51

Live births/embryo transfers 11/21 (52.4%) 8/37 (21.6%) 3.89 (1.16–13.1), 0.028

Live births/patients 11/41 (26.8%) 8/38 (21.1%) 1.33 (0.45–3.91), 0.60

a,bBoth groups were followed up until the second oocyte retrieval and the first embryo transfer.
∗Adjusted for the number of previous pregnancies with the use of IVF-ET
Bold indicates statistical significance.

been reported as 7.5% (Lawrenz et al., 2019). Damage by biopsy might
influence the outcome although only cleavage-stage biopsy and not TE
biopsy has been reported to reduce the live birth rate (Franasiak et al.,
2014).

Over 70% of embryos are reported to be at least partially aneuploid
by Day 3 because of prevalent errors of both meiotic and mitotic
origins. On the other hand, aneuploidy observed in miscarried POC has
been thought to be due to division errors of meiotic origin (Nagaoka
et al., 2013). Variation of the PLK4 gene was found to be associated
with mitotic errors in human embryos, and infertile women with the
high-risk genotype contribute fewer blastocysts for testing at Day 5,
suggesting that their embryos were less likely to survive to blastocyst
formation (McCoy et al., 2015). Blastocysts with monosomy can not
survive after implantation (Franasiak et al., 2014). The present study
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indicated that natural selection or chromosome correcting pathways
might be superior to PGT-A in the current situation.

Indeed, PGT-A has several ethical problems related to its use; false
positives, due to mosaicism, and technical aspects of the process can
lead to the abandonment of large numbers embryos that have the
potential for live births (Rosenwaks et al., 2018). In the present study,
we had 3 healthy babies from 5 transferred mosaic embryos and, in the
first clinical trials, 100 such babies were reported (Greco et al., 2015;
Rosenwaks et al., 2018).

PGT-A improved the live birth rate per ET both in the RPL and RIF
groups. PGT-A has an advantage reducing the number of ETs (Forman
et al., 2014). PGT-A also lowered the rate of biochemical pregnancy
loss. This suggests that the cause of biochemical pregnancy loss might
be speculated to be due to chromosome abnormality. Indeed, the
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Table III Baseline demographics of PGT-A and non-PGT-A patients with recurrent implantation failure.

PGT-A Non-PGT-A P-value
.....................................................................................................................................................................................
Number of enrolled patients 42 50
Mean age (SD, range) 38.6 (2.06, 35–42) 38.7 (2.15, 35–42) 0.78

Mean BMI (SD) 21.6 (2.68) 21.7 (3.07) 0.88

Mean (SD) number of previous embryo transfers 5.00 (2.30) 4.34 (1.72) 0.119

Mean (SD) number of previous pregnancies with the
use of IVF-ET

0 0

Mean (SD) number of previous live births 0 0

Smokers (n) 2 0

Mean (SD) months of infertility 62.0 (39.1) 62.7 (47.5) 0.94

Cause of infertility % (n)

Male 28.6% (12) 30.0% (15) 0.713

Female 35.7% (15) 28.0% (14)

Unexplained 35.7% (15) 42.0% (21)

Table IV Comparison of clinical outcomes between PGT-A and non-PGT-A patients with recurrent implantation failure.

PGT-A (n = 42)a Non-PGT-A (n = 50)b Adjusted ORs (95% CI)∗ ,
p-value

.....................................................................................................................................................................................
Number of patients with at least one good
quality blastocyst

24 42

Diagnosed blastocysts/total number of
blastocysts

199/208 (95.7%) -

Euploid blastocysts/diagnosed blastocysts 42/199 (21.1%) -

Embryo transfers/patients 24/42 (57.1%) 41/50 (82.0%) 0.29 (0.11–0.75), 0.01

Biochemical pregnancies/embryo transfers 19/24 (79.2%) 22/41 (53.7%) 3.28 (1.03–10.5), 0.05

Biochemical pregnancy losses/biochemical
pregnancies

2/19 (10.5%) 9/22 (40.9%) 0.17 (0.03–0.92), 0.04

Clinical pregnancies/embryo transfers 17/24 (70.8%) 13/41 (31.7%) 5.62 (1.82–17.3) 0.003

Miscarriages/clinical pregnancies 2/17 (11.8%) 0/13 (0%) -, 0.999

46,XY
not tested

Ectopic pregnancies/clinical pregnancies 0/17 (0%) 0/13 (0%) -

Live births/embryo transfers 15/24 (62.5%) 13/41 (31.7%) 3.75 (1.28–10.95) 0.016

Live births/patients 15/42 (35.7%) 13/50 (26.0%) 1.69 (0.68–4.20) 0.26

a,bBoth groups were followed up until the second oocyte retrieval and the first embryo transfer.
∗Adjusted for the number of previous pregnancies with the use of IVF-ET
Bold indicates statistical significance.

rate of chromosome abnormality decreases according to the develop-
mental stage: 70–80% of clinical miscarriages (Ogasawara et al., 2000;
Azmanov et al., 2007), 4% of stillbirths and 0.3% of newborn babies
(Nagaoka et al., 2013). Furthermore, trisomies and monosomies are
equally prevalent in blastocysts; however, monosomies disappear after
implantation (Franasiak et al., 2014). This evidence suggests that chro-
mosome abnormality might be more frequent and of greater severity
in biochemical pregnancy losses in this earlier stage of development
compared with clinical miscarriages.
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There was no difference in the distribution of abnormalities, although
the frequency of double trisomy tended to be higher in patients with
RPL than in those with RIF (Fig. 1). The euploidy rate was much lower
in both RPL (29.2%) and RIF (21.1%) patients than in 15 169 blastocysts
of a previous study (38-year-old women, 52.1%, 39-year-old women,
47.1%) (Franasiak et al., 2014). Thus, RPL caused by aneuploidy and RIF
may be associated with a meiosis-specific genes. On the other hand,
endometrial receptivity for euploid embryo implantation might be
sufficiently high in both RPL and RIF patients since the clinical pregnancy
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Figure 1 The distribution of blastocysts with euploidy,at least one monosomy,trisomy or double trisomy after PGT-A in patients
in the recurrent pregnancy loss (RPL) and recurrent implantation failure (RIF) groups. There was no significant difference in the
distribution of blastocyst with euploidy, at least a single monosomy, trisomy or double trisomy between the RPL and RIF groups. The frequency
of double trisomy tended to be higher in RPL (adjusted residuals: 1.6). If a blastocyst contained both monosomy and trisomy, it was classified as ‘at
least one monosomy’.

Figure 2 The euploidy rate and estimated minimum essential number of oocyte retrievals required to obtain at least one euploid
blastocyst according to the woman’s age. (A) The euploid rate decreased according to age from 56 to 37, 31 and 9% in patients with RPL and
from 44 to 23, 23 and 6% in patients with RIF. (B) The estimated minimum essential number of oocyte retrievals required to obtain at least one euploid
blastocyst in groups aged 35–36, 37–38, 39–40 and 41–42 years, respectively, was calculated to be 0.6, 1.1, 1.1 and 4.8 in patients with RPL and 0.6,
1.8, 4.8 and 9.0 in patients with RIF.

rate per embryo transfer after PGT-A was excellent (66.7 and 70.8%)
compared with a previous study of women of advanced maternal age
(38–41 years, 54.4%) (Rubio et al., 2017). The cause of RPL with aneu-
ploidy might involve ‘superfertility’ due to high endometrial receptivity
for aneuploidy embryo implantation (Teklenburg et al., 2010).
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Monosomies disappeared in POC although both trisomies and
monosomies were ascertained in blastocysts (Supplementary Figure SI).
The frequency of aneuploidy increased according to the chromosome
number. Embryos with both trisomy and monosomy in larger
chromosomes might have difficulty in developing.
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Regarding ethical considerations, there are no laws in Japan related
to reproductive technology. The JSOG made a ruling on PGT in 1998
such that each case must be submitted to the JSOG and that the
facilities can only initiate PGT after obtaining JSOG permission. PGT-A
has been prohibited because the JSOG considered that the feelings of
handicapped people might be resistant to PGT. In a total of 622 cases,
PGT for monogenic/single gene defects was used for several extremely
severe genetic disorders, and PGT for chromosomal structural rear-
rangements for RPL caused by a translocation was permitted from
2006 to December 2018. The maternal age has increased year by year
and older women with RPL or infertility desire PGT-A in spite of a lack
of evidence. Thus, the JSOG decided to conduct the present pilot study
and ordered the present facilities to carry it out before conducting a
RCT to examine the effect of PGT-A on the live birth rate while also
considering ethical issues in a committee open to patients and media.
The usefulness of PGT-A has been made public by its proponents not
only in the USA but also in Japan (Rosenwaks et al., 2018). Patients and
physicians might have the misperception that PGT-A has advantages for
all patients in spite of the lack of evidence. It also should be noted that
physicians who administer the clinics or laboratories have a potential
conflict of interest.

There were only two miscarriages (20.0%, 2/10) in the control group
of the present RPL protocol. This was relatively low when compared
with the 41.9% reported previously (in patients with a previous average
of 2.9 miscarriages and who were 40 and older) (Sugiura-Ogasawara
et al., 2009). The reason might be speculated to be that the miscarriage
rate in patients with RPL due to embryonic aneuploidy was lower
than in those with a normal embryonic karyotype (38.3 vs 62.0%,
mean age 32) (Ogasawara et al., 2000). There has been no data on
the miscarriage rate in patients with RPL whose POC were aneuploid
and who have received IVF-ET. There was no bias between the PGT-
A group and non-PGT-A group because of the same inclusion and
exclusion criteria.

One limitation of this study is that the sample size was too small
to find any significant advantage in improving the live birth rate and
reducing the clinical miscarriage rate because this work was conducted
as a pilot study to calculate the sample size for subsequent RCT. The
JSOG decided not to continue this pilot study and not to conduct an
RCT because of the difficulty involved. It did not change the ruling that
PGT-A is prohibited. Thus, it was impossible for us to increase the
sample size.

In the present study, patients received only one ET following one or
two oocyte retrievals. It was found that 4.8 and 9.0 oocyte retrievals
are necessary to obtain one euploid blastocyst in 41–42-year-old
patients with RPL and RIF, respectively. Further study with a larger
number of patients and determination of the cumulative live birth rate
is necessary to confirm the present findings.

Supplementary data
Supplementary data are available at Human Reproduction online.

Authors’ Roles
MSO designed the present study and analysed the data, and TS wrote
the first draft of the manuscript. TS, TKu, NA, KK, RK, AF and TU were

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

responsible for IVF-ET, biopsy and clinical data acquisition, and TS, FO,
TY, TKa and HK were responsible for the diagnosis of blastocysts. HS
managed the data centre, and AK, TT and MI supervised the study.
All authors interpreted the data, contributed to the writing of the
manuscript and revised it critically for important intellectual content.

Funding
Japan Society of Obstetrics and Gynecology and the Japanese Ministry
of Education, Science and Technology.

Conflict of Interest
The authors declare no conflicts of interest associated with this
manuscript.

References
American Society of Reproductive Medicine. Practice Committees of

the American Society for Reproductive Medicine and the Society
for Assisted Reproductive Technology. The use of preimplantation
genetic testing for aneuploidy (PGT-A): a committee opinion. Fertil
Steril 2018;109:429–436.

Azmanov DN, Milachich TV, Zaharieva BM, Michailova GI, Dimitrova
VG, Karagiozova ZH, Maznejkova VT, Chernev TA, Toncheva DI.
Profile of chromosomal aberrations in different gestational age spon-
taneous abortions detected by comparative genomic hybridization.
Eur J Obstet Gynecol Reprod Biol 2007;131:127–131.

European Society of Human Reproduction and Embryology. Early
pregnancy guideline development group. Recurrent Pregnancy Loss
Guideline 2017;11:90–92.

Forman EJ, Hong KH, Franasiak JM, Scott RT Jr. Obstetrical and
neonatal outcomes from the BEST Trial: single embryo transfer
with aneuploidy screening improves outcomes after in vitro fertil-
ization without compromising delivery rates. Am J Obstet Gynecol
2014;210:157.e1–157.e6.

Franasiak JM, Forman EJ, Hong KH, Werner MD, Upham KM, Treff
NR, Scott RT Jr. The nature of aneuploidy with increasing age of
the female partner: a review of 15,169 consecutive trophectoderm
biopsies evaluated with comprehensive chromosomal screening. Fer-
til Steril 2014;101:656–663.

Greco E, Minasi MG, Fiorentino F. Healthy babies after intrauter-
ine transfer of mosaic aneuploid blastocysts. N Engl J Med
2015;373:2089–2090.

Kang HJ, Melnick AP, Stewart JD, Xu K, Rosenwaks Z. Preimplantation
genetic screening: who benefits? Fertil Steril 2016;106:597–602.

Kushnir VA, Darmon SK, Albertini DF, Barad DH, Gleicher N. Effec-
tiveness of in vitro fertilization with preimplantation genetic screen-
ing: a reanalysis of United States assisted reproductive technology
data 2011-2012. Fertil Steril 2016;106:75–79.

Kuwayama M, Vajta G, Kato O, Leibo SP. Highly efficient vitrification
method for cryopreservation of human oocytes. Reprod Biomed
Online 2005;11:300–308.

Lawrenz B, El Khatib I, Liñán A, Bayram A, Arnanz A, Chopra
R, De Munck N, Fatemi HM. The clinicians´ dilemma with
mosaicism-an insight from inner cell mass biopsies. Hum Reprod
2019;34:998–1010.

D
ow

nloaded from
 https://academ

ic.oup.com
/hum

rep/article-abstract/34/12/2340/5663604 by Fujita H
ealth U

niversity user on 28 M
ay 2020

https://academic.oup.com/humrep/article-lookup/doi/10.1093/humrep/dez229#supplementary-data


2348 Sato et al.

Lu S, Zong C, Fan W, Yang M, Li J, Chapman AR, Zhu P, Hu
X, Xu L, Yan L et al. Probing meiotic recombination and aneu-
ploidy of single sperm cells by whole-genome sequencing. Science
2012;338:1627–1630.

Mastenbroek S, Twisk M, van der F, Repping S. Preimplantation genetic
screening: a systematic review and meta-analysis of RCTs. Hum
Reprod Update 2011;17:454–466.

McCoy RC, Demko Z, Ryan A, Banjevic M, Hill M, Sigurjonsson S,
Rabinowitz M, Fraser HB, Petrov DA. Tripolar chromosome segre-
gation drives the association between maternal genotype at variants
spanning PLK4 and aneuploidy in human preimplantation embryos.
Science 2015;348:235–238.

Munné S, Chen S, Fischer J, Colls P, Zheng X, Stevens J, Escudero T,
Oter M, Schoolcraft B, Simpson JL et al. Preimplantation genetic diag-
nosis reduces pregnancy loss in women aged 35 years and older with
a history of recurrent miscarriages. Fertil Steril 2005;84:331–335.

Murphy LA, Seidler EA, Vaughan DA, Resetkova N, Penzias AS, Toth
TL, Thornton KL, Sakkas D. To test or not to test? A framework
for counselling patients on preimplantation genetic testing for aneu-
ploidy (PGT-A). Hum Reprod 2019;34:268–275.

Nagaoka SI, Hassold TJ, Hunt PA. Human aneuploidy: mecha-
nisms and new insights into an age-old problem. Nat Rev Genet
2013;13:493–504.

Ogasawara M, Aoki K, Okada S, Suzumori K. Embryonic karyotype of
abortuses in relation to the number of previous miscarriages. Fertil
Steril 2000;73:300–304.

Popescu F, Jaslow CR, Kutteh WH. Recurrent pregnancy loss eval-
uation combined with 24-chromosome microarray of miscarriage
tissue provides a probable or definite cause of pregnancy loss in over
90% of patients. Hum Reprod 2018;33:579–587.

Popovic M, Dhaenens L, Taelman J, Dheedene A, Bialecka M, De Sutter
P, Chuva de Sousa Lopes SM, Menten B, Heindryckx B. Extended in
vitro culture of human embryos demonstrates the complex nature
of diagnosing chromosomal mosaicism from a single trophectoderm
biopsy. Hum Reprod 2019;34:758–769.

Rosenwaks Z, Handyside AH, Fiorentino F, Gleicher N, Paulson
RJ, Schattman GL, Scott RT Jr, Summers MC, Treff NR, Xu K.
The pros and cons of preimplantation genetic testing for aneu-
ploidy: clinical and laboratory perspectives. Fertil Steril 2018;110:
353–361.

Rubio C, Bellver J, Rodrigo L, Castillón G, Guillén A, Vidal C,
Giles J, Ferrando M, Cabanillas S, Remohí J et al. In vitro fertil-

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

.

ization with preimplantation genetic diagnosis for aneuploidies in
advanced maternal age: a randomized, controlled study. Fertil Steril
2017;107:1122–1129.

Sawada Y, Sato T, Saito C, Ozawa F, Ozaki Y, Sugiura-Ogasawara M.
Clinical utility of decorin in follicular fluid as a biomarker of oocyte
potential. Reprod Biol 2018;18:33–39.

Scott RT Jr, Upham KM, Forman EJ, Zhao T, Treff NR. Cleavage-stage
biopsy significantly impairs human embryonic implantation potential
while blastocyst biopsy does not: a randomized and paired clinical
trial. Fertil Steril 2013a;100:624–630.

Scott RT Jr, Upham KM, Forman EJ, Hong KH, Scott KL, Taylor D, Tao
X, Treff NR. Blastocyst biopsy with comprehensive chromosome
screening and fresh embryo transfer significantly increases in vitro
fertilization implantation and delivery rates: a randomized controlled
trial. Fertil Steril 2013b;100:697–703.

Sugiura-Ogasawara M, Ozaki Y, Sato T, Suzumori N, Suzumori K. Poor
prognosis of recurrent aborters with either maternal or paternal
reciprocal translocations. Fertil Steril 2004;81:367–373.

Sugiura-Ogasawara M, Ozaki Y, Kitaori T, Suzumori N, Obayashi
S, Suzuki S. Live birth rate according to maternal age and pre-
vious number of recurrent miscarriages. Am J Reprod Immunol
2009;62:314–319.

Sugiura-Ogasawara M, Ozaki Y, Kitaori T, Kumagai K, Suzuki S. Midline
uterine defect size is correlated with miscarriage of euploid embryos
in recurrent cases. Fertil Steril 2010;93:1983–1988.

Sugiura-Ogasawara M, Ozaki Y, Katano K, Suzumori N, Kitaori
T, Mizutani E. Abnormal embryonic karyotype is the most fre-
quent cause of recurrent miscarriage. Hum Reprod 2012;27:
2297–2303.

Teklenburg G, Salker M, Heijnen C, Macklon NS, Brosens JJ. The molec-
ular basis of recurrent pregnancy loss: impaired natural embryo
selection. Mol Hum Reoprod 2010;16:886–895.

Verpoest W, Staessen C, Bossuyt PM, Goossens V, Altarescu G,
Bonduelle M, Devesa M, Eldar-Geva T, Gianaroli L, Griesinger G
et al. Preimplantation genetic testing for aneuploidy by microarray
analysis of polar bodies in advanced maternal age: a randomized
clinical trial. Hum Reprod 2018;33:1767–1776.

Yang Z, Liu J, Collins GS, Salem SA, Liu X, Lyle SS, Peck AC, Sills
ES, Salem RD. Selection of single blastocysts for fresh transfer via
standard morphology assessment alone and with array CGH for
good prognosis IVF patients: results from a randomized pilot study.
Mol Cytogenet 2012;5:24.

D
ow

nloaded from
 https://academ

ic.oup.com
/hum

rep/article-abstract/34/12/2340/5663604 by Fujita H
ealth U

niversity user on 28 M
ay 2020
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A female patient with retinoblastoma and
severe intellectual disability carrying an
X;13 balanced translocation without
rearrangement in the RB1 gene: a case
report
Makiko Tsutsumi1, Hiroyoshi Hattori2,3, Nobuhiro Akita3, Naoko Maeda3, Toshinobu Kubota4, Keizo Horibe3,
Naoko Fujita1,5, Miki Kawai1, Yasuko Shinkai1, Maki Kato1, Takema Kato1, Rie Kawamura1, Fumihiko Suzuki6 and
Hiroki Kurahashi1*

Abstract

Background: Female carriers of a balanced X; autosome translocation generally undergo selective inactivation of
the normal X chromosome. This is because inactivation of critical genes within the autosomal region of the
derivative translocation chromosome would compromise cellular function. We here report a female patient with
bilateral retinoblastoma and a severe intellectual disability who carries a reciprocal X-autosomal translocation.

Case presentation: Cytogenetic and molecular analyses, a HUMARA (Human androgen receptor) assay, and methylation
specific PCR (MSP) and bisulfite sequencing were performed using peripheral blood samples from the patient. The patient’s
karyotype was 46,X,t(X;13)(q28;q14.1) by G-banding analysis. Further cytogenetic analysis located the entire RB1 gene and its
regulatory region on der(X) with no translocation disruption. The X-inactivation pattern in the peripheral blood was highly
skewed but not completely selected. MSP and deep sequencing of bisulfite-treated DNA revealed that an extensive 13q
region, including the RB1 promoter, was unusually methylated in a subset of cells.

Conclusions: The der(X) region harboring the RB1 gene was inactivated in a subset of somatic cells, including the retinal
cells, in the patient subject which acted as the first hit in the development of her retinoblastoma. In addition, the patient’s
intellectual disability may be attributable to the inactivation of the der(X), leading to a 13q deletion syndrome-like
phenotype, or to an active X-linked gene on der (13) leading to Xq28 functional disomy.

Keywords: Retinoblastoma, Balanced X-A translocation, X-inactivation

Background
Balanced translocations generally have no impact on the
clinical phenotype of the carrier unless the breakpoint
disrupts a dosage sensitive gene. However, X; autosome
(X-A) translocations in females are more complex be-
cause of the X-chromosome inactivation (XCI), which is
a mechanism of dosage compensation of X-linked genes

between females and males [1, 2]. Since the derivative
chromosome of an X-A translocation harboring the X-
inactivation center may be subject to inactivation, its
autosomal region is subject to unfavorable inactivation.
This results in cellular dysfunction due to inactivation of
critical genes leading to the pathological change or death
of cells. In consequence, cells in females carrying an X-
A translocation generally undergo selective inactivation
of the normal X chromosome.
Retinoblastoma (RB, OMIM #180200) is a malignant

intraocular tumor occurring in young children, which is
caused by mutations in both alleles of the RB1 gene [3].
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Individuals with heterozygous germline pathogenic variations
frequently develop bilateral retinoblastoma in infancy. Con-
stitutional chromosomal abnormalities involving 13q14,
where the RB1 gene is located, are found in a subset of cases
with a predisposition for RB. Large deletions that include the
RB1 gene lead to widely variable clinical phenotypes, includ-
ing intellectual disability, referred to as 13q deletion syn-
drome [4, 5]. We here describe a female patient with
bilateral retinoblastoma and severe intellectual disability who
was found to carry an X;13 translocation. Cytogenetic and
molecular analysis revealed inactivation of der(X) and the
RB1 gene in a subset of her cells, which explains the cause of
her phenotype.

Case presentation
Cytogenetic analysis
Blood samples from the study subjects were obtained with
informed consent in accordance with local institutional re-
view board guidelines. An Epstein-Barr virus (EBV) trans-
formed Lymphoblastoid cell line (LCL) was established
from the peripheral blood derived from the patient as de-
scribed previously [6]. Conventional G-banding and fluor-
escence in situ hybridization (FISH) analyses were
performed using LCL. Cytogenetic analyses were per-
formed using a standard method. The ZytoLight SPEC
RB1/13q12 Dual Color Probe (ZytoVision GmbH, Bre-
merhaven, Germany) was used to detect the RB1 gene. A
bacterial artificial chromosome (BAC) DNA was labeled
with SpectrumGreen or SpectrumOrange-labeled 2′-
deoxyuridine-5′-triphosphate using the Nick-Translation
Kit (Abbott Japan, Tokyo, Japan). To visualize late repli-
cating regions, LCL was arrested with thymidine (300 μg/
ml) for 18.5 h followed by a treatment with bromodeox-
yuridine (BrdU; 25 μg/ml) for 6.5 h after release from the
arrest. Metaphase cells were labeled with a FISH probe for
the X chromosome centromere (Cytocell, Cambridge,
UK), and BrdU was detected with Alexa Fluor 594-
conjugated mouse anti-BrdU antibody (ThermoFisher
Scientific, Tokyo, Japan).

HUMARA assay
For HUMARA assays, genomic DNA was extracted from
peripheral blood or LCL using the QuickGene DNA
whole blood DNA kit L (Kurabo, Osaka, Japan). Restric-
tion enzyme treatment followed by PCR analysis was
then conducted as described previously [7].

Methylation-specific PCR
Bisulfite conversion of genomic DNAs obtained from
the peripheral bloods of the patient and healthy human
volunteers was first performed with the Epitect Bisulfite
kit (QIAGEN, Tokyo, Japan). PCR was then carried out
using EpiTaq HS (Takara, Kusatsu, Japan). EpiScope
Methylated HeLa gDNA (Takara) was used as a positive

control. The primers used in these analyses were de-
signed with the BiSearch software [8] and are listed in
Table 1.

Bisulfite sequencing
The RB1 promoter region was amplified by PCR as de-
scribed previously [9]. The PCR products were then used
as the template for secondary PCR with primers contain-
ing sequencing adaptors. Amplicon sequencing was subse-
quently performed on an Illumina MiSeq in accordance
with the manufacturer’s protocol to obtain paired-end
150 bp reads. Sequencing data were analyzed with Bismark
software [10].

Patient characteristics
The current study patient was a Japanese girl born at full
term with a length of 50 cm and birth weight of 2894 g.
G-banding analysis was performed because of her inad-
equate weight gain at 1 month of age and revealed a de
novo balanced reciprocal translocation, t(X;13)(q28;
q14.1) (Fig. 1a). She achieved head control at 6 months
of age, began to sit up at 10 months, to pull up to a
standing position at 12 months, and to walk at 30
months. At 18 months of age, her body length was 74.3
cm (− 1.9 SD), and her weight was 8.3 kg (− 1.6 SD). She
was diagnosed with a unilateral retinoblastoma in the
left eye (International Intraocular Retinoblastoma Classi-
fication, Group D) at 18 months of age. She was then
treated with 4 cycles of systemic chemotherapy (vincris-
tine, etoposide, and carboplatin). She suffered from
chemotherapy-induced constipation during that period.
The parents refused consent for enucleation of the

patient’s left eye although her response to the chemo-
therapy was found to be inadequate, and side effects
such as a tubular disorder were observed. We thus
planned for an intra-arterial chemotherapy regimen due
to the parents’ wishes. New lesions were developed in
the right eye four months later however while waiting
for the intra-arterial chemotherapy. Three cycles of
intra-arterial chemotherapy for the left eye and various
cycles of laser transpupillary thermotherapy (4 cycles for
left eye and 2 cycles for right eye) managed to control
both eyes and maintain remission for 18 months. How-
ever, the retinoblastoma eventually relapsed in the left
eye and this was followed by enucleation. The patient
was still not talking at 6 years of age, and was thus mani-
festing severe speech, language and developmental
disorders.

Breakpoint analysis of chromosome 13
To examine the underlying causes of the phenotype that
manifested in our study patient, we analyzed the RB1
gene by FISH because the chromosome 13 breakpoint
was found to be located close to this gene locus at the
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G-banding level (Fig. 1a). RB1 signals were detected on
the normal chromosome 13 and on der(X), indicating
no breakpoint in the RB1 gene (Fig. 1b). Further FISH
analysis with BAC clones mapped the breakpoint to be-
tween RP11-179A7 (13q13.2) and RP11-91 K18
(13q13.3), which was 12 to 15Mb upstream of the RB1
locus (Fig. 1c). These results indicated that the trans-
location in our patient did not disrupt the RB1 gene or
its regulatory region. Whole genomic microarray analysis
and sequencing of the coding regions of the RB1 gene
revealed no copy number changes or nucleotide varia-
tions (data not shown). Thus, we could not map the pre-
cise location of the translocation breakpoint using
microarray.

XCI patterns
We next assessed whether the der(X) region had been
subjected to XCI, which could inactivate RB1 and nearby
genes leading to the retinoblastoma and other symptoms
observed in the patient. A HUMARA assay was per-
formed using genomic DNA extracted from peripheral
blood. The XCI of allele-1 and -2 was 90.2 and 9.8%, re-
spectively (Fig. 2a). To determine which alleles of the
androgen receptor gene were located on der(X), we

carried out BrdU labeling of the late-replicating hetero-
chromatin in an EBV-transformed LCL (Fig. 2b). Thirty-
eight percent of the cells were BrdU-positive at the nor-
mal X, whereas the der(X) was positive in 62% of the
cells. The XCI of allele-1 and -2 was 29.3 and 70.7%, re-
spectively, in a HUMARA assay of the LCL (Fig. 2a).
From these results, we considered allele-1 to be linked
to the normal X chromosome, indicating that the XCI
was skewed to the normal X in the peripheral blood of
our patient.

Methylation of the RB1 gene and other regions of 13q
To examine whether the RB1 gene itself was inactivated
in our patient, MSP was performed for the RB1 pro-
moter using bisulfite-treated DNA as the template. PCR
products were detected in the patient and in a positive
control but not in a healthy control when a primer pair
for amplifying methylated DNA was used (Fig. 3a). The
methylation level of the 27 CpG sites in the RB1 pro-
moter was then investigated using a deep sequencing ap-
proach [11]. The patient had a higher methylation
frequency than a healthy control (Fig. 3b), with the high-
est frequency found to be 5.6% at position #17 in her
peripheral blood. Given our findings with the HUMARA

Table 1 Primers used for MSP in this study

Primera Forward (5′-3′) Reverse (5′-3′) Size (bp)

RB1-M GGGAGTTTCGCGGACGTGAC ACGTCGAAACACGCCCCG 163

RB1-U GGGAGTTTTGTGGATGTGAT ACATCAAAACACACCCCA 163

q13.1-M AAAACCCGAACGCAACGAAC TCGTCGTAGTTGTTATCGTC 120

q13.1-U AAAACCCAAACACAACAAAC TTGTTGTAGTTGTTATTGTT 120

q14.11-M GCGCGATGGAGTTTTAGTAC CGAAAAAAAACCCGAACGAC 214

q14.11-U GTGTGATGGAGTTTTAGTAT CAAAAAAAAACCCAAACAAC 214

q14.3-M CCGCCTAACGTCAATAAAAC GTGTTTAGAACGACGGGTGC 160

q14.3-U CCACCTAACATCAATAAAAC GTGTTTAGAATGATGGGTGT 160

q21.33-M TAGGTTTCGTTTTTCGCGTTC CTTTAACTCCCCGCTTCCGC 226

q21.33-U TAGGTTTTGTTTTTTGTGTTT CTTTAACTCCCCACTTCCAC 226

q31.1prox-M AGATTCGGCGTTAGGTAGGGC CGCGCTCTAAAAAATTAAAAC 368

q31.1prox-U AGATTTGGTGTTAGGTAGGGT CACACTCTAAAAAATTAAAAC 368

q31.1 dis-M CGTACTACTACCCCCGCTAC GCGTTTTTTAGCGTTTTTTA 194

q31.1 dis-U CATACTACTACCCCCACTAC GTGTTTTTTAGTGTTTTTTA 194

q31.2-M GCCGCTACGCTAAAAAACGA CGTATTTTTCGGTTTGGGTTCGC 283

q31.2-U ACCACTACACTAAAAAACAA TGTATTTTTTGGTTTGGGTTTGT 283

q31.3-M ACGAAATACCTACGCGCCAAC CGCGGGTTAATAAAGTTTAC 149

q31.3-U ACAAAATACCTACACACCAAC TGTGGGTTAATAAAGTTTAT 149

q32.3-M CGCGACTCCGAACAATAACC AATGTAGTTATAATCGCGGC 243

q32.3-U CACAACTCCAAACAATAACC AATGTAGTTATAATTGTGGT 243

q34-M AGGTTATAGGTTAGACGCGGC CGAAACGAACGAAAACTAAC 252

q34-U AGGTTATAGGTTAGATGTGGT CAAAACAAACAAAAACTAAC 252
aGiven as the corresponding chromosomal band of the long arm of chromosome 13
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assay in which ~ 10% of the cells showed the der(X) in-
activation (Fig. 2a), we speculated that one RB1 allele in
each cell might be inactivated. Since position #17 is the
activating transcription factor (ATF) binding site, methy-
lation of this site might inhibit the binding of transcrip-
tion factors [12].
We next demarcated the 13q region of inactivation on

the der(X) using MSP (Table 2). The region proximal to
the breakpoint was not found to be methylated, whereas
those distal to it were extensively methylated in our
study patient. Although methylation was also detected in
regions distal to the RB1 gene, those of 13q31 were not
specific to the patient. Regions near to the 13q terminal
were not methylated in the patient.

Discussion and conclusions
In a similar manner to our present patient, several prior
cases of retinoblastoma carrying a constitutional X;13
translocation without disruption of the RB1 gene had

been reported [13–17] and described an inactivation of
the derivative chromosome harboring the RB1 gene [18–
23]. The breakpoints of most of these cases including
our patient were located at 13q12-q14 regions. To our
knowledge, our present case report is the first to demon-
strate inactivation of the RB1 gene at the molecular level
i.e. by epigenetic mechanisms. Selective XCI in females
with balanced X-A translocations is attributed to a hap-
loinsufficiency of dosage sensitive genes near to the
breakpoint in the autosomal region affecting cell viabil-
ity. Our current case and similar prior retinoblastoma
cases harboring X;13 translocations suggest that there
are no such critical genes near to the breakpoint on 13q.
This would mean that selective XCI of the normal X
chromosome in X-A translocation carriers is dependent
on the translocation partner chromosome. Moreover,
such dosage-sensitive genes may be different between
cell lineages, leading to different levels of inactivation
among tissues. The HUMARA analysis of the peripheral

Fig. 1 G-banding and FISH analyses of the study patient. (a) A G-banded partial karyotype. The arrows indicate the breakpoints of the derivative
chromosomes. (b) FISH analysis of the RB1 gene. The arrows and arrowheads indicate RB1 and 13q12 probes, respectively. (c) FISH analysis of the
breakpoint on chromosome 13. The arrows and arrowheads indicate RP11-179A7 and RP11-91 K18 probes, respectively
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Fig. 2 XCI patterns in the peripheral blood and LCL of the study patient. (a) HUMARA assay. A1 and A2 represent allele-1 and allele-2,
respectively. The percent inactivation of each allele is indicated at the bottom. (b) Representative image of a der(X)-inactivated cell. Cells were
labeled with anti-BrdU antibody (red) and a centromere X probe (green)

Fig. 3 Methylation analysis of the RB1 promoter in the study patient using bisulfite-treated DNA derived from peripheral blood. (a) Agarose gel
electrophoresis of MSP products. Amplified products of methylated and unmethylated DNA are indicated. CpG methylated HeLa genomic DNA
was used as a positive control (mCpG). (b) Frequency of methylation in the 27 CpG sites obtained by bisulfite sequencing; 3.0 × 104 and 1.2 × 104

of next-generation sequencing reads were mapped to each CpG in the patient and healthy control, respectively. The CpGs located within transcription
factor binding sites are underlined. Position #15 is a common methylation site
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blood from our current study patient revealed that
the normal X was inactivated in 90% of the cells. Al-
though specimens from other tissues in our subject
were not available, we speculated that a high fre-
quency of der(X) inactivation would be likely in the
retinal cell lineage since our patient suffered from
bilateral retinoblastoma. The retinal cell lineage has a
relative tolerance to the inactivation of 13q and iron-
ically develop RB. Furthermore, the systemic pheno-
type of our current study patient other than
retinoblastoma implied the presence of a considerable
number of cells with an inactivated der(X).
The 13q deletion syndrome is classified into three

types depending on the deleted region [5, 24]. Group 1
comprises patients with deletions proximal to 13q32
who show mild or moderate intellectual disability, minor
malformations, constipation, growth retardation and

inconstant retinoblastoma. Group 2 comprises cases of
deletions encompassing 13q32 that show severe intellec-
tual disability, growth retardation, one or more major
malformations of the brain, genitourinary and gastro-
intestinal tract, and distal limb. Group 3 comprises pa-
tients with deletions distal to 13q32 who show severe
intellectual disability without major malformations or
growth retardation. The inactivated region of 13q in our
current patient corresponded to group 1 (Table 2), and
she had both growth retardation and constipation. How-
ever, her intellectual phenotype was more severe than
was typically seen in patients categorized as group 1.
We speculated that the cause of the severe phenotype

in our patient originated from a functional disomy of
Xq28 which was translocated to der (13). Functional di-
somy is a situation in which X-linked genes, normally
expressed monoallelically, are expressed biallelically in

Table 2 MSP amplification of the 13q region in the study patient and healthy controls

q13.1 q14.11 q14.2 (RB1) q14.3 q21.33 q31.1prox q31.1 dis q31.2 q31.3 q32.3 q34

Patient – + + + + + + + + – –

Control-1 – – – – – +− + +− + – –

Control-2 n.d. n.d. n.d. n.d. – + + n.d. – +− n.d.

Control-3 n.d n.d. n.d n.d. – – + n.d. +− – n.d.

n.d.: not determined

Fig. 4 Schematic representation of the XCI pattern and its outcomes with X-A translocation. (a) In a standard X-A translocation, the normal X
chromosome is inactivated in 100% of the cells because inactivation of the der(X) often leads to suppression of genes indispensable for cell
survival. In this situation, the gene dosage is normal and the carrier has no symptoms. (b) In the present study case, the der(X) was inactivated in
a subset of the cells in which 13q genes including RB1 on the der(X) were suppressed. This inactivation does not spread to the 13q terminal
because of its long distance from the X-inactivation center, allowing the cells to survive. In der(13), the genes located at Xq28 are active. This
results in retinoblastoma, 13q deletion syndrome- and an Xq28 functional disomy-like phenotype in such cells
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individuals carrying chromosome X-involved structural
variants with an unfavorable XCI pattern. As a result, X-
linked genes are expressed at a 2-fold higher level than
normal [25]. In this case, the der(X) was possibly inacti-
vated in the brain of the patient derived from the com-
mon ancestral cell lineage with retina. Thus, Xq28 on
the der (13) without the X-inactivation center likely es-
caped XCI resulting in a functional disomy. Severe de-
velopmental delays are common in patients with an
Xq28 functional disomy, as was the case in our current
patient [26]. The mechanism underlying the onset of ret-
inoblastoma and 13q deletion syndrome- or an Xq28
functional disomy-like phenotype is illustrated in Fig. 4.
Our patient was susceptible to the development of ret-
inoblastoma because of the inactivation of the RB1 gene
on the der(X) in her retinal cell linage. A somatic muta-
tion in the other allele on the normal chromosome 13
became the second hit.
We describe a female patient with retinoblastoma and

severe intellectual disability, carrying an X;13 transloca-
tion. Her RB1 gene was not disrupted by this transloca-
tion but became inactivated by the XCI system. Our
current data have important clinical implications.
Females carrying an X;13 translocation should be
followed-up closely for the early detection of retinoblast-
oma in infancy and other cancers throughout her life.
This should be done even if the XCI is found to be 100%
skewed in analysis of peripheral blood samples, because
XCI patterns can vary in different tissues. Hence, a fe-
male retinoblastoma patient who is a suspected carrier
of a germline mutation should be assessed using cyto-
genetic methods such as G-banding even when conven-
tional analysis reveals no mutations of the RB1 gene.
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A B S T R A C T

Jacobsen syndrome refers to a congenital anomaly caused by deletion at 11q23.3-qter. We here describe two
siblings with the same 11q23.3-qter deletion. Both parents were healthy with a normal karyotype. Cytogenetic
microarray analysis revealed no mosaicism in either parent but the mother showed uniparental disomy en-
compassing the deleted region found in the two siblings. The pattern of X chromosome inactivation was almost
completely skewed in the mother. These data suggested that the mother was a carrier of the 11q23.3-qter
deletion but that this had been rescued by disomy formation during early embryogenesis except for her germinal
cells.

1. Introduction

Jacobsen syndrome (MIM#147791) is a contiguous gene deletion
syndrome caused by deletion of the 11qter region. The typical clinical
features of Jacobsen syndrome include pre- and postnatal physical
growth and psychomotor retardation, facial dysmorphic features, and
thrombocytopenia. Some patients with this syndrome also have mal-
formations of the heart, kidney, gastrointestinal tract, and central
nervous system. Ocular and hearing problems can be also present. The
estimated occurrence of Jacobsen syndrome is about 1/100,000 births
(Mattina et al., 2009).

About 85% of Jacobsen syndrome cases are caused by a simple de
novo terminal deletion. Other cases result from a variety of chromo-
somal abnormalities including segregation of a familial reciprocal ba-
lanced translocation, de novo unbalanced translocations, recombination
of a parental pericentric inversion, or other rearrangements such as ring
chromosomes. An 11q deletion has also been reported in the mosaic
form of this condition. The breakpoints in these deletions occur within
or distal to 11q23.3, and the deletions usually extend to the telomere
(Grossfeld et al., 2004). The deletion size ranges from 7 to 20Mb. The
chromosomal region conferring specificity for the Jacobsen syndrome

phenotype is the 11q24.2 band, but the gene responsible for this phe-
notype is still unknown.

We here report on two siblings with the same 11q23.3-qter deletion,
one with Jacobsen syndrome and the other detected by amniocentesis
and terminated. The parents however showed a normal karyotype.
Cytogenetic microarray analyses revealed that the healthy mother had
uniparental disomy (UPD) encompassing the 11q22.3-ter region deleted
in the siblings. A possible mechanism for the recurrence of this deletion
is discussed.

2. Clinical report

A 4-year old Japanese male subject was the first child of a non-
consanguineous healthy 36-year old father and 28-year old mother after
having three miscarriages with no notable family history of disease
(Fig. 1A). At 22 weeks of pregnancy, a congenital heart defect, mitral
valve stenosis and aortic valve stenosis were suspected. He had been
born after a 41 week gestation by an induced labor with a birth weight
of 2644 g (−0.9SD), height of 47.5 cm (−0.7SD), head circumference
of 34.5 cm (+0.8SD), and chest circumference of 30 cm. He showed a
hypoplastic left heart, conductive auditory impairment in the left ear,
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widely spaced eyes, a short nose, a small ear lobe, thin vermilion of
upper lip and lower lip, shortness in both fifth fingers, and a bifid
scrotum. He also had an old cerebral hemorrhage in the nucleus basalis.

The subject also showed severely retarded psychomotor develop-
ment. The ability to hold up his head, roll over, and speak, were re-
cognized at 2 years and 7 months, 2 years and 7 months, and 3 years
and 3 months. Serial complete blood counts revealed transient throm-
bocytopenia. At the age of 4 years and 2 months, he showed a height of
−3.5SD, weight of −2.2SD, and head circumference of −1.2SD. His
karyotype revealed 46,XY,del (11) (q23.3), which is known as Jacobsen
syndrome.

At 2 years after the birth of this first child, the mother again became

pregnant with a boy. The fetus was diagnosed with the same karyotype
as the brother by amniocentesis at 15 weeks and 4 days of gestation. At
20 weeks and 4 days, a hypoplastic left heart with severe atrioven-
tricular regulation was evident on ultrasound examination. At 21
weeks, the pregnancy was terminated and the fetus was found to weigh
344 g. Karyotype analysis of the parental peripheral blood lymphocytes
revealed 46, XY [20] and 46, XX [20].

Fig. 1. Deletion rescue on 11qter. (A) Pedigree of the study family. (B) Cytogenetic microarray results for the 11q region for the proband (pink), father (blue), and
mother (green). The copy number log2 ratio (top), copy number state (middle), and allele difference (bottom) are shown for each sample. The pink bar at the bottom
indicates the deleted region in the proband. The green bar indicates the UPD region in the mother. (C) HUMARA assay results. The electropherogram shows the
fragment analysis of the amplicons from undigested (left) and digested (right) genomic DNA from the proband (top), father (middle), and mother (bottom). The major
peaks depicted by the red arrows indicate the sizes of the PCR products with different numbers of short tandem repeats at the HUMARA locus. The two major peaks
found in the mother represent two X chromosome alleles (282bp, 288bp). Digestion of the DNA from the proband (son)'s and father's sample showed complete loss of
one allele, whereas a preferential loss of the short alleles was evident in the mother (282bp). (For interpretation of the references to colour in this figure legend, the
reader is referred to the Web version of this article.)
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3. Materials and methods

3.1. Subjects

Peripheral blood samples were obtained from the study subject and
the parents. The research protocol for this study was approved by the
local ethics committee of Fujita Health University, Japan. Written in-
formed consent to participate in the study was obtained from the par-
ents.

3.2. DNA extraction

Genomic DNA was extracted from whole blood using QuickGene
610 L (Fuji film, Tokyo, Japan). The concentration of the DNA was
measured using an ND-1000 spectrophotometer (NanoDrop,
Wilmington, DE) and the quality was determined by gel electrophoresis.

3.3. Cytogenetic microarray

High-resolution chromosomal microarray analysis using the
CytoScan HD array (Affymetrix, Santa Clara, CA) was performed. DNA
samples of 50 ng were used in this analysis in accordance with the
manufacturer's instructions. The genomic coordinates were based upon
genome build 37/hg19 (2009). Hybridization, data extraction and
analysis were performed as per the manufacturer's protocols.
Chromosome Analysis Suite software 3.0 (ChAS, Affymetrix Santa
Clara, CA) was used for raw data analysis, review and reporting.
Regions of copy-number changes were extracted with 20 probes of
50 kb. All of the extracted regions containing a copy-number change
were confirmed by visual comparisons with the normal control data
from Database of Genomic Variants (http://dgv.tcag.ca). UPD regions
were extracted with 5Mb. Regions with a sparse SNP density were
carefully evaluated to exclude false calls.

3.4. FISH analysis

Peripheral blood lymphocytes and buccal samples were obtained by
standard methods. FISH analysis was performed using standard tech-
niques. The probes used for the FISH analysis were TelVysion 11p
SpectrumGreen (D11S2071), TelVysion 11q SpectrumOrange
(D11S1037) (Abbott Molecular, IL, USA). A hundred interphases nuclei
were analyzed for pter/qter of chromosome 11.

3.5. HUMARA assay

To assess skewing of the X chromosome inactivation, we performed
HUMARA assay according to the protocol described elsewhere (Beever
et al., 2003). Briefly, we digested the genomic DNA with methylation-
sensitive restriction enzyme HpaII. PCR primers, one of which was la-
beled with FAM, were designed across the polymorphic CAG repeat as
well as two HpaII sites in the androgen receptor gene on the X chro-
mosome. PCR amplification would be achieved only from the in-
activated allele having the HpaII sites methylated. PCR products were
analyzed by capillary electrophoresis (ABI3730 Genetic Analyzer) and
quantified the area under the curve using GeneMapper software.

4. Results

We performed cytogenetic microarray analysis to demarcate the
deleted region in our current case subject. A 15.4-Mb region was found
to have been deleted at 11q23.3q25-qter in this patient (arr [hg19]
11q23.3q25 (119, 484, 933_134, 938, 470)×1), which is consistent
with the typically deleted region in Jacobsen syndrome (Fig. 1B). The
deleted region was found to contain 128 Refseq genes, and 70 OMIM
genes. Single nucleotide polymorphism (SNP) genotyping indicated
that the deleted chromosome was derived from the mother (data not

shown).
A possible explanation for the abnormal 46,XY,del (11) (q23.3)

karyotype in two siblings from parents with a normal karyotype was
that one of the parents harbored FRA11B, a (CCG)n repeat expansion in
the 5′untranslated region of the CBL2 gene. In more than 70% of normal
individuals, this repeat is present in 11 copies but can be expanded to
several hundred copies and lead to genomic instability and a suscept-
ibility for terminal deletion (Mattina et al., 2009). However, the dele-
tion breakpoint of our current patient was at chr11:119, 484, 933
(hg19), which is approximately 400 kb distal from FRA11B.

Neither of the parents showed deletion mosaicism at the 11q23.3-
qter region. Interphase FISH on 100 peripheral blood lymphocytes and
100 buccal cells revealed no deletion for the 11q subtelomere-specific
probe (data not shown). It was notable however that SNP array analysis
of the patient's mother detected a 26.2-Mb region with a loss of het-
erozygosity at 11q22.3-qter consistent with uniparental disomy (UPD)
(arr [hg19]11q22.3q25 (108, 657, 506_134, 942, 626)×2 hmz)
(Fig. 1B). The deletion breakpoint in the son was 10-Mb distal from the
UPD boundary in the mother.

A HUMARA assay was performed to determine when the UPD was
generated in the mother. The patterns of X chromosome inactivation
(XCI) showed 99.2% skewing in the mother (Fig. 1C), suggesting that
she originally had the same deletion as her son and the chromosome
copy number loss was corrected by UPD after XCI occurred in the early
embryogenesis.

5. Discussion

Our analysis by cytogenetic microarray of our current case subject
with 11qter deletion syndrome and his family suggests that segmental
UPD corrected the chromosomal copy number of the deleted region and
thereby rescued the phenotype in his healthy mother. To our knowl-
edge, there have only been two previous reports of siblings showing a
deletion of 11q23.3-qter despite a normal parental karyotype (Afifi
et al., 2008; Johnson et al., 2014). One of those reports also provided
detailed molecular analyses showing a maternal UPD at the 11qter re-
gion (Johnson et al., 2014). A 22q13 deletion rescued by paternal UPD
has also been reported (Bonaglia et al., 2009). Such deletion rescue
event has not been reported for other terminal deletions. Our current
case is therefore the third report to describe a deletion rescued by post-
zygotic UPD generation.

It is likely that the mother of our current case subject originally
carried the 11q23-qter deletion that had been transmitted from a ga-
mete of a maternal grandfather or grandmother. After fertilization, this
deletion was likely rescued during the post-zygotic stage via a DNA
repair pathway for coincidental double-strand-breaks (DSBs) at the
proximal region of the deletion breakpoint, thereby generating the
segmental UPD. The UPD boundary in the mother is located 10Mb
more proximal than the breakpoint of deleted region of the patient,
which is a strong evidence that the UPD developed after the deletion.
The principal molecular mechanisms that have been postulated to ex-
plain segmental UPD are mitotic recombination or break-induced re-
plication (BIR) (Costantino et al., 2014; Carvalho et al., 2015).

We observed an almost completely skewed XCI in the mother's DNA.
Generally, an XCI pattern increases the extent of skewing with age as a
consequence of hematopoietic stem cell senescence. At 20–39 years old,
mean skewing level is reported to be 70.6% (Hatakeyama et al., 2004).
Our current patient's mother was 30 years old at the time of genetic
testing and showed very high skewing at 99.2%. This indicated that her
blood cells were derived from a single clone after XCI (Kurahashi et al.,
1991). We speculated that the mother originally harbored the 11q23-
qter deletion as a zygote which was subsequently repaired in one of the
somatic cells by mitotic recombination or BIR after XCI has been
completed. The repaired cell likely obtained selective advantage during
embryonic development and unrepaired cells were eliminated (Fig. 2).
This resulted in a normal phenotype at birth and no evidence of
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Jacobsen syndrome. It appears however that although her somatic cells
had all been rescued by UPD her germ cells retained the 11q23-qter
deletion. Such monoclonality has been described previously in trisomy
rescue of chromosome 15 (Butler et al., 2007). Thus, this mother had no
Jacobsen syndrome phenotype but transmitted the causative deletion to
her two sons.

As far as we are aware, there have been only two other case reports
of ‘deletion rescue’ (Bonaglia et al., 2009; Johnson et al., 2014). It
would be intriguing if 11q23.3-qter was found to be a hotspot for de-
letion rescue. One possible explanation for this phenomenon is a strong
negative selection process as a result of gene loss. An alternative pos-
sibility is that there might be a DSB hotspot that induces mitotic re-
combination or BIR at the region proximal to the 11q23.3 breakpoint. If
this is indeed the case, the recurrence risk in the affected siblings would
be slightly higher than in the general population. SNP array analysis of
the parents might be advisable even in an apparent de novo case of
Jacobsen syndrome.

In conclusion, we speculate that the maternal 11q23.3-qter deletion
was repaired in our current study family via mitotic recombination or
BIR leading to UPD generation. As a consequence of this DNA repair,
the chromosomal copy number was corrected in the mother resulting in
a normal phenotype. On the other hand, some of maternal germline
cells retained 11q23-ter deletion, leading to a recurrence of Jacobsen
syndrome in her offspring. Careful genetic counseling is therefore
warranted regarding the recurrence of Jacobsen syndrome.
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Abstract
Recent findings have highlighted the possibility that polymorphisms within the annexin A5 gene (ANXA5) promoter
contribute to the etiology of various obstetric complications. However, the underlying mechanisms are unknown. The M2
haplotype of the ANXA5 shows lower activity and less expression of ANXA5 mRNA. This gene promoter region has a motif
that potentially forms a G-quadruplex structure. In vitro G-quadruplex propensity estimated by circular dichroism indicated
that the M2 haplotype oligonucleotide manifested a decreased potential for G-quadruplex formation. In addition, in vivo G-
quadruplex formation of the promoter region was evidenced by the presence of single-stranded DNA shown by sodium
bisulfite treatment of placental genomic DNA. Comparative analysis indicated less potential in the M2 allele than the major
allele. Promoter activity of the two haplotypes determined by luciferase reporter analysis correlated with the estimated G-
quadruplex propensity. Our data lend support to the developing paradigm that genomic variation affects gene expression
levels via DNA secondary structures leading to the disease susceptibility.

Introduction

Many common human diseases are believed to be polygenic
disorders associated with several genetic and environmental
factors [1]. Based on the “common disease-common var-
iant” hypothesis, genome-wide association studies (GWAS)
using common single nucleotide polymorphisms (SNPs)
have identified hundreds of genetic variants that are statis-
tically associated with different target diseases. However,
most of the polymorphisms that have been identified by

GWAS to date are not deleterious variants and confer
relatively small increases in disease risk. In addition, the
functional impact of the majority of these SNPs on gene
expression has not yet been validated since these sequence
variations are mostly located at non-coding or intergenic
regions [2]. The processes by which these SNPs confer a
higher risk of disease thus remain an enigma.

Previously published results suggest that polymorphisms
within the annexin A5 gene (ANXA5) are associated with
common obstetric complications, such as recurrent preg-
nancy loss (RPL), pre-eclampsia, and pregnancy-related
thrombophilic disorder [3–8]. The ANXA5 gene upstream
region contains four common variations, i.e., SNP1 (g.
−467G>A, rs112782763) and SNP2 (g.−448A>C,
rs28717001) in the untranscribed promoter region, and
SNP3 (g.−422T>C, rs28651243) and SNP4 (g.−373G>A,
rs113588187) near and downstream of the transcription start
points, respectively. These four SNPs manifest strong
linkage disequilibrium, generating two major haplotypes:
the N haplotype with all major alleles and an M2 haplotype
with all minor alleles. The frequency of the M2 allele in the
general Japanese population was reported to be 5.4%, lower
than that in the western countries (~16%) [6].

The M2 haplotype has been associated with various
disorders. Annexin A5 is known as a placental
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anticoagulation factor that shields the apical surface of the
syncytiotrophoblasts covering the placental villi [9]. Hence,
the low expression of the ANXA5 gene might reasonably
account for a higher susceptibility to obstetric complica-
tions. Indeed, lower expression of the ANXA5 gene from the
M2 allele has been reported [10, 11]. However, it remains
unclear how these polymorphisms affect the ANXA5 gene
expression levels and thereby lead to disease. For example,
there was no association found between the M2 haplotype
and RPL risk in a previous northern European study [12]. It
is therefore critically important to elucidate the biological
impact of the different ANXA5 haplotypes.

With regard to the effects of gene polymorphisms on
gene expression, the contribution of DNA secondary
structures has been highlighted previously [13, 14]. A
considerable body of evidence now indicates that certain
SNPs located within the transcribed region of a gene can
affect mRNA stability or translation efficiency via the
propensity for stem-loop formation. Guanine-rich DNA can
fold into a non-canonical DNA structure known as a G-
quadruplex [15]. This structure comprises intrastrand
interactions of G-tetrads paired by Hoogsteen bonds. G-
quadruplexes are often identified in and around the
untranslated region of genes and are potentially associated
with gene regulation [16, 17]. The association between the
G-quadruplex structure and transcriptional regulation has
been extensively characterized for oncogenes such as MYC,
KIT, or KRAS [18–20]. Recently, it has also been reported
that some polymorphisms disrupt the formation of G-
quadruplex structures, leading to alterations in the expres-
sion of nearby genes [21]. In our present study, we exam-
ined the ANXA5 gene promoter variants in terms of the
association between the potential for G-quadruplex forma-
tion and the ANXA5 gene expression levels.

Methods

Samples and ethical approval

Four placental samples were obtained from women with an
uncomplicated pregnancy at the Department of Obstetrics
and Gynecology, Fujita Health University Hospital.
Informed consent was obtained from each patient and the
study protocol was approved by the Ethical Review Board
for Human Genome Studies at the Fujita Health University.
The genotypes of the SNPs at the ANXA5 promoter region
were determined by sequencing as previously described [6].
All methods were performed in accordance with the rele-
vant guidelines and regulations including a biosafety reg-
ulation in Japan, the Act on the Conservation and
Sustainable Use of Biological Diversity through Regula-
tions on the Use of Living Modified Organisms.

Circular dichroism

Circular dichroism (CD) experiments were performed using
a J-720 spectropolarimeter (JASCO). Oligonucleotides were
synthesized and diluted to 50 ng/μl with a buffer containing
100 mM potassium chloride and 10 mM Tris-HCl (pH 7.4).
Where indicated, the potassium chloride concentration was
decreased, and lithium chloride was added to adjust the salt
concentration to 100 mM. The samples were next heat-
denatured at 95 °C for 5 min and then cooled slowly for 6 h
to 25 °C. Scans were performed at 25 °C using a 1 cm
cuvette over a 200–360 nm range. CD spectra were recor-
ded from the average of five scans at 50 nm/min, with a 2 s
response time, 1 nm bandwidth, and 0.1 nm resolution. The
molar ellipticity was then plotted. The 56 oligonucleotides
used in this CD analysis are described in Fig. 1c.

Methylation analysis

Bisulfite sequencing was performed to determine the methy-
lation status of the ANXA5 promoter region. One N/N homo-
zygous and three N/M2 heterozygous samples were analyzed.
Bisulfite conversion was performed using an EpiTect Bisulfite
Kit (Qiagen, Tokyo, Japan) in accordance with the manu-
facturer’s protocol. Bisulfite-treated DNA was amplified using
an uracil stalling-free polymerase, EpiTaq HS (Takara
bio, Kusatsu, Japan) and the primers: 5′-GGTTATA-
GAGGGTAGGGAGGTTTAA-3′ and 5′-CACCCAAACTA-
TAAAACCCAAATAC-3′. The ~300 bp resulting products
were then cloned into the pT7Blue T-vector (Merck, Darm-
stadt, Germany). Colonies were subsequently selected, and the
plasmids were isolated for sequencing.

Bisulfite sequencing for detection of DNA secondary
structure

Bisulfite treatment was applied to genomic DNAs of N/M2
heterozygous samples purifying under mild conditions.
Briefly, placental tissues were powdered under liquid nitrogen
and treated with proteinase K at 37 °C. Genomic DNAs were
then column-purified using DNeasy Blood & Tissue Kit
(Qiagen, Tokyo, Japan) in accordance with the manu-
facturer’s instructions. Approximately 500 ng of DNA was
used for sodium bisulfite treatment using an Epitect Bisulfite
Kit (Qiagen) in general accordance with the manufacturer’s
protocol except that the conditions for the sodium bisulfite
reaction involved a constant temperature at 37 °C for 16 h.
The resulting converted DNAs were used as PCR templates.
Primers were designed for the regions containing few T
nucleotides to normalize the annealing efficiency between the
converted and unconverted DNAs. The 5′ end of each primer
was designed for use with the Nextera system (Illumina). The
primers are listed in Supplementary Table S1.
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PCR amplifications were carried out using EpiTaq HS
(Takara bio, Kusatsu, Japan). The reaction conditions were
94 °C for 2 min, followed by 35 cycles of 98 °C for 10 s,
55 °C for 30 s, and 72 °C for 1 min. There was a final
incubation step at 72 °C for 10min. The resulting products
were ligated into pBluescriptII (Agilent, Tokyo, Japan) and
plasmids were grown in E. coli, purified and sequenced.
These sequences were designated as the upper or lower
strand in accordance with the conversion of the nucleotides
(C>T or G>A) and as N or M2 alleles according to the
haplotype. The PCR products were also analyzed by massive
parallel sequencing using Nextera index primers (Illumina)
following a second round of PCR. After purification and
quantification, the products were applied to a Miseq

sequencer (Illumina) at a 250 bp single-end read. The
sequence data were quality filtered using FASTX-Toolkit
0.0.14 (http://hannonlab.cshl.edu/fastx_toolkit/) trimming
with a cut-off of 20 (phred score) and a minimum length of
12 and filtering with a cut-off of 20 and minimum percentage
of 80. The resulting data was further processed by filtering-
out PCR duplicates and sequences with indels. After con-
version of the fastq to fasta format, clustering analysis of the
sequences was carried out using MAFFT [22].

qRT-PCR

Quantitative real-time RT-PCR (qRT-PCR) analysis was
performed using the TaqMan System. The Superscript First-

Fig. 1 G-quadruplex structure formation at the ANXA5 promoter
region in vitro. a A square planar structure of a G-quartet (left), pos-
sible form of an intramolecular G-quadruplex structure (middle), and
possible G-quadruplex formation at a gene promoter. b Genomic
structure of the ANXA5 gene promoter region in terms of its G-
quadruplex structure. Eight runs of three or four guanines are indicated
by the boxed regions. Transcription start points (tsp) are indicated by
arrows. The nucleotide at tsp2 is numbered+ 1, and the nucleotides
within the transcript are capitalized. Polymorphisms are indicated by
arrowheads. c Conservation of the ANXA5 gene promoter region
among mammalian species. Dots indicate conserved nucleotides, and

conserved guanine runs are underlined. Dashes indicate the absence of
nucleotides. d Oligonucleotides used for CD spectra analysis. e The
propensity for G-quadruplex structure formation at the ANXA5 gene
promoter region in vitro evaluated by CD spectra. Each polymorphic
allele was analyzed. The vertical bars indicate the levels of ellipticity
estimated by CD spectra. The ellipticity was measured four times and
the curves indicate the mean data values. f Propensity for G-
quadruplex structure formation at various concentrations of potas-
sium chloride evaluated by CD spectra. The ellipticity was measured at
260 nm, and the error bars represent the S.D. (n= 3)
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strand Synthesis System for RT-PCR (Invitrogen) with
random primers was used to produce single-stranded cDNA
templates. TaqMan probes and primers for the ANXA5 gene
(Hs00134054_m1) were obtained commercially (Applied
Biosystems). A housekeeping gene, 18S RNA
(Hs99999901_s1), was used to normalize the mRNA levels
because the expression levels among the samples were
stable. All qRT-PCR reactions were performed in triplicate
in a final volume of 25 µl. The cycling conditions used were
2 min at 50 °C, 30 min at 60 °C, and 1 min at 95 °C for RT,
followed by 40 cycles of 15 s at 95 °C and 1 min at 60 °C
for PCR amplification.

Allele-specific qRT-PCR was carried out as previously
described [11]. The transcript from N allele was amplified
with the primers 5′-CAGTCTAGGTGCAGCTGCCG-3′
and 5′-GGTGAAGCAGGACCAGACTGT-3′, and that
from the M2 allele was amplified with 5′-CAGTC-
TAGGTGCAGCTGCCA-3′ and 5′-GGTGAAGCAG-
GACCAGACTGT-3′. The product levels were quantified
using SYBR Premix Ex Taq II (Takara BIO) and the 7300
real-time PCR system (Applied Biosystems). The TBP gene
was used as an internal control.

Promoter assay

Luciferase reporter constructs were kindly provided by Dr.
Arseni Markoff (University of Muenster, Germany), and the
assay was performed as previously described [3]. Briefly,
the promoter region and exon 1 encompassing SNP1 to 4
was amplified by PCR and the ~450 bp products were
cloned immediately upstream of luciferase initiation codon
in the pGL3-Basic Vector (Promega) using the MluI and
XhoI sites. Each polymorphic nucleotide change was
introduced to the vector by means of site-directed muta-
genesis. The resulting constructs were co-transfected with
pRL-TK into the HeLa cell line using Lipofectamine 2000
(Invitrogen). Luciferase activity was measured at 48 h after
transfection using a Dual-Luciferase Reporter Assay Sys-
tem (Promega).

Statistical analysis

Statistical significance was determined using the Student t-
test and one-way analysis of variance (ANOVA). P-values
of <0.05 were considered statistically significant. Data are
reported as the mean ± SD for each group.

Results

We identified eight runs of three or four guanines with 1–7
nucleotide intervals upstream of the ANXA5 gene that cor-
responded to a consensus sequence of a potential

G-quadruplex forming motif, G3+-N1–7-G3+-N1–7-G3+-N1–7-
G3+ (Fig. 1a, b) [15]. The ANXA5 gene has multiple tran-
scription start points (tsp) [23], and although transcripts
from tsp1 include 5 runs of guanines at the 5′ region, all
eight runs of guanines are located 5′ upstream of the non-
transcribed region in cases of transcription starting from
tsp2 and tsp3. The first run of guanines is unique to humans,
but all of other seven runs are highly conserved among
primates. Other mammalian species also carry at least six
runs of guanines, suggesting that this G-rich region plays an
important role in gene regulation (Fig. 1c).

To evaluate the G-quadruplex structure forming pro-
pensity of this region in vitro, we performed a CD spec-
troscopy experiment using synthesized oligonucleotides
that included the consensus sequence of the potential
G-quadruplex forming motif. Typically, parallel form
G-quadruplexes display a characteristic positive peak at
260 nm and a negative peak at 240 nm, whereas the anti-
parallel form of these structures displays a positive peak at
295 nm and a negative peak at 265 nm on the CD spectra
[24]. The oligonucleotide with the N allele sequence pro-
duced a positive peak at 260 nm and a trough at 240 nm
with a small additional positive peak at 290 nm. This indi-
cates that the N allele DNA forms a G-quadruplex structure
in vitro, adopting a mixture of parallel and anti-parallel
forms. When SNP1, SNP2, and SNP3 were separately
introduced into the N allele, no remarkable change was
observed in the CD spectra. However, when these variations
were combined to form the M2 allele, the CD spectra
showed a reduction in the positive peak at 260 nm, sug-
gesting that the potential for G-quadruplex formation had
been decreased (t-test, P < 0.01) (Fig. 1d, e). To evaluate the
propensity for G-quadruplex structure formation in vitro,
we analyzed the CD spectra for the oligonucleotides under
various potassium ion concentrations (Fig. 1e). The M2
allele showed lower positive peaks at 260 nm in 100 mM,
and especially in 20 mM, of potassium chloride (P < 0.01),
again suggesting that the potential for G-quadruplex for-
mation had been decreased.

It was of interest to us to determine how the M2 haplotype,
which appears to possess less potential for G-quadruplex
structure formation than the N haplotype, impacted on the
promoter activity of the ANXA5 gene. The restricted methy-
lation of a G-quadruplex structured DNA region was reported
previously [25]. On the assumption that ANXA5 polymorph-
isms would affect the methylation status of the gene promoter
via G-quadruplex structures, and thereby alter gene expres-
sion, we performed bisulfite sequencing to locate methylated
cytosines in this region. We found that the CpG islands of the
ANXA5 gene upstream region were hypomethylated in pla-
cental DNA. However, we did not observe any allele-specific
alteration of the ANXA5 promoter methylation status (Sup-
plementary Fig. S1).
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The question that therefore arose from our current find-
ings was the actual cause of the differential gene expression
between the M2 and N haplotype alleles. Prior experimental
findings had suggested the existence of a G-quadruplex
structure at the ANXA5 promoter in vivo, which could be
detected by an antibody specific for this structure [26]. In
addition, this G-quadruplex remained in the genomic DNA
after purification from cells [27]. We therefore next tested
these G-quadruplex structures in genomic DNA using
sodium bisulfite modification assays. In the bisulfite mod-
ification reaction, cytosines in a single-stranded DNA are
converted to uracils but not those in a double-stranded
DNA. It is expected therefore that most of the cytosines in a
double-strand helix would not change, whereas those that
form secondary structure, e.g., the dissociated strand, would
be converted (Fig. 1a). Hence, the secondary structure status
of a DNA region could be reflected by the bisulfite con-
version rate of the cytosines.

Genomic DNAs from N and M2 heterozygous placentas
were treated with sodium bisulfite under mild conditions that
would not dissociate the strands during the treatment. This
DNA was then used as a PCR template to amplify the

ANXA5 promoter region using specific primers. Sanger
sequencing of the resulting cloned PCR products demon-
strated a C-to-T conversion by the sodium bisulfite treatment
that was specific to the G-quadruplex motif region (Fig. 2a,
yellow). The results indicated that a small subset (5–10%) of
the molecules had indeed formed the single-stranded DNA
as evidenced by successive converted nucleotides that
extended across a region of around 30 bp (Fig. 2b, c).
Similar results were obtained by massive parallel sequencing
of the PCR products (Supplementary Fig. S2). The observed
clusters at the complementary strand of the G-quadruplex
motif region suggested that G-quadruplex formation occurs
in vivo since the formation of the G-quadruplex structure on
its own strand may inhibit the C-to-T conversion whilst the
single-strandedness of the complementary strand may man-
ifest a higher conversion rate. Notably, the proportion of
converted Cs was found to be higher in N allele than in the
M2 allele on the complementary strand (P= 0.00926) and
the G-quadruplex motif strand (P= 0.0373), indicating that
G-quadruplex formation in vivo might be affected by SNPs,
and might contribute to the upregulation of ANXA5 gene
expression (Fig. 2d).
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SNP1 SNP2 SNP3
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Fig. 2 Bisulfite modification analysis that could reflect the DNA sec-
ondary structure status within the ANXA5 gene promoter region. The
presented data were obtained by gentle bisulfite treatment of placental
DNA harboring various ANXA5 promoter genotypes containing dif-
ferent polymorphisms. Cytosines on each strand of the double helix
were evaluated for C-to-T bisulfite modification by cloning and
sequencing of the PCR products. a The upper panel shows the ANXA5
promoter sequence. The upstream promoter region, G-quadruplex
motif region and transcribed region are depicted in green, yellow and
white, respectively. The nucleotide at tsp2 is numbered+1, and the

transcribed nucleotides are capitalized. Polymorphisms are indicated
by arrowheads. Lower panels show the ratios of modified cytosines in
the G-quadruplex motif strand and its complementary strand. Blue
indicates N allele data and red indicates those for the M2 allele. b
Sanger sequencing results for each clone derived from the products of
N or M2 alleles of the G-quadruplex motif strand, or c the com-
plementary strand. d Histograms showing the number distribution of
modified cytosines at the G-quadruplex motif region (G-quadruplex
motif strand, n= 13; complementary strand, n= 15
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Hence, we examined the expression levels of the ANXA5
gene against the various SNP genotypes in its promoter. As
the ANXA5 gene is abundantly expressed in the human
placenta, we examined the expression effects of its promoter
SNPs in this tissue. As homozygotes for high-risk M2
alleles are rare, we compared the ANXA5 expression levels
in M2/N-heterozygous and N-homozygous placentas. The
ANXA5 transcripts were detected at significantly lower
levels in the M2/N heterozygote (Supplemental Fig. S3A).
To exclude the possible effects of various confounders, we
examined allele-specific expression in each M2/N-hetero-
zygous placenta and compared the levels of expression from
M2 and N alleles. As was expected, this was lower from the
M2 allele (Supplemental Fig. S3B, C). In addition, we
examined the effects of the SNPs to the ANXA5 gene pro-
moter activity using the luciferase reporter system. We
amplified the ~450 bp region upstream of the ANXA5 gene
incorporating SNP1 to 4, which was cloned into upstream
of the luciferase reporter vector. The M2 haplotype was
found to have lower promoter activity (Supplemental
Fig. S3D). Thus, at least one of the four SNPs within the
M2 haplotype appears to affect ANXA5 promoter activity
leading to its low levels of expression in placental tissues.
These results suggest that the M2 haplotype is associated
with obstetric complications that arise via altered expression
of the ANXA5 gene, and the expression of the gene might be
regulated via G-quadruplex formation in vivo.

Discussion

In our current study, we show from both in silico and
in vitro experiments that the ANXA5 promoter has the
potential for G-quadruplex formation. CD analyses further
indicated that the G-rich region of this promoter forms a
mixture of parallel and anti-parallel G-quadruplexes
in vitro. On the other hand, G-quadruplex formation at this
gene promoter in vivo is still somewhat controversial. The
formation of these structures requires a long single-stranded
DNA at the G-rich region, but this is unlikely to occur
upstream of a transcription start point (tsp). However, it is
possible that G-quadruplex formation upstream of a tsp
might be facilitated by the negative supercoiling induced by
transcription [28]. Our current data demonstrated that
clustering of the bisulfite modification on the com-
plementary strand of the G-quadruplex motif region, and
differences were observed between the N and M2 allele,
suggesting that G-quadruplex structures form in vivo at the
ANXA5 promoter and impact its transcription regulation.

The question arises as to the underlying mechanism that
drives transcriptional activation when the ANXA5 upstream
region forms a G-quadruplex. Several lines of evidence
have suggested that G-quadruplex formation in transcribed

RNA molecules likely contributes to gene regulation at the
translational level [29, 30]. It has emerged also that RNA
polymerase pausing may contribute to transcription down-
regulation of ANXA5 [31]. These could not apply to the G-
quadruplex at the ANXA5 untranscribed promoter region.
Another intriguing hypothesis is that methylation restriction
in regions with the potential for G-quadruplex formation
affects gene expression [25]. However, we did not observe
any methylation differences between the N and M2 alleles
in our present analysis. On the other hand, the placenta is a
hypomethylated organ, suggesting that G-quadruplex for-
mation might be facilitated in the context of a hypo-
methylation phenomenon. To shed further light on the
relationship between G-quadruplex formation and placental
environment, additional analyses will be necessary such as
an evaluation of G-quadruplex formation at the ANXA5
promoter in blood cells. These investigations will provide
new insights into the connection between pregnancy suc-
cess and maternal or placental ANXA5 haplotypes.

A relatively recent genome-wide surveillance of G-
quadruplex structures unveiled high G-quadruplex density
in functional regions such as 5′ untranslated regions and
splicing sites [32]. Enrichment of the promoter regions of
highly transcribed genes was observed in another study
using an antibody-based G-quadruplex chromatin immu-
noprecipitation technique [33]. G-quadruplex helicases,
XPB and XPD, are enriched near the transcription start site,
especially highly transcribed genes [34]. These observations
raise the possibility of a regulatory role of G-quadruplex
formation on transcriptional regulation. In addition, small
molecules or oligonucleotides that target possible G-
quadruplex motifs in the promoters of genes responsible
for embryonic development have been shown to decrease
their expressions in zebrafish [35]. This suggests a role for
G-quadruplex formation in the regulation of the gene
expression at specific developmental stages.

It is possible that polymorphisms affect the affinity of
transcriptional regulatory proteins for a G-quadruplex and
thereby lead to the change in transcriptional efficiency [36].
On the other hand, this G-rich region of the ANXA5 gene
includes consensus motifs for transcription factors such as
MTF-1, HNF-3, and Sp1 [3], and polymorphisms in the
ANXA5 gene region may possibly alter the binding affinity
for these molecules. Recently, a differential impact of the
SNPs on ANXA5 promoter activity was shown using a
luciferase promoter assay and electrophoretic mobility shift
assay (EMSA) [8]. These findings indicate an effect on gene
regulation through the combination of the SNPs, irrespec-
tive of whether it is through an alteration of the primary
sequence or secondary structure. Theoretically, a conven-
tional method such as EMSA using short DNA duplexes
does not necessarily reflect the G-quadruplex formation in
long double-strand DNAs. Other genome-wide profiling
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such as ChIP-seq technology described above can be used
to quantify the propensity for the G-quadruplex formation
of each ANXA5 allele in vivo.

The M2 haplotype is common to mammals other than
humans, indicating an ancestral lineage. In this regard, the
genomic data of Denisova hominin was recently made
available on the UCSC genome browser (http://genome.
ucsc.edu/). The haplotype of the sequenced Denisovan was
shown to be the same as the M1 allele, which is another
haplotype of the ANXA5 promoter in the modern human
population that shares SNP2 and SNP3 with the M2 allele.
The promoter activity of M1 is weaker than that of the N
allele but stronger than the M2 allele [3]. An evolutionary
advantage of the N allele over the ancestral M2 or M1
alleles could explain majority of the N allele in the modern
humans, which express more anticoagulation factor on
placental villi, reducing the risk of pre-eclampsia or other
obstetric complications. Investigation of the relationship
between the evolution of the human phenotype and that
from the M2 to N haplotype may provide new insights into
the functional propensities of these polymorphisms.

Many common human diseases are believed to be
polygenic disorders associated with several genetic and
environmental factors [1]. However, most of the disease-
susceptible SNPs that have been identified to date confer
relatively small increments only in disease risk. Mechan-
isms by which these SNPs affect gene expression and
confer a higher risk of disease thus remains somewhat of an
enigma. Our current findings however highlight the con-
tribution of the DNA secondary structure to the fine tuning
of the gene expression regulation. A more thorough analysis
of G-quadruplexes combined with genome-wide association
analyses would likely reinforce the hypothesis that the DNA
secondary structure has a fine tuning role in controlling
gene expression and thereby has an effect on the suscept-
ibility to common diseases.
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Multiplex PCR in noninvasive prenatal diagnosis for FGFR3-related
disorders
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ABSTRACT Thanatophoric dysplasia and achondroplasia
are allelic disorders caused by a constitutively active mutation in
the FGFR3 gene. Because thanatophoric dysplasia is a lethal dis-
order and achondroplasia is non-lethal, they need to be distin-
guished after ultrasound identification of fetal growth
retardation with short limbs. Accordingly, we have developed a
noninvasive prenatal test using cell-free fetal DNA in the mater-
nal circulation to distinguish thanatophoric dysplasia and achon-
droplasia. A multiplex PCR system encompassing five mutation
hotspots in the FGFR3 gene allowed us to efficiently identify the
responsible mutation in cell-free DNA in all examined pregnan-
cies with a suspected thanatophoric dysplasia or achondroplasia
fetus. This system will be helpful in the differential diagnosis of
thanatophoric dysplasia and achondroplasia in early gestation
and in couples concerned about the recurrence of thanatophoric
dysplasia due to germinal mosaicism.

Key Words: achondroplasia, FGFR3, noninvasive prenatal test-
ing, thanatophoric dysplasia

INTRODUCTION

Thanatophoric dysplasia (TD) is the most common skeletal dys-
plasia, affecting 1 in 20,000 births (Karczeski and Cutting 2004).
TD is classified into two types: TD type 1 (TD1) involves short-
limb dwarfism with bowed femurs, and TD type 2 (TD2) has sim-
ilar symptoms with straight femurs and a prominent skull defor-
mity called cloverleaf skull. Most affected infants die of
respiratory failure shortly after birth. Both types of TD are caused
by a constitutively active mutation in the FGFR3 gene. Whereas
p.Arg248Cys, p.Ser249Cys, p.Gly370Cys, p.Ser371Cys, p.
Tyr373Cys, p.Lys650Met, p.stop807Gly, p.stop807Arg, p.
stop807Cys, p.stop807Trp, and p.stop807Leu mutations are found
in TD1, p.Lys650Glu is consistently found in TD2.

Achondroplasia (ACH) is another disorder of disproportionate
small stature that shows a similar live-birth frequency to TD
(Pauli 1998). Intelligence and life span are usually normal.
Because TD is a lethal disorder and ACH is non-lethal, they need
to be distinguished after ultrasound identification of fetal growth
retardation with short limbs. Although TD and ACH are both

allelic disorders caused by the same FGFR3 gene, we can clearly
distinguish them through the causative mutation.

Noninvasive prenatal testing (NIPT) was made possible by the
identification of fetal cell-free DNA (cfDNA) in the maternal cir-
culation (Lo and Chiu 2007). To detect fetal trisomy in maternal
peripheral blood, older strategies required the distinction of fetal
DNA from maternal DNA, which was the main hurdle. However,
the development of next-generation sequencing (NGS) enabled us
to perform massive parallel sequencing of cfDNA to detect subtle
differences in sequence reads between trisomy and normal preg-
nancy without distinguishing fetal DNA from maternal DNA
(Chiu et al. 2008; Fan et al. 2008). NGS technology also allowed
us to use a SNP-based approach to examine the copy number of
fetal chromosomes (Kitzman et al. 2012). Nowadays, NIPT for
fetal trisomy detection has become a standard screening method
in pregnancy of aged women and even in low-risk pregnancy
(Bianchi et al. 2014; Norton et al. 2015).

Genetic material absent from the maternal genome has long been
a target for NIPT. Fetal sex determination by identification of the
fetal Y chromosome in the maternal circulation is considered
straightforward because women do not have the Y chromosome
(Lo et al. 1989). Screening for Rhesus D-positive fetus in Rhesus
D-negative pregnant women is vital and is not difficult because
most mutations involve homozygous deletion of the Rhesus D
locus (Lo 2001). Similarly, detection of de novo mutations for rare
Mendelian diseases might be feasible by means of deep sequencing
of cfDNA using NGS. In the present study, we attempted to detect
de novo FGFR3 gene mutations responsible for TD or ACH in
cfDNA in pregnancies with fetal growth retardation with short
limbs in order to set up NIPT for TD or ACH in next pregnancy.

MATERIALS AND METHODS

Samples
All clinical samples were collected at the Department of Obstet-
rics and Gynecology, Fujita Health University Hospital, Japan.
Seven cases were enrolled in this study: three with TD, two with
ACH, one with osteogenesis imperfecta type 1, and one with non-
specific fetal growth retardation (Table 1). All cases were found
by ultrasound examination at consultation in 17–35 weeks of ges-
tation and clinically diagnosed by 3D computed tomography.
Maternal blood samples were collected from pregnant women at
18–37 weeks of gestation. Paternal saliva samples were also
obtained. Cord blood samples were obtained after delivery to
identify the mutation in the newborn. Informed consent was
obtained from each participant. This study was approved by the
Ethical Review Board for Clinical Studies at Fujita Health
University.
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Isolation of cell-free DNA
Maternal plasma was collected by standard methods. Three millili-
ters of the plasma was used for isolation of cfDNA using a
QIAamp Circulating Nucleic Acid kit (Qiagen, Frankfurt, Ger-
many) according to the manufacturer’s protocol. The cfDNA was
eluted by 20 μL of elution buffer.

Screening of mutations
We performed Sanger sequencing of the mutation hotspots in the
FGFR3 gene (Fig. 1). The PCR primers used in this study are
listed in Table 2. These PCRs cover all of the mutation hotspots
observed in TD/ACH/HCH except for two rare HCH mutations

(p.Tyr278Cys and p.Gly342Cys). For case FHU16–325, mutation
of the COL1A1 gene was screened using a TruSight One Sequenc-
ing Panel on the MiSeq platform according to the manufacturer’s
instructions (Illumina, San Diego, CA, USA).

Multiplex PCR and NGS
To establish an efficient method, we performed multiplex PCR for
five regions that were reported to be hotspots for mutations in the
FGFR3 gene (Fig. 1). The PCR reactions were performed in mul-
tiplex under the following conditions: initial denaturation of 95�C
for 15 min followed by 35 cycles of 94�C for 30 s, 60�C for

Table 1 Characteristics of the study subjects and clinical findings

Sample ID
Maternal

age Sonographic findings 3D-CT findings Clinical diagnosis

Gestational
weeks of blood

sampling Mutations detected

FHU15-005 27 (26 + 6 weeks) (24 + 6 weeks) Thanatophoric
dysplasia susp.

30 + 3 weeks FGFR3 exon9
BPD80.7 mm (+3.9SD) Short limb and

bowed femurs
c.1118A>G
(p.Tyr373Cys)

FL20.2 (−9.2SD) Epiphysis cupping
HL14.8 mm (−11.8SD) Spinal hypoplasia
EFW852g (−1.5SD) Narrow chest

FHU16-249 37 (24 + 3 weeks) (30 + 0 weeks) Thanatophoric
dysplasia susp.

26 + 3 weeks FGFR3 exon7
BPD70.9 mm (+3.5SD) Short limb and

bowed femurs
c.742C>T

(p.Arg248Cys)
FL17.7 mm (−8.1SD) Narrow chest
HL19.2 mm (−8.3SD) Spinal hypoplasia
EFW601g (−1.0SD) Epiphysis cupping

FHU16-306 28 (18 + 3 weeks) Not done Thanatophoric
dysplasia susp.

18 + 3 weeks FGFR3 exon9
BPD45.3 mm (+1.5SD) c.1118A>G

(p.Tyr373Cys)FL15.7 mm (−3.9SD)
HL13.3 mm (−5.4SD)
EFW172g (−1.2SD)

FHU15-276 22 (35 + 1 weeks) (37 + 4 weeks) Achondroplasia
susp.

37 + 0 weeks FGFR3 exon9
BPDnormal Short limb c.1138G>A or C

(p.Gly380Arg)FL49.9 mm (−4.1SD) Epiphysis cupping
HL42.9 mm (−4.9SD) Spinal hypoplasia
EFW1933g (−1.6SD)

FHU17-081 31 (35 + 5 weeks) (35 + 5 weeks) Achondroplasia
susp.

35 + 5 weeks FGFR3 exon9
BPD90.2 mm (+1.0SD) Short limb c.1138G>A or C,

p.Gly380ArgFL48.4 mm (−4.7SD) Epiphysis cupping
HL47.2 mm (−3.6SD) Angular ossification

of femoral trochanter
EFW1888g (−2.0SD) Short and square ilium

FHU16-325 32 (25 + 5 weeks) (30 + 5 weeks) Achondroplasia or
Osteogenesis
imperfecta susp.

29 + 5 weeks COL1A1 exon32
BPD66.2 mm (+0.8SD) Short limb and

bowed femurs
c.2155G>A
(p.Gly719Ser)

FL33.2 mm (−3.7SD) Cranium expanding
HL32.7 mm (−3.7SD) Epiphysis cupping
EFW682g (−1.4SD) Short ilium

FHU16-353 40 (17 + 0 weeks) (31 + 0 weeks) Achondroplasia
susp.

29 + 0 weeks No mutant allele
detectedBPD32.8 mm (−1.3SD) Short limb and

bowed femurs
FL14.2 (−3.2SD) Epiphysis cupping

HL15.0 mm (−3.0SD) Square ilium
Forehead bulging

© 2018 Japanese Teratology Society

Multiplex PCR in NIPT for FGFR3 gene 5



TD1 

c.

rs121913482 
742C>T

c.746C>G

(p.Arg248Cys) 

rs121913483

TD1 

(p.Ser249Cys) 

c.

rs121913479 
1108G>T

c.1111A>T

(p.Gly370Cys) 

rs121913484 

c.

(p.Ser371Cys) 

rs121913485
1118A>G

(p.Tyr373Cys) 

ACH 
rs28931614

c.1138G>A or C

c.

(p.Gly380Arg) 

rs75790268
1129G>T

c.1142T>A

(p.Gly377Cys)

HCH
rs587778776 

TD1 

(p.Val383Glu) 

c.

rs121913105 
1949A>T

(p.Lys650Met)

TD2 
rs78311289
c.1948A>G

HCH

(p.Lys650Glu) 

rs28928868
c.

c.1949A>C

1950G>C or T

(p.Lys652Asn)

rs121913105

c.

(p.Lys652Thr) 

rs78311289
1948A>C

HCH

(p.Lys652Gln) 

c.

rs77722678 
1620C>A or G

c.

(p.Asn540Lys) 

rs77722678
1619A>G

c.1612A>G

(p.Asn540Ser) 

rs80053154 

(p.Ile538Val) 

ACH/HCH
rs28933068

c.1620C>A or G

(p.Asn542Lys) 

TD1 
rs121913101
c.2419T>G

c.2419T>C or A

(p.stop807Gly) 

rs121913101 

c.

(p.stop807Arg) 

rs121913103 
2421A>T or C

c.2421A>G

(p.stop807Cys) 

rs121913103 

c.2420G>T

(p.stop807Trp) 

rs397515514 

(p.stop807Leu) 

PCR1 PCR2 PCR3 PCR4 PCR5 

FGFR3 gene: NM_000142.4 

Fig. 1 Location of the mutation hotspots for TD and ACH in the FGFR3 gene. Five PCR primer sets were designed to cover all of these regions.

Table 2 PCR primers used for genomic sequencing

Positions Target mutations
Size
(bp) Forward primer Backward primer

PCR1 chr4: 1803540–1803598 R248C, S249C (TD1) 59 TGAGCGTCATC
TGCCCCCACA

AGCCCCGCCTGCAGGATGG

PCR2 chr4: 1806068–1806147 G370C, S371C,
Y373C (TD1)

80 CTGGTGGAGG
CTGACGAGG

ACCAGGATGAAC
AGGAAGAAGCC

G380R, G377C (ACH)
V383G (HCH)

PCR3 chr4: 1807329–1807408 N540K, N540S,
I538V (HCH)

80 GGAGATGATGAA
GATGATCGGGA

TACCGCACCTACCGCCCTGC

N542L(ACH/HCH)
PCR4 chr4: 1807859–1807912 K650M (TD1) 54 CGGGACGTGCAC

AACCTCGACTAC
GGCCGGGCTCACGTTGGTC

K650E (TD2)
L652N, L652T,
L652Z (HCH)

PCR5 chr4: 1808931–1809010 X807G, X807R, X807C,
L652T, L652Z (TD1)

80 TGTTTGCCCAC
GACCTGCTG

TTGTTGGGGACCAGTGGCC

ACH, achondroplasia; HCH, hypochondroplasia; TD1, thanatophoric dysplasia type I; TD2: thanatophoric dysplasia type II.
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90 s, and 72�C for 30 s. Successful amplification of the five PCR
products was confirmed by agarose gel electrophoresis. Pooled
DNA libraries were prepared using a Nextera XT DNA Sample
Preparation Kit according to the manufacturer’s protocol
(Illumina). Single ends were sequenced for 100 bp using a MiSeq
Reagent Kit v2 (Illumina). Sequence reads were mapped to a
human reference sequence (RefSeq: NM_030916.2). Approxi-
mately 50,000 reads from cfDNA and 5000 reads for parental
samples were obtained and analyzed for genotyping.

RESULTS

We first established the system for the detection of fetal de novo
mutations in cfDNA using one case with TD1 (FHU15-005). The
heterozygous c.1118A>G (p.Tyr373Cys) mutation in the FGFR3
gene was determined by cord blood DNA after delivery. We did
not detect this mutation in parental samples. Although standard
Sanger sequencing did not detect the c.1118A>G mutation in
cfDNA from maternal plasma obtained at 30 weeks of gestation,
deep sequencing by means of NGS allowed us to successfully do
so (Fig. 2). While the mutation rate in the cord blood was 44.7%,
the mutation rate in the cfDNA was 4.2%, suggesting that the fetal
fraction of cfDNA was 8.4%. We did not detect any mutations in
cfDNA from normal pregnancies (data not shown).

To establish a diagnostic protocol, we developed a multiplex
PCR system encompassing all of the mutation hotspots for
TD1/TD2 and ACH in the FGFR3 gene. The combined PCR
products were subjected to deep sequencing using a next-
generation sequencer. We applied this technique to another six
cases showing fetal growth retardation with short limbs by ultra-
sound examination. Four cases showed a small amount of muta-
tion in the FGFR3 gene (Fig. 3). Two cases, FHU16-249 and
FHU16-306, showed mutations in the FGFR3 gene that were
characteristic for TD1. In FHU16–249, a c.742C>T (p.

Arg248Cys) mutation was identified within PCR1 and
c.1118A>G (p.Tyr373Cys) mutation was identified within PCR2
of FHU16-306, both of which were designed to cover the hotspots
for TD1 mutations. Neither parent had these mutations. These
were clinically typical TD cases by ultrasound examination.
Another two cases, FHU15-276 and FHU17-081, also showed
mutations in the FGFR3 gene but these were characteristic of
ACH. A c.1138G>A mutation was identified in FHU15-276 and
c.1138 G>C mutation was identified in FHU17-081. Both cases
showed the same p.Gly380Arg missense mutation in the PCR2
protocol, which was designed to cover codon 380, a hotspot for
ACH mutations. Neither parent had these mutations in either case.
These cases were clinically typical of ACH in the ultrasound
examination.

The remaining two cases did not show any mutations following
deep sequencing of the FGFR3 mutation hotspots (Fig. 3). Because
the FHU16-325 case showed a clinical phenotype similar to that of
osteogenesis imperfecta type 1, the genomic DNA from the cord
blood of this subject was screened for a mutation in the COL1A1
gene. We identified a c.2155G>A (p.Gly719Ser) substitution in the
COL1A1 gene which has been reported as an osteogenesis imper-
fecta type 1-responsible mutation (Steiner et al. 2005). A parental
study revealed that this mutation was of de novo origin. We
designed a PCR protocol to amplify this mutation and performed
deep sequencing of resulting amplicon from cfDNA (Fig. 4). Simi-
lar to the FGFR3 gene, we successfully identified the COL1A1
mutation in the cfDNA. Because the FHU16-353 case was a pro-
portional small-for-gestational-week baby, we did not perform fur-
ther mutational studies on this subject.

DISCUSSION

We performed NIPT using cfDNA to enable an accurate diagnosis
in pregnancies with a possible fetal bone disease. In the case of
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Fig. 2 Analysis of the deep sequence of the
product of PCR2 from FHU15-005.
A heterozygous c.1118A>G (p.
Tyr373Cys) mutation was identified
in the cord blood, whereas an
identical mutation was found in a
small fraction of cfDNA. Sanger
sequencing results are also displayed
below. Arrows indicate the location
of the mutation. (a) cord blood.
(b) cfDNA. (c) paternal DNA.
(d) maternal DNA.
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Fig. 3 Results of six samples from pregnant women showing fetal growth retardation with short limbs. Five products were obtained by multiplex PCR
using cfDNA as a template. Deep sequencing was performed by NGS. Asterisks indicate the identified mutations.
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fetal growth retardation with short limbs detected by ultrasound,
several possible disorders need to be differentially diagnosed. TS
and ACH are the most common of these. Previously, Chitty
et al. (2013) reported that the combination of ultrasound and NIPT
by restriction analysis of the PCR products of mutation hotspots
in the FGFR3 gene could accurately diagnose TD. For the differ-
ential diagnosis of TD and ACH, the same authors reported a
panel of multiple PCRs using cfDNA as a template followed by
deep sequencing with NGS (Chitty et al. 2015). In our present
study, we performed multiplex PCR for these mutational hotspots
in the FGFR3 gene using cfDNA. We found two TD mutations in
cases of clinically suspected TD pregnancy, whereas two ACH
mutations were identified in clinically suspected ACH pregnancy.
Our multiplex PCR approach thus appears useful for the accurate
differential diagnosis of TD and ACH.

TD is a de novo dominant disorder, and most ACH cases arise
as de novo mutations that mostly originate from the paternal
germline. This is because de novo mutations generally arise as an
error in DNA replication, and the number of cell divisions and
DNA replications is much higher in male germ cells than in
female. Similarly, the proportion of mutant sperm in the testis
increases in an age-dependent manner (Crow 2000). Furthermore,
FGFR2 mutations in Crouzon disease or FGFR3 mutations of TD
or ACH are constitutively active and have a dominant effect on
the cell growth rates of spermatogonia, leading to clonal expan-
sion of the mutant ahead of the surrounding normal cells
(Tiemann-Boege et al. 2002; Goriely et al. 2003). This means that
when a mutation occurs in the FGFR3 gene, it often leads to ger-
minal mosaicism. In the general case of de novo mutations, the
recurrence risk for the sibling is not high and similar to that of the
background level. However, there may be a small increase in
recurrence risk for siblings via germinal mosaicism in TD or
ACH. In fact, several reports have described affected siblings of
TD or ACH (Mettler and Fraser 2000; Osoba et al. 2000).

Hence, some of the parents of patients with TD or ACH might
worry about the recurrence of the same disorder in the next preg-
nancy. Chorionic villus sampling or amniocentesis might be a
possible option in such cases, but these approaches are invasive
and occasionally lead to fatal complications such as miscarriage
or stillbirth. This strategy is unjustifiable if the risk of the compli-
cation is higher than that of recurrence by germinal mosaicism. In
such a situation, NIPT is a good option to avoid complications
and our current strategy would be useful for NIPT in pregnant
couples who had a previous pregnancy with TD or ACH.

The limitation of our present strategy is the possibility for false-
negative results due to a low fetal fraction of cfDNA. To estimate
the fetal fraction, the detection of the Y chromosome in pregnancy
with a male fetus is feasible. Differences between the paternal and
maternal genotype in a single nucleotide polymorphism might also
be useful for estimating the fetal fraction concentration
(Lo et al. 2010). The level of the paternal allele in the cfDNA
sample might reflect the fetal fraction concentration. Addition of
the PCR products including such polymorphisms to the DNA
library followed by deep sequencing could ensure the detection of
de novo mutation by detecting the paternal allele. A combination
of our PCR method with these techniques to estimate the fetal
fraction could help to determine the presence or absence of TD or
ACH mutations in cfDNA and thereby assist couples with a previ-
ous TD or ACH pregnancy. To exclude the possibility for false-
positive caused by the maternal low-level somatic mosaicism, we
always examine parental samples as a negative control (Fig. 2c,d).
Maternal DNA sample is obtained by the buffy coat DNA that do
not contain fetal DNA. Further, since most of the de novo FGFR3

mutations arise during paternal spermatogenesis, the possibility of
the somatic mosaicism in maternal blood is considerably low.
However, in case that the mutation is positive in cfDNA, confir-
mative test with invasive sampling would be required.

ACKNOWLEDGMENTS

This study was supported by the Ogyaa Donation Foundation
from the Japan Association of Obstetricians and Gynecologists,
and by grants-in-aid for Scientific Research from the Ministry of
Education, Culture, Sports, Science, and Technology, Japan
(16K11117, 15H04710) and from the Ministry of Health, Labour
and Welfare, Japan (H27-nanchitou (nan)-ippan-024).

DISCLOSURES

Authors have nothing to disclose and no conflict of interest.

REFERENCES
Bianchi DW, Parker RL, Wentworth J et al. 2014. DNA sequencing versus
standard prenatal aneuploidy screening. N Engl J Med 370(9):799–808.

Chitty LS, Khalil A, Barrett AN, Pajkrt E, Griffin DR, Cole TJ. 2013.
Safe, accurate, prenatal diagnosis of thanatophoric dysplasia using ultra-
sound and free fetal DNA. Prenat Diagn 33(5):416–423.

Chitty LS, Mason S, Barrett AN et al. 2015. Non-invasive prenatal diagno-
sis of achondroplasia and thanatophoric dysplasia: next-generation
sequencing allows for a safer, more accurate, and comprehensive
approach. Prenat Diagn 35(7):656–662.

Chiu RW, Chan KC, Gao Y et al. 2008. Noninvasive prenatal diagnosis of
fetal chromosomal aneuploidy by massively parallel genomic sequenc-
ing of DNA in maternal plasma. Proc Natl Acad Sci USA
105(51):20458–20463.

Crow JF. 2000. The origins, patterns and implications of human spontane-
ous mutation. Nat Rev Genet 1(1):40–47.

Fan HC, Blumenfeld YJ, Chitkara U, Hudgins L, Quake SR. 2008. Nonin-
vasive diagnosis of fetal aneuploidy by shotgun sequencing DNA from
maternal blood. Proc Natl Acad Sci USA 105(42):16266–16271.

Goriely A, McVean GA, Röjmyr M, Ingemarsson B, Wilkie AO. 2003.
Evidence for selective advantage of pathogenic FGFR2 mutations in the
male germ line. Science 301(5633):643–646.

Karczeski B, Cutting GR. 2004. Thanatophoric dysplasia. In: Pagon RA,
Adam MP, Ardinger HH, Wallace SE, Amemiya A, Bean LJH,
Bird TD, Ledbetter N, Mefford HC, Smith RJH, Stephens K Gen-
eReviews® [Internet]. Seattle: University of Washington.

Kitzman JO, Snyder MW, Ventura M et al. 2012. Noninvasive whole-
genome sequencing of a human fetus. Sci Transl Med 4(137):137ra76.

Lo YM. 2001. Fetal DNA in maternal plasma: application to non-invasive
blood group genotyping of the fetus. Transfus Clin Biol 8(3):306–310.

Lo YM, Chiu RW. 2007. Prenatal diagnosis: progress through plasma
nucleic acids. Nat Rev Genet 8(1):71–77.

Lo YM, Patel P, Wainscoat JS, Sampietro M, Gillmer MD, Fleming KA.
1989. Prenatal sex determination by DNA amplification from maternal
peripheral blood. Lancet 2(8676):1363–1365.

Lo YM, Chan KC, Sun H et al. 2010. Maternal plasma DNA sequencing
reveals the genome-wide genetic and mutational profile of the fetus. Sci
Transl Med 2(61):61ra91.

Mettler G, Fraser FC. 2000. Recurrence risk for sibs of children with "spo-
radic" achondroplasia. Am J Med Genet 90(3):250–151.

Norton ME, Jacobsson B, Swamy GK et al. 2015. Cell-free DNA analysis
for noninvasive examination of trisomy. N Engl J Med
372(17):1589–1597.

© 2018 Japanese Teratology Society

Multiplex PCR in NIPT for FGFR3 gene 9



Osoba O, Aziz NL, Krishnamoorthy U. 2000. Review of the diagnosis and
transmission of thanatophoric dysplasia and report of a familial case
with three affected siblings. J Obstet Gynaecol 20(5):540–541.

Pauli RM. 1998. Achondroplasia. In: Pagon RA, Adam MP, Ardinger HH,
Wallace SE, Amemiya A, LJH B, Bird TD, Ledbetter N, Mefford HC,
RJH S, Stephens K, editors. GeneReviews® [Internet]. Seattle: Univer-
sity of Washington.

Steiner RD, Adsit J, Basel D. 2005. COL1A1/2-related osteogenesis imper-
fecta. In: Pagon RA, Adam MP, Ardinger HH, Wallace SE, Amemiya A,
LJH B, Bird TD, Ledbetter N, Mefford HC, RJH S, Stephens K, editors.
GeneReviews® [Internet]. Seattle: University of Washington.

Tiemann-Boege I, Navidi W, Grewal R et al. 2002. The observed human
sperm mutation frequency cannot explain the achondroplasia paternal
age effect. Proc Natl Acad Sci USA 99(23):14952–14957.

© 2018 Japanese Teratology Society

10 S. Terasawa et al.



Contents lists available at ScienceDirect

Molecular Genetics and Metabolism Reports

journal homepage: www.elsevier.com/locate/ymgmr

Clinical and genetic aspects of mild hypophosphatasia in Japanese patients

Katsuyuki Yokoia,b, Yoko Nakajimaa,⁎, Yasuko Shinkaib, Yoshimi Sanoc, Mototaka Imamurac,
Tomoyuki Akiyamad, Tetsushi Yoshikawaa, Tetsuya Itoa, Hiroki Kurahashib

a Department of Pediatrics, Fujita Health University School of Medicine, Toyoake 470-1192, Japan
bDivision of Molecular Genetics, Institute for Comprehensive Medical Science, Fujita Health University, Toyoake 470-1192, Japan
c Department of Plastic Surgery, Division of Pediatric Dentistry & Orthodontics, Fujita Health University of Medicine, Toyoake 470-1192, Japan
dDepartment of Child Neurology, Okayama University Hospital, Okayama 700-8558, Japan

A R T I C L E I N F O

Keywords:
Hypophosphatasia
ALPL
Premature loss of deciduous teeth
Dominant-negative mutations

A B S T R A C T

Background: Hypophosphatasia (HPP) is a rare inborn error of metabolism that results from a dysfunctional
tissue non-specific alkaline phosphatase enzyme (TNSALP). Although genotype-phenotype correlations have
been described in HPP patients, only sparse information is currently available on the genetics of mild type HPP.
Methods: We investigated 5 Japanese patients from 3 families with mild HPP (patients 1 and 2 are siblings;
patient 4 is a daughter of patient 5) who were referred to Fujita Health University due to the premature loss of
deciduous teeth. Physical and dental examinations, and blood, urine and bone density tests were conducted.
Genetic analysis of the ALPL gene was performed in all patients with their informed consent.
Results: After a detailed interview and examination, we found characteristic symptoms of HPP in some of the
study cases. Mobile teeth or the loss of permanent teeth were observed in 2 patients, and 3 out of 5 patients had a
history of asthma. The serum ALP levels of all patients were 30% below the lower limit of the age equivalent
normal range. ALPL gene analysis revealed compound heterozygous mutations, including Ile395Val and
Leu520Argfs in family 1, Val95Met and Gly491Arg in family 2, and a dominant missense mutation (Gly456Arg)
in family 3. The 3D-modeling of human TNSALP revealed three mutations (Val95Met, Ile395Val and Gly456Arg)
at the homodimer interface. Severe collisions between the side chains were predicted for the Gly456Arg variant.
Discussion: One of the characteristic findings of this present study was a high prevalence of coexisting asthma
and a high level serum IgE level. These characteristics may account for the fragility of tracheal tissues and a
predisposition to asthma in patients with mild HPP. The genotypes of the five mild HPP patients in our present
study series included 1) compound heterozygous for severe and hypomorphic mutations, and 2) dominant-
negative mutations. All of these mutations were at the homodimer interface, but only the dominant-negative
mutation was predicted to cause a severe collision effect between the side chains. This may account for varying
mechanisms leading to different effects on TNSALP function.

1. Objective

Hypophosphatasia (HPP) is an inherited disorder characterized by
defective bone and tooth mineralization, and a deficiency in tissue-non-
specific alkaline phosphatase isoenzyme (TNSALP) activity [1]. The
incidence of this disorder is not accurately known, but the birth pre-
valence of the most severe forms of HPP, i.e. perinatal and infantile, is
estimated at 1:100,000 [2]. An estimate of 1:6370 has been suggested
previously for less severe forms of HPP using molecular data [3].

TNSALP is a phosphomonoesterase of 507 residues that is anchored
at its carboxyl terminus to the plasma membrane by a

phosphatidylinositol-glycan moiety. This enzyme is physiologically
active in its dimeric form and cleaves the extracellular substrates pyr-
idoxal-5′-phosphate (PLP), phosphoethanolamine (PEA) and inorganic
pyrophosphates (PPi) [1]. Low TNSALP activity has impacts on multiple
systems, including the respiratory, central nervous, renal, muscu-
loskeletal, and immune systems, and on dental structures [4].

HPP is caused by mutations in the liver/bone/kidney alkaline
phosphatase (ALPL) gene encoding TNSALP [5,6]. To date, 390 muta-
tions have been identified in ALPL that show an association with HPP.
(http://www.sesep.uvsq.fr/03_hypo_mutations.php). HPP symptoms
are highly variable in terms of their clinical expression, and six clinical
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forms are currently recognized. These are based on the age at diagnosis
and the severity of disease features including lethal perinatal, benign
perinatal, infantile, childhood, adult, and odontohypophosphatasia
(odonto-HPP) [6]. Enzyme replacement therapy (ERT) has recently
been reported to be efficient and improve patient outcomes even in
cases of life-threatening forms of HPP [7]. Although some genotype/
phenotype correlations have been described for a portion of the ALPL
mutations, the mechanisms underlying HPP remain incompletely un-
derstood, particularly in the mild forms of this disorder.

In our present study, we analyzed the clinical and genetic aspects of
a small series of Japanese patients with mild HPP.

2. Material and methods

2.1. Informed consent and ethical approval

Informed consent was obtained from each patient and/or their fa-
mily. The study protocol was approved by the Ethical Review Board for
Human Genome Studies at Fujita Health University.

2.2. Clinical survey of mild HPP patients

In our present study, mild HPP refers to childhood and adult HPP,
odontohypophosphatasia, and perinatal benign HPP. Severe HPP de-
notes the perinatal and infantile forms. We reviewed the medical charts
of 5 patients from 3 families who presented with mild HPP and had
sufficient follow-up data. Patients 1 and 2 are siblings, and patient 4 is
the daughter of patient 5. All of these cases had been referred to Fujita
Health University Hospital for a detailed medical examination due to
the premature loss of deciduous teeth. Our review of these cases in-
cluded all available data from the physical examinations and medical
care provided at the Fujita Health University Hospital.

All patients had a diagnosis of HPP clinically, biochemically, and
genetically. The diagnosis of HPP required that all of the following
criteria be met at the first admission: 1) a medical history or physical
examination consistent with one or more dento-osseous complication(s)
of HPP; 2) no evidence of any other condition that could cause the early
loss of primary teeth; and 3) a serum ALP activity level below the age-
matched reference ranges [8]. Physical and dental histories were re-
corded through a diagnostic interview process. Dental examinations
were carried out at Department of Plastic Surgery, Division of Pediatric
Dentistry & Orthodontics, Fujita Health University of Medicine. Clinical
signs and symptoms were evaluated based upon a physical and oral
examination, and the available medical or dental records. Biochemical
and radiographic tests were performed at diagnosis. The serum ALP,
PLP, Ca, phosphorus, parathyroid hormone (PTH), total serum IgE and
1,25-OH vitamin D levels, and the urine PEA levels on a spot urine test,
were evaluated in all patients. The reference values for serum ALP,
serum PLP/PL and urine PEA were obtained from Tanaka et al. [9],
Akiyama et al. [10] and SRL Inc., respectively. A high total serum IgE
was defined as a level higher than the adult standard value (> 250 IU/
mL). Short stature was defined as a height below -2SD. Non atopy was

defined as no evidence of pruritic skin, including no reporting by a
parent of any rubbing or scratching by the child [11].

Bone mineral density (BMD) was measured at the level of the
lumbar spine (L2-L4) using dual-energy X-ray absorptiometry. BMD Z-
scores were calculated using data from a general population of
Japanese children and adolescents (BMD of the lumber spine and total
body mass) after adjusting for age. However, because these prior data
do not include children under 6 years of age, the Z-scores were calcu-
lated for our current study patients 1 and 2 only.

2.3. ALPL gene analysis

ALPL gene analysis was performed with informed consent. DNA was
extracted from peripheral blood samples and sequenced using the
Sanger method to screen for genetic variations at the nucleotide level
throughout all coding exons of the ALPL gene. We used the UCSC
genome browser (http://genome-asia.ucsc.edu/human GRCh38/hg38)
as the human genome assembly. PCR was carried out in a 10 μL volume
containing 5.7 μL of distilled water, 2 μL of 5☓PrimeSTAR GXL buffer
(TaKaRa, Japan), 0.2 μL of each primer (10 μM), 0.1 μL of PrimeSTAR
GXL DNA polymerase (TaKaRa, Japan), and 1 μL of template DNA
(20 ng/μL). The primer sequences are listed in the Online
Supplementary Table. PCR amplifications were performed using a DNA
thermal cycler (Applied Biosystems) under the following cycling con-
ditions: initial denaturation at 94 °C for 2.5min followed by 35 cycles at
98 °C for 10s, 60 °C for 15 s and 68 °C for 45 s. The PCR products were
sequenced using a standard Sanger method. The ALPL sequence from
the HPP patients was compared to control subjects and the reference
ALPL sequence (Ref Seq NM_000478.5). Allele frequencies were in-
vestigated via gnomAD browser beta (http://gnomad.broadinstitute.
org/). In silico analysis was performed using PolyPhen and SIFT.

2.4. 3D-modeling

A 3D model of the TNSALP molecule was previously constructed
using the homology between TNAP and human placental alkaline
phosphatase, which has a determined crystal structure. The locations of
the mutations were determined using the UCSF Chimera (www.cgl.ucsf.
edu/chimera).

3. Results

3.1. Clinical evaluations

The chief complaints at diagnosis were premature loss of deciduous
teeth in patients 1 to 4 and permanent teeth loss in patient 5. The dental
features of these cases are summarized in Table 1. All of the study
patients had premature loss of their anterior deciduous teeth and
atrophy of the alveolar bone. Permanent tooth loss was found in patient
5 only, but the mobility of permanent teeth was also evident in patient
1. Elongation of teeth and enamel hypoplasia were observed in 2 and 3
of the 5 patients, respectively. The results of biochemical of

Table 1
Dental features of the study patients.

Dental features Patient 1 Patient 2 Patient 3 Patient 4 Patient 5

Age at diagnosis 9 y 7 y 1 y 4 y 39 y
Premature loss of anterior deciduous teeth + + + + +
Premature loss of posterior deciduous teeth + Mobility − − +
Loss of permanent teeth Mobility − -a -a +, Mobility
Delay of eruption − − − − −
Atrophy of alveolar bone + + + + +
Elongation of teeth − + − − +
Enamel hypoplasia + − + + −

a Deciduous dentition.
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radiographic testing, and the clinical findings other than the dental
features at diagnosis, for all 5 study patients are presented in Table 2.
Our present cases had been referred to our hospital in the first instance
due to a single symptom i.e. the premature loss of deciduous teeth.
After a detailed interview and examination however, other character-
istic symptoms, and biochemical and radiographic findings, became
evident as follows: dysphagia (1/5), headache (1/5), muscle ache (1/5),
bone fractures (2/5), asthma (3/5), low serum ALP levels (5/5), high
serum PLP/PL (5/5), high urine PEA levels (5/5), high serum IgE (4/5),
flared metaphyses (1/5), and low Z-score BMD (2/2). All of our study
patients showed serum ALP levels at> 30% below the lower limit of
the age equivalent normal range. The serum PLP/PL and urine PEA
levels were higher in all of our HPP patients compared to the control
subjects. The BMD was measured in four patients, of whom two patients
showed a low Z-score but this could not be calculated in the remaining
two cases because their age were under 6.

3.2. Gene analysis

The results of our ALPL mutation sequencing analyses are presented
in Table 3. The clinical forms of the genotypes were described pre-
viously [12–15]. The three families in our current series all harbored
different mutations that are rare within the general population, and had

a minor allele frequency ranging from completely unreported to
0.00003716 (gnomAD browser beta). Family 1 (patients 1 and 2)
members carried the compound heterozygous ALPL variants
c.1183A>G (p.Ile395Val) and c.1559delT (p.Leu520Argfs). The
c.1183A>G (p.Ile395Val) mutation was reported previously to result
in a prenatal benign phenotype as the gene product still possessed re-
sidual ALP activity of 19.1% [16]. The c.1559delT (p.Leu520Argfs)
variant is a null mutation that was previously reported to be common in
Japanese severe HPP patients [17].

Family 2 (patient 3) was found to harbor compound heterozygous
variants including c.283G>A (p.Val95Met) and c.1471G>A
(p.Gly491Arg). Mutation c.283G>A (p.Val95Met) was registered
previously in a public database (Institute of Human Genetics, University
Of Wurzburg), and classified as “with likely pathogenic” in ClinVar, but
no clinical information has been reported to date for this variation.
Analysis of the Val95Met substitution using SIFT and PolyPhen pre-
diction software indicated that this mutation was ‘tolerable’ and ‘pos-
sibly damaging’, with scores of 0.12 and 0.897, respectively. In con-
trast, c.1471G>A (p.Gly491Arg) is reported to be a severe perinatal
phenotype mutation [14]. These data suggest that the c.1471G>A
(p.Gly491Arg) mutation may be null whereas the gene product har-
boring the c.283G>A (p.Val95Met) variation may still possess residual
enzymatic activity.

Table 2
Clinical, biochemical and radiographic data for the study patients. N/A, not available. Reference values: Serum ALP from Tanaka et al. [9]; Serum PLP and PL from
Akiyama et al. [8]; urine PEA from SRL Inc. For serum ALP, reference values are shown for patients over 20 years of age. For serum PLP and PL, reference values for
7–17 year-old patients are shown.

Patient ID Patient 1 Patient 2 Patient 3 Patient 4 Patient 5

Age 10 8 1 4 39
Gender Female Male Female Female Female

Biochemical test
Ca (mg/dl) 9.7 (Reference: 8.7–10.3) 9.8 (8.7–10.3) 11.1 (8.7–10.3) 10.4 (8.7–10.3) 9.7 (8.7–10.3)
Phosphorus (mg/dl) 5.3 (2.5–4.7) 5.9 (2.5–4.7) 7.5 (2.5–4.7) 4.9 (2.5–4.7) 4.3 (2.5–4.7)
ALP (U/L) 228 (470–1450) 245 (450–1300) 155 (395–1289) 286 (430–1150) 50 (120–340)
PTH (pg/ml) 31 (15–65) 27 (15–65) 8 (15–65) 21 (15–65) 32 (15–65)
1,25-OH vitD (pg/ml) 62.2 (20–70) 58.1 (20–70) 88.3 (20–70) 61.2 (20–70) 57.2 (20–60)
PLP (pyridoxal-5′-phosphate)(nmol/L) 469.9 (14.5–57.3) 322.5 (14.5–57.3) 375.2 (16.2–57.4) 325.9 (16.2–57.4) 89.9 (14.5–57.3)
PL (pyridoxal)(nmol/L) 39.9 (7.4–17.7) 28.8 (7.4–17.7) 27.2 (8.8–28.0) 43.8 (8.8–28.0) 6.7 (7.4–17.7)
PLP/PL 11.8 11.2 13.8 7.4 13.3
Total IgE (IU/ml) 638.4 349.5 267.5 1099 17.1
Urine PEA (μmol/g Cr) 480.1 (39.4–93.5) 720.6 (29.1–75.6) 662.7 (39.4–93.5) 507.7 (39.4–93.5) 274.7 (39.4–93.5)

Clinical findings without dental features
Shortening or deformity of the extremities − − − − −
Bone fractures (NO.) 1 0 0 0 1
Part of fractures Forearm Right shoulder
Seizure − − − − −
Enlargement of the anterior fontanelle − − − − −
Renal calcification − − − − −
Stature (cm) 130 (−1.4SD) 123 (−0.2SD) 71.5 (−1.9SD) 100.4 (−0.85SD) 148.1 (−1.96SD)
Body weight (kg) 28.8 (−0.7SD) 23.9 (−0.1SD) 8.29 (−1.9SD) 15.5 (−0.9SD) 35.9
Deafness − − − − −
Asthma + + + − −
Atopy − − − − −
Muscle ache − + − − −
Dysphagia − − + − −
Other symptom − − − − Headache

Radiographic findings
Hypomineralisation − − − − −
Deformity of long bones − − − − −
Flared metaphyses − − + − −
Narrow thorax − − − − −
Bone mineral density (g/cm2) 0.644 (Z-score− 1.2) 0.551 (Z-score− 1.8) 0.298 0.395 N/A

Birth
Gestational age 39w5d 38w0d 38w2d 39w6d N/A
Birth weight (g) 2786 (−0.5SD) 2770 (−0.4SD) 2405 (−1.1SD) 2538 (−1.4SD) N/A
Birth stature (cm) 47 (−1.2SD) 48.5 (0.2SD) 48 cm (−0.2SD) 49 (−0.2SD) N/A
Birth head circumference (cm) 30 (−2.5SD) 33 (0.0SD) N/A 31.4 (−1.5SD) N/A
Birth chest circumference (cm) 31 31 N/A 30 N/A
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Family 3 (patients 4 and 5) had only one heterozygous mutation,
c.1366G>A (p.Gly456Arg), which had been initially reported as one
of the compound heterozygous mutations in the infantile form of HPP
[15], Furthermore, a recent study using transfection experiments has
indicated that this mutation has a dominant-negative effect [18].

3.3. 3D-modeling

The locations of the identified mutated residues in the 3D structures
of human TNSALP are presented in Fig. 1. In contrast to the severe
Gly491Arg mutation located at the surface of this protein, the three
mutations that characterized the mild HPP cases in our present study
(Val95Met, Ile395Val and Gly456Arg) were all localized at the homo-
dimer interface. Severe collisions between the side chains were pre-
dicted in the Gly456Arg variant (Fig. 2a), whereas a mild only and no
effect were predicted for the Val95Met and Ile395Val mutations, re-
spectively (Fig. 2b, c).

4. Discussion

One of the characteristic findings in our present study series of 5
patients was the high percentage of coexisting asthma (3/5) as well as
high level serum IgE (4/5). In addition, 3 out of the 4 patients with a
high serum IgE had asthma. Tracheomalacia is a known symptom of
perinatal lethal HPP [5] but the frequency of other clinical conditions
associated with wheezing in these cases, such as asthma and the serum

IgE level, have remained unknown. Although we examined only a very
small cohort of patients in our present study, more than half of these
cases showed a past or current medical history of asthma and a high
serum IgE. These characteristics may account for the fragility of tra-
cheal tissues and a predisposition to asthma in mild HPP patients. Al-
though the treatment approaches for HPP have historically been sup-
portive in nature, enzyme replacement therapy (ERT) has recently
become available for these patients using asfotase alfa (Strensiq™), a
bone-targeting recombinant alkaline phosphatase [19]. This enzyme
has produced beneficial effects in terms of survival and function in HPP
patients [20,21]. However the selection of appropriate candidates for
this ERT has remained challenging when the condition is not life-
threatening [19]. The loss of permanent teeth has a detrimental impact
on quality of life but no study has demonstrated the effectiveness of an
early ERT in preventing this outcome in mild HPP. Further studies are
needed to assess the efficacy of these therapies.

Our present mutational analysis identified compound heterozygous
mutations in family 1, i.e. one obvious loss-of-function mutation
(1559delT) and one variant that still possessed some residual enzymatic
activity (Ile395Val). In family 2, one identified mutation (Gly491Arg)
was previously described as severe, and another (Val95Met) to have
only weak effects, by in silico functional data. Since the phenotype of
patient 3 in this family was mild, it is possible that Val95Met may
possess some residual ALP activity in this case. Family 3 harbored only
one mutation (Gly456Arg) with an autosomal dominant transmission.
This variant was reported previously to have a dominant-negative effect

Table 3
Genotype-phenotype correlations within the HPP families examined in this study.

Mode of inheritance Family 1 (patients 1 and 2) Family 2 (patient 3) Family 3 (patients 4 and 5)

AR AR AR AD

Genotype c.1183A>G(p.Ile395Val) c.1559delT(p.Leu520Argfs) c.283G>A(p.Val95Met) c.1471G>A(:p.Gly491Arg) c.1366G>A(p.Gly456Arg)
In silico function (PolyPhen) 0.535 0.897 1 0.945
In silico function (SIFT) 0.08 0.12 0 0
Clinical form of the

genotype
Prenatal benign Infantile Unknown Perinatal Infantile

Previous report Wenkert et al. 2011 Orimo et al. 1994 Novel Mornet et al. 1998 Ozono et al. 1996
Prevalence (% east Asia/

total)
0.002031/ 0 0.0008803/ 0.01187 0.003716/ 0 0/0 0/0

ACMG evaluation Likely pathogenic Pathogenic Likely pathogenic Likely pathogenic Pathogenic
Position in the 3D structure Interface of homodimer Unclear lesion Interface of homodimer Surface of protein Interface of homodimer

Fig. 1. 3D strand view of the human TNSALP pro-
tein. The two monomers are denoted by Chain A and
Chain B. The three amino-acid residues that were
found to be mutated in our mild HPP cases (G456R,
V95M, I395V) are localized on the homodimer in-
terface. Gly491Arg is located on the surface of the
protein. Leu520Argfs is located within the region
where the 3D structure has not yet been clearly de-
termined.
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in vitro, although our present study is the first to clinically demonstrate
Gly456Arg as autosomal dominant. Hence, the genotype of mild HPP
can be classified as either 1) compound heterozygous for a severe and
hypomorphic mutation; or 2) dominant-negative mutations. In family
1, two patients harboring the same mutations seemed to manifest a
similar degree of disease severity. In family 3, patient 5 is the mother of
patient 4 harboring the same mutation and had similar symptoms in her
own childhood. Hence, a genotype-phenotype correlation was present
in our current cases. Genetic testing for these genotypes will assist with
genetic counseling.

The mechanisms underlying the effects of the mutations in our
current study series, i.e. the reasons for a dominant or recessive effect,
are still unclear. However, interactions between the monomers of the
dimeric TNSALP protein structure are likely to be involved [22].
TNSALP has five regions (the active site and its vicinity, the active site
valley, the homodimer interface, the crown domain, and the calcium-
binding domain), which are crucial for enzyme function and bone mi-
neralization [23]. It was previously reported that the TNSALP muta-
tions identified to date with a dominant effect are restricted to three
regions of the protein: the active site, homodimer and crown domain.
However the difference between the standard recessive mutation and
these dominant mutations is still unknown. A prevailing hypothesis is
that the dominant-negative effect may be due to the inhibition of the
wild-type monomer by a mutated monomer in the heterodimer, or the
sequestration of the wild-type protein by a mutant product in the Golgi
apparatus that prevents it from being transported to the membrane
[24]. In our current analysis, three of the identified mutations were
located at the homodimer interface, but the Gly456Arg mutation

showing a dominant-negative effect produced the most severe change
in 3-D modeling. TNSALP Gly456Arg variants may maintain monomer
interactions and might directly affect the enzymatic activity of dimers,
including those harboring mutations, whilst the dimers from normal
monomers would maintain small amounts of enzymatic activity. In
contrast, the dimers of the proteins containing the hypomorphic mu-
tations identified in families 1 and 2 (Ile395Val, Val95Met) could
maintain low levels of enzymatic activity because of the lesser impact of
these variations compared to Gly456Arg. Future investigations of the
differences in the 3D structures of TNSALP variants may reveal the
precise mechanisms underlying dominant-negative and recessive but
weak mutation effects.

Ethics approval and consent to participate

All procedures in this study were conducted in accordance with the
ethical standards of the responsible committee on human experi-
mentation (institutional and national) and with the Helsinki
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Background: Supravalvular aortic stenosis (SVAS) is a congenital heart disease affecting approximately 1:25,000
live births. SVAS may occur sporadically, be inherited in an autosomal dominant manner, or be associated with
Williams-Beuren syndrome, a complex developmental disorder caused by a microdeletion of chromosome
7q11.23. ELN on 7q11.23, which encodes elastin, is the only known gene to be recurrently mutated in less than
half of SVAS patients.
Methods: Whole-exome sequencing (WES) was performed for seven familial SVAS families to identify other
causative gene mutations of SVAS.
Results: Three truncating mutations and three intragenic deletions affecting ELNwere identified, yielding a diag-
nostic efficiency of 6/7 (85%). The deletions, which explained 3/7 of the present cohort, spanned 1–29 exons,
which might be missed in the course of mutational analysis targeting point mutations. The presence of such
deletions was validated by both WES-based copy number estimation and multiplex ligation-dependent probe
amplification analyses, and their pathogenicity was reinforced by co-segregation with clinical presentations.
Conclusions: The majority of familial SVAS patients appear to carry ELNmutations, which strongly indicates that
elastin is the most important causative gene for SVAS. The frequency of intragenic deletions highlights the need
for quantitative tests to analyze ELN for efficient genetic diagnosis of SVAS.

© 2018 Elsevier B.V. All rights reserved.
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1. Introduction

Supravalvular aortic stenosis (SVAS; MIM #185500) is a congenital
heart disease affecting approximately 1:25,000 live births [1]. Congeni-
tal narrowing of the lumen of the ascending aorta or peripheral pulmo-
nary arteries provokes increased resistance to blood flow and causes
elevated ventricular pressure andhypertrophy resulting in heart failure.
Peripheral pulmonary stenosis (PPS) is known to occasionally coexist
with SVAS [2]. Approximately 30% to 50% of patients with SVAS have
Williams-Beuren Syndrome (WBS; MIM #194050) [2–4], which is a
complex genetic disorder caused by 7q11.23 microdeletion and
sukeokuno@gmail.com
ki@fujita-hu.ac.jp (H. Inagaki),
.ac.jp (H. Kurahashi),
agoya-u.ac.jp (Y. Takahashi),

eliability and freedom from bias
characterized by growth failure, a characteristic facial appearance (so-
called “Elfin face”), mental retardation, and SVAS [5].

On the other hand, Eisenberg et al. first reported non-syndromic
“familial SVAS” with autosomal dominant inheritance in 1964 [3],
accounting for 20% of SVAS cases (approximately 1:125,000 live births)
[6]. These patients showed normal intelligence and lacked the dysmor-
phic features ofWBS. Genetic analysis including linkage analysis identi-
fied ELN, which encodes elastin, as a causative gene of non-syndromic
familial SVAS [1,7–17]. In harmony with the genetic findings, luminal
obstruction of the aorta was shown in a transgenic mouse model
carrying homozygous or heterozygous elastin gene deletion [18,19].

Metcalfe et al. sequenced ELN exons of patients with non-syndromic
SVAS, which showed truncatingmutations in 35 cases, but no causative
variants were found in the remaining 64 patients (of which 8 were
familial cases) [20]. Micale et al. also investigated ELN gene mutations
in 14 familial and 10 sporadic cases of SVAS, resulting in 7 novel
mutations, including 5 frameshift and 2 donor splice site mutations, but
found no ELN gene abnormality in the remaining 17 cases [21]. Therefore,
less thanhalf of the cases could be explainedby ELNmutations,whereas it
still remains unclear whether ELN could explain the remaining cases

https://doi.org/10.1016/j.ijcard.2018.09.032
ktaichi@med.nagoya-u.ac.jp
https://doi.org/10.1016/j.ijcard.2018.09.032
http://www.sciencedirect.com/science/journal/01675273
www.elsevier.com/locate/ijcard
http://crossmark.crossref.org/dialog/?doi=10.1016/j.ijcard.2018.09.032&domain=pdf


Abbreviations

SVAS supravalvular aortic stenosis
WES whole-exome sequencing
PPS peripheral pulmonary stenosis
WBS Williams-Beuren syndrome
FISH fluorescence in situ hybridization
MLPA Multiplex ligation-dependent probe amplification

291S. Hayano et al. / International Journal of Cardiology 274 (2019) 290–295
with SVAS, or there are unidentified causative genes. In this study, whole-
exome sequencing (WES) was performedwith careful assessment of ELN
mutations, including copy number analysis, to elucidate the genetic back-
ground of SVAS.
2. Methods

2.1. Sample collection

This study included seven families of Japanese ancestry with autosomal dominant in-
heritance of SVAS. There was no developmental delay or dysmorphic features suggestive
of WBS or positive fluorescence in situ hybridization (FISH) on 7q11.23 in any family
members. The vascular malformation (SVAS and PPS) was diagnosed if the sinotubular
junction of the aorta was smaller than the diameter of the aortic annulus and significant
pressure gradients were measurable by echocardiogram and/or angiographically [6].
Written, informed consent was obtained from patients or their parents, and whole
blood or saliva was collected. Saliva samples were collected using an Oragene DNA
self-collection kit (DNA Genotek, Ottawa, Canada). Genomic DNA was extracted from
Fig. 1. Pedigree chart of families with familial supravalvular aortic stenosis Arrows indicate p
stenosis; PPS, peripheral pulmonary stenosis; VSD, ventricular septal defect; ASD, atrial septal
whole blood or saliva using the QIAamp DNA Blood Mini kit (Qiagen, Hilden, Germany),
according to the manufacturer's instructions. The study was approved by the Ethics
Committee of the Nagoya University Graduate School of Medicine (approval number
2015–0032).

2.2. Whole-exome sequencing analysis

Exome capture was performed on each proband using SureSelect Human All Exon V5
(Agilent Technologies, Santa Clara, CA), according to the manufacturer's instructions.
Generated libraries were sequenced on a HiSeq 2500 platform (Illumina, San Diego, CA).
Sequence data were analyzed using an in-house pipeline [22]. Briefly, reads were aligned
to UCSC build hg19 reference genome using the Burrows-Wheeler Aligner [23]. Picard
tools (http://broadinstitute.github.io/picard) were utilized to remove PCR duplicates.
Variants were called using VarScan2, where a variant allele frequency of N0.20 was used
as a cutoff [24]. ANNOVAR was used together with in-house scripts to annotate genetic
variants [25]. The average depth of coverage across the whole exome for each sample
achieved was 111.14 (range 90.68 to 127.66), and the number of mutations found per
sample ranged from 25,534 to 25,920.

2.3. Mutational analysis

Mutational analysis to define each variant's pathogenicity was essentially based on
the latest release of the American College of Medical Genetics (ACMG) guideline [26].
Briefly, variants outside of coding regions and common variants with N1%minor allele fre-
quency in the National Heart, Lung, and Blood Institute ESP (Exome Sequencing Project)
6500 [27], 1000 Genomes Project [28], ExAC (Exome Aggregation Consortium) [29],
HGVD (HumanGenetic Variation Database) [30], or the in-house databasewere excluded.
Variants expected to cause the disorders (eg,missense variantswith reported pathogenic-
ity and nonsense, frameshift insertion/deletion, and splice-site variants on genes known to
cause a disease by inactivation) were validated by Sanger sequencing using PrimeSTAR
GXL DNA polymerase (Takara, Shiga, Japan) and the Big Dye Terminator 3.1 Cycle
Sequencing Kit (Thermo Fisher Scientific Inc., Waltham, MA) with ABI PRISM 3130xL
(Applied Biosystems, Foster City, CA). Primer sequences are listed in Table S1.
robands for whom whole-exome sequencing was performed. SVAS, supravalvular aortic
defect; AS, aortic stenosis.

http://broadinstitute.github.io/picard
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2.4. Copy number analysis

Copy number analysis was performed by comparing the number of reads conveying
each exon normalized by themean depth of the entire sample with that of unrelated nor-
mal DNA samples, as we have previously shown [22]. Exons of normalized coverage N3
standard deviations (SDs) or less than −3 SDs from the mean coverage of reference
samples were considered to be candidates for copy number variants. Multiplex ligation-
dependent probe amplification (MLPA) according to the manufacturer's protocol with
the SALSA MLPA P029-WBS probemix (MRC Holland, Amsterdam, Netherlands), which
includes 10 exons of the ELN gene (Exon 1, 3, 4, 6, 9, 16, 20, 26, 27 and 33), was performed
to validate candidate exonic deletions detected in the ELN gene by WES analysis. MLPA
analysis software Coffalyser (MRC Holland) was used to identify CNVs.
Fig. 2. Copy-number analysis The estimated copy number of each exon based on the number
vertical axis represents the estimated copy number. Arrows indicate estimated deleted regions
3. Results

WES-based detection of pointmutations and copy number alterations
was performed in seven families of Japanese ancestrywith SVAS showing
an autosomal dominantmode of inheritance (Fig. 1). Three heterozygous
pathogenic mutations in ELN (c.370delT, p.Ser124Leufs*13 in family A,
c.572-1G N A splice sitemutation affecting the acceptor of exon 12 in fam-
ily B, and c.218_219insTG, p.Gly74Valfs*49 in family C) were identified.
All of thesemutationswere novel, and theywere validatedon all available
family members by Sanger sequencing (Fig. S1). Mutations were present
of reads in each exon in whole-exome sequencing. Each bar represents an exon, and the
.



Fig. 3. ELN cDNA showing the exons and mutations detected This figure summarizes previous
above open boxes indicate the exon numbers. The present findings are shown in bold letters.

Table 1
Phenotype and segregation of ELN mutations.

Family Subject Phenotype ELN mutation

A II-2 – –
II-3 – c.370delT, p.Ser124Leufs*13
III-1 – –
III-2 SVAS c.370delT, p.Ser124Leufs*13
III-3 SVAS c.370delT, p.Ser124Leufs*13

B III-3 PPS, VSD c.572-1G N A splice site
III-5 SVAS c.572-1G N A splice site
III-6 – –
IV-4 – –
IV-5 SVAS, PPS c.572-1G N A splice site
IV-6 – –

C I-2 – –
II-1 SVAS, PPS c.218_219insTG, p.Gly74Valfs*49
II-2 – –
II-3 – c.218_219insTG, p.Gly74Valfs*49

D II-1 SVAS –
E I-1 Valvular AS Microdeletion (exon 33)

I-2 – –
II-1 SVAS Microdeletion (exon 33)
II-2 SVAS Microdeletion (exon 33)
II-3 – –

F I-1 – –
I-2 SVAS Microdeletion (exon 5–33)
II-1 SVAS, PPS Microdeletion (exon 5–33)
II-2 SVAS, PPS Microdeletion (exon 5–33)
II-3 SVAS, PPS Microdeletion (exon 5–33)

G I-1 – –
I-2 SVAS Microdeletion (exon 1–5)
II-1 SVAS Microdeletion (exon 1–5)
II-2 SVAS Microdeletion (exon 1–5)

All mutations were heterozygous.
SVAS, supravalvular aortic stenosis; PPS, peripheral pulmonary stenosis; VSD, ventricular
septal defect; AS, aortic stenosis.
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in all patients and several family members without SVAS, indicating
incomplete penetrance (Table 1).

Copy number aberrations in ELN were identified in three other
families, all of which were deletions (exon 33 in family E, exons 5–33
in family F, and exons 1–5 in family G, Fig. 2). Such deletions were
validated by MLPA (Fig. S2). All microdeletions showed complete co-
segregation with clinical symptoms (Table 1).

In the remaining family D, no diagnostic mutations associated
with SVAS could be identified in the proband (D:II-1) either by WES
or MLPA (Table S2, Fig. S3).
4. Discussion

Pathogenic mutations or deletions in ELN gene were identified in six
of seven families with autosomal dominant inheritance of SVAS, includ-
ing three novel point mutations and three intragenic deletions. These
findings suggest that intragenic deletions in ELN gene could explain the
genetic cause in half of so-far unexplained cases with familial SVAS
in Japan. Updated by these findings, a comprehensive list of reported
pathogenic SVASmutations is provided (Fig. 3) [7–9,12,17,20,21,31–38].

ELN encodes elastin, which is expressed in various tissues and or-
gans, including smooth muscle cells of the great arteries, and contrib-
utes to tissue elasticity [39,40]. The molecular mechanism of the
pathogenesis of SVAS is not fully elucidated.However, considering accu-
mulating knowledge from patients and transgenic mice [18,19,21,41], it
seems likely that mutations of ELN impair vascular elasticity, and
increased shear stress in the vascular wall could result in SVAS [39,40].

Themicrodeletions of ELN gene shown in the present studywere not
identified with existing FISH probes for WBS. There are a few case
reports showing that microdeletions of ELN gene are the cause of
SVAS [8,9]. The present finding raises the necessity to investigate the
ly reported and newly identified mutations for familial and sporadic SVAS. The numbers
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exon-spanning deletions affecting ELN usingMLPA, array-CGH, or other
methods to establish sufficient coverage for its mutations.

The present analysis showed co-segregation of symptoms and ELN
mutations in the majority of analyzed individuals. The three mutations
identified in this study (c.370delT in family A, c.572-1G N A splice site
in family B, and c.218_219insTG in family C) were highly pathogenic
truncating mutations that result in premature stop codons (PTCs). A
number of PTC mutations have actually been shown to be substrates
of ELNmRNA insufficiency through nonsense-mediated decay in previ-
ous studies [17,21,35].

A highly variable phenotype within families with SVAS has been re-
ported for large studies with many families with point mutations
[20,21], and even for a family with apparently damaging 30 kb deletion
involving multiple exons [7], ranging from asymptomatic mutation
carrier to severe stenosis with multiple arteries. There were also two
asymptomatic persons carrying ELN mutations (A:II-3 and C:II-3) in
the present study. Factors affecting the variability of cardiovascular
phenotypes in patients with ELNmutation are not yet fully understood,
and there has as yet been no clear genotype-phenotype correlation re-
ported for SVAS. Our comprehensive list of reported pathogenic SVAS
mutations and deletions showed a universal distribution of variants
over the entire ELN gene with no significant hotspot.

The primarymechanism for the pathogenesis of SVAS is proposed to
be haploinsufficiency of ELN, as hemizygosity of ELN is established as the
mechanism of SVAS in WBS [5]. Incomplete penetrance and a broad
range in severity of cardiovascular phenotype are also seen in patients
with WBS in whom one copy of ELN gene is totally lost [42,43].
Among possible causes affecting the severity of symptoms, the effect
of the mutations in the remaining allele of ELN is very limited, as only
two rare missense changes were identified through exon sequencing
of 49 patients withWBS [44]. Currently, there is no definite explanation
for the phenotypic variability associated with ELN mutations.

The present study showed that microdeletions of ELN gene could ac-
count for additional cases, around a half of previously unexplained
cases, of familial SVAS, which would strengthen the causative role of
ELN mutations in this disease entity. Therefore, quantitative genetic
tests such as MLPA or array-CGH of ELN gene should be performed to
genetically diagnose patients with familial SVAS to obtain satisfactory
sensitivity. Further investigations of a larger cohort and so-far
unexplained cases will be needed to elucidate the remaining molecular
pathogenetic mechanisms of SVAS.

Supplementary data to this article can be found online at https://doi.
org/10.1016/j.ijcard.2018.09.032.
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heart defects.  e family history of the parents was unremark-
able. Fetal ultrasonography at 30 weeks and 5 days of gestation 
showed vascular ring, Ebstein’s anomaly, ventricular septal 
defect, and single umbilical artery.  e estimated fetal body 
weight corresponded to the Japanese standard for the gesta-
tional age. Fetal ultrasonography showed vertex presentation 
of the moving fetus and the fetal stomach appeared to be nor-
mally dilated (Table 1).  e pregnant woman had not felt any 
fetal movements since 31 weeks of gestation. At 32 weeks and 
5 days of gestation, fetal ultrasonography showed absence of 
fetal movement with breech presentation, polyhydramnios, 
absent �lling of stomach, and fetal growth restriction (FGR) 
(Table 1). However, abnormal Doppler �ndings regarding the 
fetal middle cerebral artery, umbilical cord artery, and ductus 
venous were not observed. Clinical diagnosis of fetal akinesia 
was made at this point. At 32 weeks and 6 days of gestation, 
amniocentesis was performed to assess the possibility of chro-
mosomal aberrations. Interphase �uorescence in situ hybrid-
ization (FISH) analysis on uncultured amniocytes for 
chromosome 13, 18, and 21 revealed two signals, respectively. 
At 34 weeks and 6 days of gestation, progression of polyhy-
dramnios with maternal respiratory compromise occurred 
(Table 1) and 2300 mL of amniotic �uid was removed. 
G-banding analysis on cultured amniocytes revealed a kary-
otype of 46,XY,22pstk+ (Figure 1). Aªer discussion with the 
parents about the prognosis of the fetus based on ultrasound 
�ndings, including fetal akinesia since 31 weeks of gestation, 
FGR, congenital heart defects, and leª-sided pleural e�usion 
that indicated severe phenotype with prenatal onset of genetic 

disorders, perinatal palliative care was chosen. At 36 weeks 
and 3 days of gestation, fetal ultrasonography showed further 
progression of polyhydramnios with maternal compromise 
(Table 1), and 2000 mL of amniotic �uid was removed and 
labor was induced with oxytocin.  e breech neonate was 
delivered vaginally at 36 weeks and 4 days of gestation with an 
Apgar score of 1 at 1 min and 1 at 5 min. Birth weight was 
1839 g, length 45.5 cm, head circumference 31.8 cm, and chest 
circumference 23.5 cm. External examination revealed marked 
muscular hypoplasia of upper and lower extremities, extremely 
thin transverse palmar creases, joint contractures of lower 
extremities, hypertelorism, and deep-set ears.  e neonate 
died within 2 h aªer birth due to respiratory failure.  erefore, 
we could not assess developmental pro�le aªer birth. In addi-
tion, permission for neonatal autopsy was not obtained from 
the parents. Clinical features of the neonate were not su®cient 
to diagnose a speci�c disease but suggested the possibility of 
genetic disorders, including diseases caused by either a single 
gene or a chromosomal defect. Aªer genetic counseling and 
obtaining written consent from the parents, whole exome 
sequencing (WES) was performed with genomic DNA 
extracted from the placenta using the eXome Hidden Markov 
Model v1.0 (XHMM). Although the causative gene mutations 
related to the phenotype of the neonate were not identi�ed, a 
3 Mb deletion of chromosome 1p was suspected (Figure 2(a)). 
 e suspected deleted region by the exome analysis using 
XHMM was further validated by chromosomal microarray 
(CMA). CMA analysis demonstrated monoallelic deletion 
located from positions 849466 to 3347420 on chromosome 

1 2 3 4 5

6 7 8 9 10 11 12

13 14 15 16 17 18

19 20 21 22 X Y

Figure 1: G-banding analysis of cultured amniocytes at 32 weeks and 6 days of gestation.  e fetal karyotype was 46,XY,22pstk+.  e arrow 
indicates 22pstk+.
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the �rst report describing a case with chromosome 1p36 dele-
tion syndrome presenting with fetal akinesia.

Fetal akinesia is a condition characterized by reduced or 
absent fetal movement [1–3]. Prenatal sonographic �ndings 
of fetal akinesia include lack of extremity motions, persistent 
abnormal posture of the extremities, polyhydramnios due to 
decreased fetal swallowing, thorax hypoplasia due to absent 
fetal breathing, and fetal hydrops [1]. However, these prenatal 
ultrasound �ndings are nonspeci�c to identify the cause, and 
as yet there is no established approach for prenatal diagnosis 
of fetal akinesia. Fetal akinesia can result from primary defects 
at any point along the motor system pathway from the central 
nervous system to the skeletal muscle cell, which cause dis-
eases such as spinal muscular atrophy, congenital myasthenic 
syndromes, and congenital muscular dystrophies [1–3]. In 
addition, a di�erential diagnosis should include a trisomy 18, 
metabolic dysfunction such as pyruvate dehydrogenase de�-
ciency, maternal antibodies against acetylcholine receptor, and 
maternal infections such as cytomegalovirus and toxoplasmo-
sis [1, 8]. A family history is helpful because some diseases are 
inherited [1–3]. Although a de�nitive diagnosis helps parents 
with perinatal decision-making, it would not be possible to 
do so based on sonographic �ndings alone. Prenatal sonogra-
phy could provide su®cient information about a severity of 
the fetus for parents.

In the present case, while fetal movements and a normal 
�uid-�lled stomach were seen until second trimester, these 
were absent during the third trimester. In addition, multiple 
fetal abnormalities such as congenital heart defects, FGR, ven-
triculomegaly, choroid plexus cysts, and single umbilical artery 
were found through fetal sonography. Based on these fetal 
sonographic �ndings, we performed amniocentesis to rule out 
trisomy 18. Although the amniocytes showed a normal kary-
otype, perinatal palliative care was performed based on the 
prenatal sonographic �ndings. WES was performed postna-
tally to assess the possibility of autosomal recessive inherited 
diseases, including those of neuromuscular origin. As a result, 
chromosome 1p36 deletion was incidentally identi�ed by 
quantitative WES analysis using XHMM.

Chromosome 1p36 deletion syndrome causes severe 
developmental delay, hypotonia, seizure, growth restriction, 
brain anomalies, and congenital heart defects [4]. Although 
brain anomalies, FGR, and congenital heart defects in a fetus 
can be detected using prenatal sonographic examination and 
indicate the possibility of chromosome 1p36 deletion syn-
drome [5, 9–11], there is signi�cant phenotypic variation 

1p36.33–p36.32 (Chr1:849466–3347420) including 76 genes, 
which is known as chromosome 1p36 deletion syndrome 
(Figure 2(b)). Among 76 genes, the gene SKI, which is known 
to contribute to the phenotype of chromosome 1p36 deletion 
syndrome, is included [4, 7].  ese results were consistent with 
the prenatal sonographic �ndings and the neonate was diag-
nosed with chromosome 1p36 deletion syndrome. In addition, 
CMA analysis revealed no additional copy number variations 
(CNVs), which suggested de novo deletion rather than inher-
itance from the parents. Aªer genetic counseling for future 
pregnancies, the parents decided against genetic carrier 
screening. Postnatal sub-telomeric FISH analysis on cultured 
amniocytes revealed a terminal deletion of chromosome 1p 
(Figure 3).

3. Discussion

In this report, we present a case of fetal akinesia associated 
with chromosome 1p36 deletion syndrome diagnosed post-
natally by the exome-�rst approach. To our knowledge, this is 

Table 1: Prenatal �ndings of the present case.

GA, gestational age; EFBW, estimated fetal body weight; AFI, amniotic �uid index; CPCs, choroid plexus cysts; PE, pleural e�usion; SD, standard deviation; 
N/A, not available.

GA (Weeks + days) 30 + 5 32 + 5 33 + 3 34 + 6 35 + 5 36 + 3
EFBW (g) (SD) 1353 (−1.2) 1545 (−1.75) 1566 (−2.0) 1694 (−2.27) 1881 (−2.0) 1865 (−2.4)
AFI 9.7 24.4 30.47 48.0 33.2 39.8
Stomach + absent absent absent absent absent
Fetal movements + absent absent absent absent absent
Fetal presentation Vertex Breech Breech Breech Breech Breech
Ventriculomegaly (mm) 4.4 8.2 10 14.2 15 N/A
Others CPCs PE PE PE

Figure 3:  Fluorescence in-situ hybridization (FISH) analysis of 
cultured amniocytes. FISH showed two 1p31.3 region speci�c signals 
(blue) and one 1p36.33 region speci�c signal (green), indicating 1p36 
deletion.  e arrow indicates 1p36.33 region speci�c signal.  e 
arrowhead indicates 1p31.3 region speci�c signal.



5Case Reports in Obstetrics and Gynecology

and if unremarkable, exome-first approach may be offered 
postnatally.
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among affected individuals [12]. �is phenotypic variation is 
due, at least in part, to the genetic heterogeneity seen in 1p36 
deletions, which include deletions of varying lengths located 
throughout the 30 Mb of DNA that comprise chromosome 
1p36 [6, 12]. In addition, the terminal 1p36 deletion can be 
missed using conventional G-banding analysis because of the 
low level of resolution and light staining of the region [5, 11]. 
In this regard, CMA analysis or subtelomeric FISH may be 
required to identify chromosome 1p36 deletion [5, 11]. In the 
present case, a 3 Mb deletion of 1p36 was not seen prenatally 
in the cultured amniocyte karyotype (Figure 1). Given the 
WES and CMA findings, the cultured amniocyte karyotype 
was reanalyzed and the deletion was still not seen. In Japan, 
the use of sub-telomeric FISH or CMA analysis for prenatal 
screening are not considered due to legal constraints. However, 
given the implications for prognosis and higher rate of hypo-
tonia and severe developmental delay, molecular prenatal 
diagnosis, specifically for deletion of 1p36, should be consid-
ered in the setting of a fetal akinesia.

In the present case, the 76 deleted genes included the SKI 
gene that is responsible for the 1p36 deletion phenotype and is 
one of the candidate genes involved in hypotonia [4, 7]. 
However, there are no reports of the association between fetal 
akinesia and 1p36 deletion within a segment from 849466 to 
3347420. Four genes AGRN, B3GALT6, ATAD3A, and PEX10, 
which were also among the 76 genes, cause recessive syndrome 
with hypotonia. As no mutations were detected in the four genes 
in the nondeleted allele, fetal akinesia may not result from the 
unmasking of recessive diseases. �erefore, we did not speculate 
that a deletion located from positions 849466 to 3347420 on 
chromosome 1p36.33–p36.32 resulted in fetal akinesia, which 
may present a more severe phenotype with prenatal onset of 
chromosome 1p36 deletion syndrome. Trio whole genome 
sequencing is helpful to search other causes of fetal akinesia. 
Further molecular analyses are essential to clarify this point.

In regard to diagnostic approach for the present case, we 
performed exome-first approach postnatally following prena-
tal G-banding analysis. Although the CMA-first approach is 
still widely used to detect CNVs, WES is becoming available 
to detect CNVs, leading to an appropriate clinical diagnosis 
[13]. �e advantage of using exome sequencing for a combined 
analysis of not only single nucleotide variants but also CNVs 
is to increase the analysis resolution and detection rate with 
one single test. �erefore, in postnatal testing, WES may be 
advantageous to screen genetic abnormalities as a first-choice 
diagnostic approach before performing CMA in undiagnosed 
syndromic individuals suspected of having either single gene 
defects or CNVs, such as the present case [13]. A�er WES 
analysis, CMA analysis with or without FISH is necessary to 
accurately determine the range of the region of genomic 
imbalance for accurate cytogenetic diagnosis.

In conclusion, we propose that chromosome 1p36 deletion 
syndrome, which may be missed using conventional 
G-banding karyotype with amniocytes, be considered for dif-
ferential diagnosis in cases of fetal akinesia and prompt 
molecular cytogenetic analysis if necessary. As a practical 
approach to the diagnosis of the cause of fetal akinesia, a 
detailed anomaly scan should be performed with karyotyping 
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Abstract

An inverted duplication with a terminal deletion (inv-dup-del) is one of the complex constitutional structural rearrangements 

that can occur in a chromosome. Although breakages of dicentric chromosome have been suggested, the precise mechanism 

of this is yet to be fully understood. In our present study, we investigated the genomic structure of 10 inv-dup-del cases to 

elucidate this mechanism. Two recurrent 8p inv-dup-del cases harbored a large copy-number-neutral region between the 

duplication and deletion in common. Although the other non-recurrent cases did not appear to have this copy-number-

neutral region, reined sequencing analysis identiied that they contained a small intervening region at the junction between 

the inverted and non-inverted segment. The size of this small intervening region ranged from 1741 to 3728 bp. Combined 

with a presence of microhomology at the junction, a resolution of the replication fork stalling through template switching 

within the same replication fork is suggested. We further observed two cases with mosaicism of the dicentric chromosome 

and various structural rearrangements related to the dicentric chromosome. Reined analysis allowed us to identify diferent 

breakpoints on the same chromosome in the same case, implicating multiple rounds of U-type formation and its breakage. 

From these results, we propose that a replication-based mechanism generates unstable dicentric chromosomes and that their 

breakage leads to the formation of inv-dup-dels and other related derivative chromosomes.

Introduction

An inverted duplication with a concomitant terminal deletion 

(inv-dup-del) is one of the common complex chromosomal 

rearrangements (CCRs) that arises in humans (Weckselblatt 

and Rudd 2015). Inv-dup-del rearrangements develop mainly 

in two successive steps. The irst of these is the formation 

of a symmetric dicentric chromosome, which is unstable 

during mitosis because two functional centromeres can act 

bidirectionally. The formation of this unstable intermediate 

leads to anaphase bridging, followed by asymmetric break-

age between the two centromeres in a subsequent mitotic 

division. Finally, it forms a stable large monocentric chro-

mosome with an inverted duplication contiguous to a distal 

deletion and a small monocentric chromosome with a dele-

tion (Zufardi et al. 2009).

Two possible mechanisms are currently proposed for the 

formation of a dicentric chromosomal structure, the inter-

mediate product of the inv-dup-del rearrangement (Zufardi 

et al. 2009). One is a non-allelic homologous recombina-

tion (NAHR)-based mechanism. NAHR between segmen-

tal duplications with an inverted orientation produces a 

dicentric chromosome, and it induces breakage between the 

two centromeres during mitotic division. One of the repre-

sentative NAHR-mediated inv-dup-dels is chromosome 8p 

inv-dup-del, which is mediated by homologous recombina-

tion between olfactory receptor-gene clusters (Shimokawa 

et al. 2004; Yu et al. 2010; García-Santiago et al. 2015). 

Since many 8p inv-dup-dels have been reported in unrelated 

families, those that are NAHR-mediated are thought to arise 

recurrently. In addition, NAHR between inverted repeats 

within the olfactory receptor-gene clusters induces benign 

polymorphic pericentric inversions. Meiotic recombination 

within the inverted segment in heterozygotes of polymorphic 

pericentric inversions produces a dicentric chromosomal 

structure that serves as an intermediate of the inv-dup-dels 

(Giglio et al. 2001).
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Another proposed mechanism for the generation of dicen-

tric chromosomal structures is a U-type exchange for the 

formation of a sporadic inv-dup-del (Ballif 2003; Rowe et al. 

2009; Yu and Graf 2010). This is based on a replication-

based mechanism involving template-switching between 

sister chromatids. When a DNA replication fork encoun-

ters a replication block caused by diferent types of DNA 

damage, DNA synthesis may stall and a DNA end will then 

emerge. Break-induced replication then initiates at the site 

of microhomology on the opposite strand forming a U-type 

exchange between sister chromatids. Single stranded DNA 

nearby can be a potential template for strand switching and 

is usually present during lagging strand synthesis; it appears 

in the uncoupling of helicase and polymerase even during 

leading strand synthesis. Strand switching can facilitate a 

DNA synthesis restart, which continues to the next fork or 

as far as the telomere leading to the formation of dicen-

tric chromosomes. This series of events leading to an inv-

dup-del rearrangement is consistent with the concepts of 

replication fork stalling and template switching (FoSTeS) 

and microhomology-mediated break-induced replication 

(MMBIR) (Zhang et al. 2009a, b). This pathway can lead to 

a non-recurrent inv-dup-del rearrangement in a sequence-

independent manner.

In our present study, we further elucidated the mecha-

nism of dicentric chromosome formation, and the secondary 

structural rearrangements that consequently arise, by analyz-

ing the breakpoint junction sequence of 10 cases of inv-dup-

del representing 9 diferent chromosome regions. Breakpoint 

sequences found in common among the non-recurrent cases 

suggested the involvement of the replication-based mecha-

nism in the formation of the dicentric chromosome. In addi-

tion, we obtained evidence of dynamic structural changes 

from the dicentric chromosome to the terminal deletion with 

or without adjacent inverted duplication during cell culture 

of samples from miscarriage fetuses. Taken together, we 

hypothesized from our present data that the replication stall 

model for the formation of a dicentric chromosome followed 

by a breakage-fusion-bridge (BFB) cycle is required for the 

generation of an inv-dup-del rearrangement.

Materials and methods

Ethical statement

This study was approved by the Ethical Review Board for 

Human Genome Studies at Fujita Health University. We 

obtained informed consent from all of the participating 

patients. All genetic experiments were carried out in accord-

ance with the relevant guidelines and regulations.

Subjects

We analyzed 10 patients harboring an inv-dup-del that had 

been identiied by initial standard chromosome banding and 

subsequent cytogenetic microarray. The karyotypes of the 

inv-dup-dels are summarized in Table 1. The breakpoints of 

the inv-dup-dels in 2 patients (cases 9 and 10) were almost 

identical and located at 8p, suggesting that they are recur-

rent. Two patients had a mosaic ring shaped chromosome 

(cases 3 and 8). Case 5 harbored an inv-dup-del with an 

additional triplication. Case 10 showed an inv-dup-del on 

8p with an additional duplication of 8q. In addition, to better 

understand the development of inv-dup-del rearrangement 

from an intermediate dicentric chromosome, we analyzed 

2 miscarriage fetuses (cases 11 and 12), whose karyotype 

showed mosaic isodicentric chromosomes.

Copy-number-analysis by cytogenetic microarray 
analyses

Genomic DNA samples were isolated from peripheral 

blood, cultured cells or chorionic villi using a Gentra Pure-

gene Tissue Kit (Qiagen, Hilden, Germany). To identify the 

extent of the copy-number-alterations of the inv-dup-del, we 

employed a CytoScan HD, 750 k Array (Afymetrix, Santa 

Clara, CA) or Human Genome CGH Microarray (Agilent, 

Santa Clara, CA) in accordance with the manufacturer’s 

instructions. Regions of copy-number-alteration were visu-

alized using Chromosome Analysis Suite 3.2 (Afymetrix) 

or Genomics Workbench 7.0 (Agilent).

Copy-number-analysis by next generation 
sequencing (NGS)

In cases 11 and 12, we performed copy-number-analysis by 

NGS. The isolation and puriication of genomic DNA from 

cultured cells or chorionic villi was carried out using a Gen-

tra Puregene Tissue Kit (QIAGEN). Genomic DNA samples 

were diluted and ampliied by whole-genome ampliication 

using SurePlex (Illumina, San Diego, CA). One nanogram 

of each whole-genome ampliied DNA sample was prepared 

for NGS analysis. Shallow whole-genome sequencing was 

performed for comprehensive copy-number-analysis using 

the VeriSeq PGS Kit MiSeq (Illumina). The sequencing data 

were analyzed using BlueFuse Multi Software (Illumina).

Breakpoint characterization by NGS

To identify the breakpoint junctions in our sporadic inv-

dup-del study cases, we carried out NGS analysis of 

each patient’s genomic DNA. Mate-pair whole-genome 
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sequencing was performed to determine the breakpoints 

of the inverted duplication in the dicentric chromosome. 

Since the breakpoint junctions can have palindromic 

(inverted repeated) characteristic sequences, we gener-

ated mate-pair long libraries of 9 kb to minimize the loss 

of palindromic DNA molecules at the breakpoint junc-

tion during library preparation. These 9-kb mate-pair 

libraries were prepared using a Nextera Mate Pair Library 

Preparation Kit (Illumina) in accordance with the manu-

facturer’s protocol. The libraries were sequenced with 

101 bp-paired-end reads on a HiSeq 1500 platform (Illu-

mina). Sequence reads were trimmed adapter sequences 

using NxTrim and mapped with BWA 0.7.10 against 

hg19 (Li and Durbin 2010). Subsequently, discordantly 

mapped paired-reads were extracted to detect chromo-

somal structural rearrangements using BreakDancer (Fan 

et al. 2014). Putative breakpoints produced by inverted 

duplications, triplications and terminal deletions were con-

irmed by visual inspection of NGS data using Integrative 

Genomics Viewer (IGV) (Thorvaldsdottir et al. 2013). The 

nucleotide sequences of the breakpoint junctions of the 

inverted duplications and triplications were determined 

by breakpoint-speciic PCR and Sanger sequencing using 

an ABI3130xl sequencer (Life Technologies, Foster City, 

CA). The length of the inverted sequence homology at the 

between copy-number-gain and -loss was searched using 

a YASS sequence similarity search (Noe and Kucherov 

2005). Default parameter setting was used for this analysis.

Product of conception karyotyping

Products of conception (POC) were analyzed for chromo-

some abnormalities using standard cell culture followed 

by Giemsa banding.

Results

Copy-number variation features in recurrent 
and non-recurrent inv-dup-dels

We employed a cytogenetic microarray to characterize the 

10 inv-dup-del rearrangements in our study cohort. The 

copy-number-proile detected by SNP microarray showed 

a clear diference between the cases involving 8p23.1 

(cases 9 and 10) and others (Fig. 1). The two 8p23.1 cases 

harbored a large copy-number-neutral region between the 

copy-number-gain and -loss regions (~ 5 Mb). The end-

points of these copy-number-neutral regions were found to 

be almost identical between the two subjects and located 

within the olfactory receptor (OR) gene clusters. In con-

trast, none of the eight sporadic inv-dup-del cases showed Ta
b

le
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any detectable copy-number-neutral regions between the 

copy-number-gain and -loss (cases 1–8; Fig. 1).

Breakpoint analysis of the non-recurrent 
inv-dup-dels

Whole genome sequencing of the 9-kb mate-pair library 

was performed to further analyze the breakpoints in our 

eight study cases with non-recurrent inv-dup-del structures. 

The inverted duplication structures were conirmed in each 

case by the presence of a junction for the inverted orienta-

tion of the two copy-number-gain regions. The DNA frag-

ment incorporating the junction manifested a characteristic 

volcano-like pattern in the mapping of the discordant reads 

(Fig. 2). Some cases had telomeric repeat sequences at the 

proximal end of the inverted duplication, i.e. mapped at the 

proximal end of the copy-number-gain regions, relecting 

telomere healing of the breakage (data not shown). In the 

case of ring chromosomes, the proximal end of the inverted 

duplication possibly contained a 9q subtelomeric repeat 

sequence (case 3) or 21q repetitive sequence (case 8), sug-

gesting that ring formation was another healing pathway 

for the breakage (data not shown). Based on the fact that 

inverted and non-inverted segment was fused in head-to-

head orientation and the chromosome end-like sequence 

appeared at the other end of the inverted segment, the inv-

dup-del structures were conirmed in these cases.

Although high-resolution microarray did not detect 

an intervening copy-number-neutral region between the 

inverted and non-inverted segment, reined analysis of the 

breakpoint junction sequences identiied a small copy-num-

ber-neutral region at the junction in all of the cases with 

a non-recurrent inv-dup-del (Fig. 2, red arrows). The size 

of the copy-number-neutral regions ranged from 1741 to 

3728 bp (Fig. 3, Table 1). Microhomologies from 1 to 3 bp 

were found at breakpoint junctions between inverted and 

non-inverted segment in 5 cases, but none were evident in 3 

Fig. 1  Copy-number-proile of the inv-dup-dels determined by micro-

array. Copy-numbers were determined using an Afymetrix CytoS-

can microarray and visualized with ChAS software (Case 2, 3, 8, 

9, 10). The upper blue plots show the signal for the weighted log 2 

ratio. The lower plots indicate the B allele frequency. Copy-numbers 

were also determined using an Agilent CGH microarray and visual-

ized with Genomics Workbench (Case 1, 4, 5, 6, 7). The log 2 ratio 

of the genomic copy-number is also plotted and indicated by horizon-

tal lines. Illustrative diagrams of chromosomal structure are shown at 

the left. Inverted duplications are shown by arrows with orange color. 

Other rearrangements are shown with green color
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A B

1kb

Case 2, chr4:177,374,731-177,388,614

1kb

Case 3, chr9:8,214,796-8,227,222

Fig. 2  Discordant reads at the junction of the dicentric chromosome. 

a Strategy for determining mate-pair sequences. The upper panel 

provides a schematic of the reference human genome structure. The 

lower panel depicts the assumed structure of the inverted duplication. 

Gray reads show normal paired-end reads, which were mapped in the 

forward and reverse direction to the reference genome. Green colored 

reads indicate discordant reads, which were mapped in the same ori-

entation. Red arrows indicate the putative breakpoints. b Mapping of 

mate-pair sequences on the reference human genome sequence. The 

region around the breakpoint of dicentric chromosome was shown 

using IGV browser. A characteristic volcano-like pattern could be 

observed

Fig. 3  Distribution of the 

lengths of the intervening copy-

number-neutral regions. Bars 

indicate the number of analyzed 

cases in studies published 

from 2003 to 2014 (black bar) 
4,5,15,16 and in this current study 

(hatched bar)
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cases with the remaining subject carrying a 4 bp microinser-

tion (Fig. 4, Table 1).

To investigate whether the initial formation of the dicen-

tric chromosome in our study subjects was caused by an 

inverted repeat sequence at the breakpoint, we conducted 

sequence similarity analysis around the breakpoint region. 

Sequences with high similarity were found as expected in 

the inverted orientation at the proximal and distal end of 

the copy-neutral-region in the two recurrent 8p inv-dup-del 

cases (case 9 and 10), suggesting that the breakpoints were 

located within the olfactory receptor-gene clusters (Fig. 5). 

In contrast, signiicant inverted repeat sequences were not 

observed in any of the other inv-dup-del cases (cases 1–8). 

It is likely that the inverted duplications were generated in 

these eight individuals through repeat-independent, micro-

homology-based mechanisms, such as FoSTeS/MMBIR or 

microhomology-mediated end joining (MMEJ).

Breakage of the dicentric chromosome to form 
an inv-dup-del rearrangement

We additionally analyzed two fetal loss cases for which 

molecular cytogenetic analysis revealed evidence of dicen-

tric chromosomes leading to inv-dup-del formation. Case 

11 underwent a miscarriage after 8 gestational weeks. Kar-

yotyping of her POC sample revealed that all clones har-

bored add(13)(q22). Furthermore, derivative chromosome 

13 showed a mirror structure. NGS chromosome analysis 

further revealed a copy-number-gain adjacent to a deletion 

on chromosome 13 (Fig. 6a). Based on these results, we con-

cluded that the derivative chromosome was an isodicentric 

chromosome 13 (idic(13)). When we used uncultured POC 

cells for NGS copy-number-analysis, we identiied an inv-

dup-del pattern on the chromosome 13 which was likely to 

have derived from a breakage of idic(13). Intriguingly, the 

endpoint of the deletion of the two samples did not show 

concordance. If the inv-dup-del was a breakage product of 

idic(13), the deletion endpoint should be concordant, but the 

position of the deletion endpoint in inv-dup-del was more 

proximal (see “Discussion”).

Case 12 (Fig. 6b) underwent a stillbirth at gestational 

week 34 due to multiple fetal anomalies. We analyzed three 

independent cultures of her POC sample. Karyotyping 

from one of the cultures revealed a 46,XX,del(15)(q26.1)

[46]/46,XX,psu idic(15)(q26.3) mosaicism [8]. To analyze 

for a possible breakage of the idic(15) chromosome, we 

performed an SNP array of the same sample. We observed 

a stepwise copy-number-loss on chromosome 15q. It was 

likely that the distal breakpoint corresponded to the idic(15) 

breakpoint whilst the proximal breakpoint corresponded to 

a terminal deletion endpoint or inv-dup-del endpoint. We 

performed karyotype analysis of another culture which 

revealed 46,XX,add(15)(q26.1)[24]/46,XX,del(15)(q26.1)

[19]/46,XX,psu idic(15)(q26.3)[14]. As was the case with 

the irst culture, an SNP array indicated a stepwise copy-

number-loss on chromosome 15q. The distal breakpoint was 

Case 2

AGACGGAGGAGGGAGAAGAGGGGACCAAGGGCTGAAAAAC

CTTCTGTTTAATATACTAGGGCAGAAGTGCCTAGTGAACA

Case 3

TTAGCAGATACATGATTTGTAAATATTTTCTCTCATGTTG

TGACAGTTCATTTATGTTTAGTCTGTGAAGGGCTATCTTG

Case 5

CAGGGAAACAGCCACCGAATGCAATACGCTGATTTCCGCC

GCTCTTTGGCCACTGAACTTGGCCATTTGCTGTTTTAAAA

GAAATAAATGCCTTTCTTTGAAAGGCATTTATTTCTTCTT

CATCAAAGTGTTGCTTTCCGTTGTTTCCATCAACAATAGT

Case 4

AAATTTGCAACTGATAGAATTGTGAGATATATACATGGAT

TTGTATTGACTTAAAAAGCTTTCAAATGCTGGGTATAGTG

Case 7

TTCTGCAGACAAAGAAAGAAAGAAAGGAAAACACTCTACC

GCTTAGCAGCTGCAAGTCAAACAACCTATTGAGCAAACCC

Case 1

GTGCCATTGCACTCCAGCCTGGGCGACAGAGCAAGACTCC

GATTACAGGCGTGAGCCACTGCACCCAACCAATTTTGTTC

Case 6

ACTTGTAAGCCCCTTACATAAGCCATAAGACTTTGAAAGC

CGCGGTGGCTCACGCCTGTAATCCCAGCACTTTGGGAGGC

Case 8

AACACACAAACATCAAAAACTGATTTTTAAAGTTTCTCTA

CGAATGAATAGACCAGCTCTATCGGAACAAGAGACTCTTC

Fig. 4  Junction sequences of fold-back chromosomes. The orange and green characters indicate the plus and minus strands, respectively. Blue 

characters indicate homologous nucleotides. Gray characters indicate unknown nucleotide insertions
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found to be identical to that of the irst culture, whilst the 

position of the proximal breakpoint difered (see “Discus-

sion”). In addition, a copy-number-gain of chromosome 

17q was observed, suggesting that the add(15)(q26.1) was 

der(15)t(15;17)(q26;q21). We also performed SNP array 

analyses of a frozen uncultured sample for case 12, which 

indicated a copy-number-gain on chromosome 9q in addi-

tion to a stepwise copy-number-loss of chromosome 15q, 

which might be derived from a line with 46,XX,der(15)

t(9;15)(q34;q26). In summary, the unstable idic(15) chro-

mosome may be susceptible to DNA breakage, leading not 

only to inv-dup-del rearrangement, but also to a terminal 

deletion such as del(15)(q26.1), or other unbalanced trans-

locations like der(15)t(15;17)(q26;q21) or der(15)t(9;15)

(q34;q26).

Discussion

We conducted our current molecular cytogenetic study to 

clarify how an inv-dup-del rearrangement is generated. We 

carried out the breakpoint junction analysis of dicentric 

chromosomes and a follow-up survey of secondary rear-

rangements that arose due to these dicentric chromosomes.

Involvement of a replication-based mechanism 
in the formation of a U-type dicentric chromosome

SNP microarray data showed a significant difference 

between recurrent and non-recurrent inv-dup-dels. Recur-

rent inv-dup-dels harbor large copy-number neutral region 

between the copy-number-gain and -loss. In contrast, 

Case 9, 10

Case 3

Case 5_trp Case 5_dup
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Fig. 5  Sequence similarity analysis of the small intervening regions 

in our case subjects. Intervening regions which covered ± 1 kb around 

the copy-number-neutral region are schematically represented on both 

axes. Black bars indicate copy-number-neutral regions, while blue 

and red bars indicate copy-number-gain and -loss, respectively. We 
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non-recurrent sporadic inv-dup-dels do not have copy-num-

ber neutral region. This implicates mechanism leading to 

the formation of a dicentric chromosome might be difer-

ent. The endpoints of copy-number-neutral regions were 

located within the OR gene clusters. This suggested that the 

repetitive nature of OR gene clusters was involved in the 

development of the recurrent inv-dup-dels in cases 9 and 

10. NAHR between the OR genes may possibly underlie 

the most common recurrent inv-dup-del (Giglio et al. 2001; 

García-Santiago et al. 2015). Although we used high-res-

olution microarray in our current study, any sporadic inv-

dup-del cases were not able to detect copy-number-neutral 

regions between the copy-number-gain and -loss. It was 

previously proposed that a symmetrical U-type exchange is 

the underlying mechanism leading to non-recurrent dicentric 

chromosome formation (Rowe et al. 2009). In our current 

study however, when we analyzed junction sequences at 

a nucleotide resolution, asymmetrical dicentric structures 

with an intervening sequence were observed. The presence 

of microhomologies or microinsertions at the fusion points 

of inverted and non-inverted segments (Fig. 4) indicated that 

the inverted duplications were generated through repeat-

independent, microhomology-based mechanisms, such as 

FoSTeS/MMBIR or microhomology-mediated end joining.

In a previous report, Hermetz et al., proposed a fold-

back model for the formation of dicentric chromosomes 

via a double-strand break (DSB) repair pathway (Hermetz 

et al. 2014). In this model, a DSB undergoes resection, 

which generates a long 3′ single-stranded DNA (ssDNA) 

overhang. This in turn promotes intrastrand pairing to the 

short inverted repeat via a homology-based mechanism lead-

ing to the formation of a dicentric chromosome. Notably 

however, we did not observe any homology between both 

ends of the intervening copy-number-neutral region at the 

boundary of the inverted and non-inverted segments in our 

current cases (Fig. 5). Further, the size of the intervening 

sequence showed a unique distribution, ranging from 1 to 

5 kb in our analyzed cases. When we increased the num-

ber of inv-dup-del cases using data from previous studies in 

which where the breakpoints of inv-dup cases were analyzed 

at a nucleotide resolution (Ballif 2003; Bonaglia et al. 2008; 
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chromosomes in both subjects led to secondary structural rearrange-

ments. a Case 11 harbors a chromosomal abnormality on chromo-

some 13. The upper panel shows a cultured sample and the lower 

panel shows an uncultured sample. Chromosome 13 was painted 

with a yellow signal. Copy-number-alterations are indicated in blue 

(copy-number-gain) and red (copy-number-loss). b Case 12 harbors 

chromosomal abnormalities on chromosomes 9, 15 and 17. The upper 

and middle panels show cultures of sample 1 and 2, respectively. 
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in blue (copy-number-gain) or red (copy-number-loss). In cultured 

sample 2, chromosome banding revealed three diferent karyotypes
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Rowe et al. 2009; Hermetz et al. 2014), the size of the inter-

vening sequence peaked at 1–5 kb (Fig. 3).

Uncoupling of the helicase and polymerase leads to a 

single-stranded DNA in the leading strand, which when 

stalled can produce an uncoupled nascent lagging strand 

under certain conditions. Such single-stranded DNA can be 

up to 3–5 kb in length, depending on the nature of the rep-

lication fork block (Lopes et al. 2006). It is likely that the 

tight distribution of these sizes may relect a resolution of 

the replication fork block through template switching within 

the same replication fork. Interestingly, when we increased 

our current sample number by including prior data from the 

literature, another low-pitched distribution curve appeared 

up to 100 kb (Fig. 3). This possibly relects a resolution of 

the stalled replication fork by an adjacent fork which may be 

distant in a genomic sense but in close proximity within the 

nucleus. We are thus proposing a replication stall model as a 

mechanism of formation for U-type dicentric chromosomes.

Dicentric chromosome instability results 
in secondary rearrangements

In general, dicentric chromosome breakages would pro-

duce two reciprocal products: inv-dup-del chromosomes 

and terminal deletion chromosomes. We observed in our 

present series that two POC samples had a mosaicism of 

cells with dicentric chromosomes and inv-dup-del or other 

rearrangements associated with the dicentric chromosome. 

This suggested that the formation of the dicentric chromo-

some and other related rearrangements including the inv-

dup-del were sequential events. The breakage of an unstable 

dicentric chromosome leads to the formation of not only an 

inv-dup-del chromosome and terminal deletion chromosome 

after stabilization through telomere healing of the broken 

ends, but also results in various structural rearrangements 

via stabilization by telomere capture.

Interestingly, our SNP microarray analysis of case 11 

indicates that the endpoint of the deletion of the possible 

inv-dup-del was more proximal to that of the idic(13) chro-

mosome. This suggested that the inv-dup-del chromosome 

might have originated from a terminal deletion chromosome 

reciprocal of the inv-dup-del chromosome derived from a 

breakage of idic(13). The terminal deletion chromosome 

might form a U-type dicentric chromosome leading to the 

second inv-dup-del chromosome having the proximal dele-

tion endpoint. Likewise, SNP microarray data for case 12 

indicated a more proximal endpoint of der(15) to that of the 

idic(15). This also suggested that the der(15) chromosome 

might have been generated in the second round of break-

age of the dicentric chromosome. Dicentric chromosome 

must be stable and segregate to daughter cells correctly since 

one of the centromeres is functionally silenced (Stimpson 

et al. 2010). However, just after the formation of a U-type 

dicentric chromosome, both of the centromeres might be still 

active and the dicentric chromosomes are therefore unstable, 

leading to secondary rearrangements into various derivative 

chromosomes (Soler et al. 2003; Chabchoub et al. 2007; 

Schlade-Bartusiak et al. 2013; Pedurupillay et al. 2014). 

Hence, we can observe multiple clones with diferent deriva-

tive chromosomes.

Finally, in case 12, two types of translocation chromo-

somes related to the idic(15) chromosome were observed. In 

general, an unbalanced translocation would originate from 

segregation of the one of the translocation chromosomes 

from a balanced translocation carrier. However, our current 

results suggest that if the unbalanced translocation arises 

as de novo, it might originate from breakage of dicentric 

chromosome followed by telomere capture using the other 

chromosomal end.

In summary, a dicentric chromosome is so unstable that 

it leads to the generation of an inv-dup-del chromosome, 

as well as a reciprocal terminal deletion through telomere 

healing and also an unbalanced translocation via telomere 

capture.
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