EFR

100%
90%
80%
70%
60% -
50% |
40%
30%
20%
10% -

— ZRAETCPCEL

",
oot
s Yo

e, S
i S
o ey
Sy

Fe

- SRR TCPCAE L

P<0.05

0%

100%
90%
80%
70%
60%
50%

&HE

40%
30%
20%
10%

0%

5 10 15 20 25
R (5F)
B17. TCPCEMRIEITHDF &

e —SETCPCHY  —MIETCPCHY

30

5 10 15 20 25
BRI ()
18. TCPCFMTIEITHD T

-19-

30



%= 1.5EIEIE 698 fHlICHITAIDESRRAR

(FEHFITOZEBILEBLTLD)

MRE Ukt
HEEEFHF 585
AEMEDE 373
BHibE 371
ARIXBARS 322
fmENARIR %2 321
il {8 £ K &R AR 279
fifi & A BT 5 257
EIPNIA =S S 232
DERRERE (—X7) 72
DEFRRIE A
EREDE 63
£ RFHIRE T 50
DERRERE (ZRA) 39
EEMEDE 39
Bk ERE 37
Al 31
RimFEERER 28
Kl B #rih 19
ffimE (meanPAp>25mmHg) 18
FERBIRAMENAREIE 1T 14
EEEMK 11
Z Dt 183

-20 -



= 2.%084E 395 BlZBITHDEENER
(BEF TOEZEMBITIEELTILD)

MR E Bl
HBEEH 141
EEINRY & 127
DEPfRRIE 122
AEMEDLE 110
HibE 108
K I A =ieih 99
i 8l _E K AR 90
ARHRAE S 71
fi=mE (meanPAp>25mmHg) 60
E b KERRETR 53
EEDNIRESEE 49
KENRE 43
DEPRRE (2R 40
DEHRRE (—XF) 18
KInEERifk 17
BARE BT 15
Z Dt 146

221 -



R3. BIECHTIEERPEAR
EgnaedOnd -~
it ,
D RIRAE y
RBAR % )
i g
fif 4¢ 9
212 N
154
®4. BRECHSTDEEBRLENR
Efndzthd _—
DMEAE »
B MAE 9
i R 755 6
fif ¢ 4
32! 8
38

-22 -



=5, EEEDEEREE (n=131) [TBITHEXE

EAE H5 SR
fifi X BRKE 31 24%
MRSA 10 8%
a—streptcoccus 4 3%
ER 3 2%
H.influenzae 2 2%
*6. BERFICET279FORURENEERSOHR

HRIE 698 A (FDSHEEREE 131 A)

DOFUERE (Ca—EN\VIREEDH) 110 A 5%
A EERPEREE (Ca—F/\VIREEDH) 5 A (7/110)
DHOFERE (TLAT—EEDOH) 15 A 0%
BREREERLEREE (TLAT—EEOH) 0 A (0/15)
FEVIFIRIER 415 A 18%
ERERKREEN 75 A (75/415)
TR S H 100 A 6%
HNRHARE D EfE AR AEREE 6 A (6/100)
FHMRERIERESE 440 A 19%
BEREENY 83 A (83/440)

223 -




®7. BEE FWETRER

Ffift f5I% . Fim
TCPC 321 4.79+5. 25(3d~38y)
Shunt 193 1.25%2.68 (1d~17y)
TAPVC 102 1.23+2. 94(0d~16y)
PAB 93 0.44+1.29(1d~9y)
Glenn 76 3.80%5. 87 (3m~30y)

-4 -



I sEE#



PIBSENTIE R RE D% L IR ERICE T 2 FRICE SV e
PRRRSE NLE BB D YR AR e

WAL

HEJHE & ZRAED & 72 B NIBSENDEFEREL . B LT RICARAER . REETREEZE
BE AEFERTH D, 10,000 AC 1 AOBEETRAET 2472, REALHO, FERARDE
BThHD, SERMELEEIX, BLE, BOFE, HBEESR. MERkE, WK A=
MRRE/ R ENABE L. FOERIE. RIRENLOLAE, HAERMMOOFT /—E, LR
4 (WILREE, SR, KEBENAR) RETHD, FHPLIEZLEIRETH S 5 21U
FHFLTHFMBERBICOALREICLAE AL D, BEECTITIERICE SRS
B E RO 5, WIE, ZMUE CIXERRIYE OBE bR < BUMIE TIIRHIC EERG
JEIZ X DFET I E,

Tl
WEFRES—FEEL LD, LORERFIAHTH S,

W =B HHE

EIEYE (i, MM LNIER, ik ) 2605, BRIELEREBICHED O
Ké‘%7/~€ﬁ§wob%%®%ﬂ%ﬁuﬁ9%ﬁﬂ%@%éo%7/wtﬁ5$m
< b, BRE2E0 5, BERUDRESEERPEDLDIZ, BEITRIITRTH D,
ZEIRFE B SR T B, MILE DEERREIC L D B, NEA VU AZE LTI L&b DD,

| Ne-Waaeki-Fay

WA LR, NEENCIRE R DR B KT 2 AARER. HIRH—RR A
FRYYE, DAEI T#éﬁﬂ%ﬁ#ﬁﬁf%é

M CITHELE, WBRERERNPE, KEOLNFINI T+ 2 U FIRTH L,
A B H SO VR BT LR AT A B AR HE AT 7 & DI B D3 HEAT S 4L D, IHENAREASH 72
SAEBESGNS T RZ 7Ty Bl OREERE L, A% 2- 3B CEBIIN 2T 5,
Fifi s MLE S AU 2 o A LINICBRBAEM A @I & 5, FLIRH, shiR#iCiT 7 v
VEE, T A H R RBEITEN D,

IR R T 2 A0 LI BIE T TR AE N, R, TORESS, BEEOWRHE
IR R & A 0F U7 EIE TiX, WifkE 2 &7 LT < FRAEY, Firo 24
OB, R AR OE, PHIRGRISR R CTh 5, B4 REIC IRt

_27 -



RIS DFET 2501, MITFRIRERER IS L COFIRBSLEL 25, ik
IR GRARBE L %@Wﬁfb@wFA i, %&%%%@%rﬁ%wim#wibw Jifi
AR IEEIEZ (S 20 CESEAFEL ERFBIRICERE T 25410, Bl ERE L ows
FILE LN LD,

AR, LIRMICHEEL EOBRERFOWSRN D BT, FEAE, LEBFEE
FOFRPBLET 2D Z LR DN, FERIEHEITL CORYERERELR2NI L b H
. ANTHERIFPLEL D22 bd D, LAME COBEEREEITFOBERICE L
T, WEEFRHATH S, HBEEFRPSH 5 BH T, EHEAT-CHBARGIE T A3 25 77
Bpid, el E AR & BRI AT 3R & B O HE S 5,

TAUH T, BMEO TR AERET D, T4 X U FEITICEIT T, SiA R
LRI BEONE, AREHEEY LT R&ETh 5,

%%Efi\%§$hﬁﬁ\ﬁkmﬁﬁiﬁﬁﬁ‘%ﬁkm%ﬁ%ﬁﬁgwo%%ﬁ?
12@$%£*mtémiin@ AN T 4 & R HEIT SN D Z & B%0,

([ ZIETH LAFES R EMR AT 2 LDEREENTRAEER D 5, E
¢%K@\E§¢%K%\ﬁkmﬁﬁitﬁrm—%&kﬁhé

ZRE C b BT A RO RL R BT, B OMBIIRMALITENIREI 84 722 & A AT, i
R LT 23 & AU IR ENIRKEAE AT A3 AT S B, FLIRHI, ShIRENCIZ 2 Vo i, 7o & v
FHSHEAT SN D, WIRME R BERIGRE, 15IE R AEFRIGE CTlEsh F— R 2 0
RS T DRI, £ 7NV AL v FFEIRFN B INEZ Enb 5B,

ZIE CHEEFHABERNENFEERL L, FAEBMNLLALERIEL, FRFARETH S,
BEAAENENPEEL L b BEFOBEMBHIT SN S,

ZIE T, M@EMLEICZR LT WEAN S 5 O THEET ALERD S,

NEE T ORI EETRUTAIEIT Sh AR D - 2 BE0, AN T L o CLRBEER
BIRENTWRVNEENR DD, TOLIRFITIEFT ) —ERFELTWAZ ERBHED
TEEBRBRIEL, M T LRSI 5 FEMIBER 2 Sh b,

W

BER, HLIRHI OB O ERERYIEIC X D EERE, T4 X U FIRCE S
PIOFHFRITHBER R CH DD, BRMBKEIOVELZRETH D, 7404 Fifik
O/EE AT, BEROHEFAECLREEREICL D LRENFET S Z N
BB, itk 20 £ THI 3 0 % DFEFIASLARERLMARE, BERHMEEBEL S0 5, 228
FEH 3WIIRET D,

EEEEROREEL D ZENEL FEIRICH L TH T —F WIREEBIT LY .
TEIREZRES 2 UERTTERYTE, 74 ¥ FIROERE. % 204£ET5 0%
DIEFIH L EVEBEH S LEME 2 RIET 5,

ZRE TSR A ENEHTEZ L2835 5, BRIRICK L TR—R X — B —Hi 2 A LM

-28 -



MBI ABTZ Ebb D,

HERE T, BIHIRERERE 240 L TV A5EICIE, TRITEY, T BRMEIGER
BEEFRL, DOTT L UFEH, 7402 oFIRBET S5, FIFORER X OEH
FRARIIRRE CH D,

W Y

MEJBUE 4935 AR, ZIHJE 4200 NEEOBIE TIL, EEBIYEOEMBEE (BF 1 TA
%t) 1. HERRUE T 265, ZME T 88 Th oo, MMUERE I D EIERAGYIE O RESRIT,
NIRSERTIE BB & (D 7 WERMEDRBBRE AT, HE (p<0.05) IZERTH-72 (K
1), BT, FiARERERRYYED, MEMEE O BERYERE O 24% % 5T (K 2),

P<0.05

300 | P<0.05

250

200

150

100

50

o i . e B ) L
mASSE LR avbko—ib DEPRRE KBRS
H1. EFEBRLAEREREE-—FARD
25% 24%
20%
15%
10%
8%
5%
3%
2% 2%

0%
i 8 BR MRSA a—streptcoccus B H.influenzae

H2. SEFEOEEBPE(N=13NIIHBTHERE

-29-



W EE R YYE ORI R

1) LNEZROFBE

EGAE LPIRR O F B3 HESE S 2 REINRFRIRASE L 0 & | EFE T EN L,
ZDZ LT, EEE, ZMERFIZBW T, RE-CFRNTENI BT 5 RGOS O
TR EBIDDLRETHD, B AT BB T D EYMELNERTEOHA KT 4
DEEIZ LI D,

2) UVIFLEE

BEMEIC W TIE, FRMERE T 7 7 U S MR YSE 2D S5 0T, HEili
IRTBER SR SN D, MEIRE, ZHUE L bICA% 6 BB TX 37217 B8 0 ffid WEkE
U Fr (Fo_F—) SERERESHRIND, A7V FEY 2 F o Hib U
FUVBEBOMRIIRERATHLH, VI F U EEREE LV, 25U M% MER
%Uﬁ%y&ﬁm\23%%%&&%77%V(:1~%ﬂyix)T%#ib&ho

3) & H OTFERIFAEME NAR

MMAETIE, B B O TS RNIRE 5 SR 2 D S50 T, s F L
BEROFEII»D LT, FHRRMEES NS, BEAHEEOEE. BT F
BICh 223, AMPC 10mg/kg/H D 3 /3R PAHEIE S5, W F CHIRT 2 2N ou
Th, F—HRARVKE, —EORAEHRTHH4 K4 (1), 58E CORMEH
I BEHA RTA L QRERD D,

SCER

(1) Guidlenes for the prevention and treatment of infection in patients with an
absent or dysfunctional slpleen. Working Party of the British Committee for
Standards in Haematology Clinial Haematology Task Force. BMJ 1996; 312: 430-434.

(2) Infectious Disease and Immunization Committee, Canadian Paediatric Society.
Prevention and therapy of bacterial infections for children with asplenia or
hyposplenia. Paediatric Child Health 1999; 4: 417-421.

-30 -



M WERREOTHITICETI—ER



B LET . » INER RN
Leses | T7/E FA M ?ryﬁb)*?/r‘/(%z REEFH O 2011 26-30
e TIRBGREY
[ N SE
ﬁ@%ﬁ‘ ERERR A @g%g;ﬁ o LI | 2011 | 18-24
—F
BBV CESERTE
L, | DER~OT TR EBM /)R
UJE—AI%W% FoHFRERBED | BHEE B0 & | PHEET BUR 2011 60-69
S | LEZ OB AR 2010-2011
i
. [0 o I Ak SR Va7~
pe | (BESESEED | Aws mREL PR | WRENEE | VRS | R | 2010 | 2
=
s :‘/3‘7‘:‘}:/77\“.
i | g BORFIEL | o gmE BB | ERBARE LR | s | ot | 0zt
- v
TN

~33-



StemCells

Kawaguchi N, Hayama E, Furutani Y, and | Prospective In Vitro Models of Channelopathies . in
P . X International
Nakanishi T andCardiomyopathies. Revi press
eview
Chida A, Shintani M, Yagi H, Fujiwara M,
Kojima Y, Sato H, Imamura S ,Yokozawa M,
Onodera N, Horigome H, Kobayashi T, Hatai . .
X, Nakayama T, Fukushima H, Nishiyama M, 3;‘;2‘;‘2?12105 fmcg%%d and ALK Mﬁiﬁ Am J Cardiol in
Doi S, Ono Y, Yasukouchi S, Ichida F,Fujimoto Carriers press
K, Ohtsuki S, Teshima H, Kawano T, Nomura Y, i
Gu H, Ishiwata T, Furutani Y, Inai K, Saji T,
Matsuoka R, Nonoyama S, Nakanishi T
Chida A, Shintani M, Nakayama T, Furutani Y, | Missense Mutations of the BMPR1B (ALK®6) Gene Epub ahead
Hayama E, Inai K, Saji T, Nonoyama S, | in Childhood Idiopathic Pulmonary Arterial CircJ pub al 2012
. . of print
Nakanishi T Hypertension.
Kodo K, Nishizawa T, Furutani M, . . . . -
Arai 8, Tshihara K, Oda M, Jetellc Analysis °{,E;Z‘r’l’g’a‘ﬁfﬁ"‘;?()ﬁfg“ﬁfgﬁ;"iﬂ Circulation Epub ahead | >
Makino S, Fukuda K, Takahashi T, Nakanishi T, . , ¥ Journal of print
L Congenital Heart Defects.
MatsuokaR, Yamagishi H
Nakayama Y, Hiramatsu T, Iwata Y, Okamura Surgical results for functional univentricular heart AnnThorac
T, Konuma T, Matsumura G, Suzuki K, Hobo with total anomalous pulmonary venous connection Sur 93(2) 606-13 2012
K, Nakanishi T.Kurosawa H,Yamazaki K over a 25-year experience. &
Ishibashi N, Park I, Waragai T, Yoshikawa T, . . . . .
Murakami Y, Mori K, Mimori S, Ando M. ffgf;éti’fnfﬁv ediol on heart failure in patients with | ¢,y agion 5 75 1394-1397 | 2011
Takahashi Y, Doi S, Mizukami S, Nakanishi T Y ’
Tateishi M, Hiramatsu T, Tomizawa Y, | Cardiac tamponade due to perforation by an JArtificial
Matsumura G, Konuma T, Yamazaki K, | Amplatzerstrialseptal defect occluder in a patient Oraans 14 261-263 2011
Yamamura H, Nakanishi T with Marfan syndrome. &
Nakanishi T, Sun F, Momma K, Matsuoka R Dilatation of the ductusarteriosus by nicolandil. Tgeersaeﬁffc 3 273 2011
. . . Effects of transforming growth factor-beta3 and
Obayashi K, MLWag?wg—Tomlta S, Matsumoto matrix metalloproteinase-3 on the pathogenesis of | AmJ Vet Res 72 194-202 2011
H, Kodama H, Nakanishi T, Hirose H N . .
I — chronic mitral valvular disease in dogs.

Higaki T, Kodo C, Tomimatsu H, Yamamura E, | Asynchronous contraction of the 2 ventricles International
Yamamoto E, Konishi K, Nagashima M, | caused by ventricular pacing after a Fontan-type JnCar diolo 150 ell6-118 2011
Nakanishi T operation in a patient with a biventricular heart. &Y
Nakazawa M, Uchida K, Aramaki M, Kodo K, Inositol 1,4,5-trisphosphate receptors are essential ﬁgf::ég
gzz:gizg; HC’ Takahashi T, Mikoshiba K, for the development of the second heart field. Cellular 31 58-66 2011
2amagishi 1 Cardiology
Maeda J, Yamagishi H, Furutani Y, Mitsuhiro American
Kamisago, Tadashi Waragai, Shinji Oana, Hiroki . . . . !

.. The Impact of Cardiac Surgery in Patients with Journal of
Kajino, Trisomy 18 and Trisomy 13 in Japan Medical 1554 2641-2646 201
Hiroyuki Matsuura, Katsuhiko Mori, Rumiko pan. Geneti
Matsuoka, Toshio Nakanishi eneties
Tsuchihashi T, Maeda J, Shin CH, Ivey KN, | Hand2 function in second heart field progenitors is | Development 351 62-69 2011
Black BL, Olson EN, Yamagishi H, SrivastavaD | essential for cardiogenesis. al Biology i

-34 -




Li Q, Kannan A, DeMayo FJ, Lydon JP, Cooke

The antiproliferative action of progesterone in

gizgcﬁg??gglshx H, Srivastava D, Bagchi MK, uterine epithelium is mediated by Hand?. Science 331 912-916 2011
Yamazaki D, Tabara Y, Kita S,
Hanada H, Komazaki S, Naitou D, Mishima
A, Nishi M, Yamamura H, Yamamoto S, TRIC-A channels in vascular smooth muscle
Kakizawa S,Miyachi H, Yamamoto S, contribute fo blood pressure maintenance Cell Metab. 14 231-241 2011
Miyata T, Kawano Y, Kamide K, Ogihara T, p :
Hata A, Umemura S, Soma M, Takahashi
N, Imaizumi Y, Miki T,Iwamoto T, Takeshima H
Elisa Venturi,Kazuhiro Mio, Miyuki Nishi
Toshihiko Ogura,Toshio Moriya,Samantha J. | Mitsugumin 23 forms massive bowl-shaped . .
Pitt, Kazutaka Okuda,Sho Kakizawa, Rebecca | assembly and cation-selective channel. Biochemistry 50 2623-2632 201
Sitsapesan,Chikara Sato, and Hiroshi Takeshima
The role of the large-ciondactance
Sun F, Hayama E, Katsube Y, Matsuoka R, | voltage-dependent and calcium activated potassium Heart & 2 556-564 2010
Nakanishi T channels in the regulation of rat ductusarteriosus Vessels
tone.
Tomita H, Nakanishi T, Hamaoka K, Kobayashi | sienting in congenital heart discase. Circulation J 74 1676-1683 | 2010
Toyoshima K, Momma K, Nakanishi T In vivo dilatation of the ductus arteriosus induced | poy peg 67 173176 | 2010
by furosemide in the rat.
Guidelines for Diagnosis and Management of
Shunichi Ogawa Cardiovascular Sequelae in Kawasaki Disease (JCS CircJ 74 1989-2020 2010
2008) JCS Joint Working Group.
Fetal Reversed Constrictive Effect of Indomethacin
. N and Postnatal Delayed Closure of the
Toyoshima K, Momma K, Nakanishi T DuctusArteriosus  following Administration of Neonatology 96 125-131 2009
Transplacental Magnesium Sulfate in Rats.
.. . . Increased P-selectin expression on platelets and
Kajxmoto H, Na!(aL.awa M, Murasaki K, decreased plasma thrombomodulin in Fontan CircJ 73 1705-1710 2009
Hagiwara N, Nakanishi T .
e patients.
. . Delayed neonatal closure of the ductusarteriosus
Momma K, Toyoshima I.<’ _Ito K, Sugiyama K, following early in utero exposure to indomethacin | Neonatology 96 69-79 2009
Imamura S, Sun F, Nakanishi T .
- in the rat.
BER
WA OERENERBOBBILELRBESE- | BTI77
LA, SRAMGE e LRE-1) NESORRELNERE Rl | 4 X 18 KA 2012
ol & HRLIT otz
RYELEE
N — BT & HRROMES - XV, IIEFEODBE - 16F | SEIREE
N — i Lﬁ =] = iz =) ~
AR DER ) 529-535 2011
NI JMPREBIE OB £ WBIRON AN H/0F (74 | BAER | (80| 529535 | 201
BE JIEHEOAKICEES —HITHL ]
M E— WIFZED B —IL BAEICEE D (REMZE»D | NERBEK 79 1163-1170 2011
AT ED) FER]
TOIREE 2 A7 5 ) | MREEE ORRRD | |
AINE—. % TEE Bl L MBI ASRET R O BRERE B B8 %ssoc 17 66-74 2011
T5
e %%r&/uﬁ%@xﬁh%iﬁ%‘ﬁ AT 5 D Tol;ggnl:ljart 58 3139 2011

-35-




=
TE

N

DEDFEAE - BZE N T AL T T Lol 43 615-619 2011
. ot ﬁfgg%g?oﬁ:mmﬁﬁ‘ IROBE. 25 52 551-556 | 2011

B BRI BT B )IIBR R BRE 2 & 2 Vascular

%) %%é?&?ﬁv—@@%%—ﬁfz/\,ﬁﬁ DR M LR B Medicine 6 15-21 2010

4 %]

iﬁggfﬁﬁﬁﬁoﬁﬁﬁﬂ)%g%té MEx ol 0 163-169 2010

JEF7 1 B ARSEZE D 7T vk R NRE 51 403-410 2010

- 36 -




IV BFEREOTITY - Bk



Advance Publication by J-STAGE

Circulation Journal
Official Journal of the Japanese Circulation Society
http: //www.j-circ.or.jp

Missense Mutations of the BMPRIB (ALK6) Gene
in Childhood Idiopathic Pulmonary
Arterial Hypertension
Ayako Chida, MD; Masaki Shintani, PhD; Tomotaka Nakayama, MD; Yoshiyuki Furutani, PhD;

Emiko Hayama, PhD; Kei Inai, MD, PhD; Tsutomu Saji, MD, PhD;
Shigeaki Nonoyama, MD, PhD; Toshio Nakanishi, MD, PhD

Background: Mutations in the bone morphogenetic protein receptor type 2 (BMPR2) gene, the activin receptor-like
kinase 1 (ALK1) gene, and SMADS gene have been reported in heritable pulmonary arterial hypertension (HPAH)
and in idiopathic pulmonary arterial hypertension (IPAH). However, almost 30% of HPAH cases and 60-90% of IPAH
cases have no mutations in those genes. This suggests that there remain unidentified genes associated with HPAH
and IPAH.

Methods and Results: This study screened for mutations in endoglin, SMAD1, SMAD2, SMAD3, SMAD4, SMADS,
SMADG, SMAD?7, bone morphogenetic protein receptor type 1A (BMPR1A) and bone morphogenetic protein recep-
tor type 1B (BMPR1B) genes in 43 IPAH patients who had no mutations in BMPR2, ALK1 and SMADS8. Two mis-
sense mutations (c.479 G>A S160N, ¢.1176 C>A F392L) in BMPR1B were each identified in 2 IPAH patients. Im-
munoblot analysis revealed that the BMPR1B F392L protein promoted SMAD8 phosphorylation. The response to
BMP was analyzed using promoter-reporter activities. The transcriptional activation of the BMPR1B F392L protein
with SMADS increased above that of wild-type BMPR1B with SMADS, and those of BMPR1B S160N and F392L with
SMADS8 and SMAD4 were each increased above those of the wild-type BMPR1B with SMAD8 and SMAD4.

Conclusions: We identified 2 novel mutations in BMPR1B in 2 patients with IPAH. Our study suggests that BMPR18
mutations are associated with the pathogenesis of IPAH.

Key Words: BMPR1B; Gain-of-function; Gene mutation; Pulmonary arterial hypertension

severe, potentially fatal disease with an estimated in-

cidence of approximately 1-2 patients per million per
year.! In the absence of treatment, PAH leads to death with a
median survival of 2.8 years for adults.?

Editorial p?2?

The latest classification of PAH, the “Dana Point classifica-
tion”, proposed 5 subgroups of PAH: idiopathic PAH (IPAH);
heritable PAH (HPAH); drug- and toxin-induced PAH; PAH
associated with other diseases such as collagen disease, HIV
infection, portal hypertension, congenital heart disease, schis-
tosomiasis and chronic hemolytic anemia; and persistent pul-
monary hypertension of the newborn (PPHN). IPAH corre-

P ulmonary arterial hypertension (PAH) is a progressive,

sponds to sporadic disease in which there is neither a family
history of PAH nor an identified risk factor.?

HPAH is inherited in an autosomal dominant fashion with
10-20% penetrance and affects females approximately twice
as often as males.*

Bone morphogenetic protein (BMP) receptor 2 (BMPR2), a
member of the transforming growth factor (TGF)-f superfam-
ily, was identified as a primary gene for HPAH on chromo-
some 2q33 in 2000.5¢ BMPR2 mutations have been identified
in more than 70% of subjects with one or more affected rela-
tives and 11-40% of IPAH.3*

Other studies of the TGF-f superfamily revealed 2 further
genes responsible for PAH. Heterozygous mutations of activin
receptor-like kinase 1 gene (ALKI), located on chromosome
12q13, were demonstrated in patients with hereditary hemor-
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this study

Excluded from

Figure 1. Patient disposition.

rhagic telangiectasia (HHT) in association with PAH in 2001.7
Furthermore, Harrison et al demonstrated a ALK/ mutation
in 1 IPAH patient without a family history of HHT in 2005.8
In addition, we reported 5 ALK mutations in children with
IPAH/HPAH.? More rarely, mutations in endoglin (ENG)
have been identified in patients with PAH, predominantly with
coexistent HHT.!-13

In 2009, we reported the first nonsense mutation of SMADS
in an IPAH patient who had no mutations in BMPR2 or ALK1.
In the same year, another group reported that pulmonary hyper-
tension and lung tumorigenesis are promoted in Smad8 mutant
mice, which reinforced our hypothesis that SMADS is involved
in the pathogenesis of IPAH.!%

These genetic studies have considerably increased our un-
derstanding of the molecular basis of PAH. However, almost
30% of HPAH cases and 60-90% of IPAH cases have no mu-
tations in BUPR2, ALK1, ENG and SMADS.

We hypothesized that other genes that belong to the TGF-j
superfamily or other signal pathways (BMP/MAP kinase
p38 pathway, Toll-like pathway, Rho-kinase pathway, and so
on),'17 might be associated with the onset of IPAH/HPAH. At
the beginning, we attempted to screen for 10 genes: ENG,
SMADI1,SMAD2, SMAD3, SMAD4, SMADS, SMADG6, SMAD?7,
BMP receptor type 1A (BMPRIA) and BMP receptor type 1B
(BMPRI1B), involved in the TGF-/BMP signaling pathway in
IPAH/HPAH patients who had no mutations in BMPR2, ALK1
and SMADS.

Methods

Subjects
Seventy-four unrelated IPAH/HPAH patients were recruited
from Tokyo Women’s Medical University, Toho University,

Tohoku University, Kagoshima University, Sakakibara Me-
morial Hospital, National Hospital Organization Nagasaki
Medical Center, Social Insurance Chukyo Hospital, Toyama
University, Keio University, Nagano Children’s Hospital,
Kyoto Second Red Cross Hospital, Tsukuba University, Hok-
kaido Children’s Hospital and Medical Center, Gunma Chil-
dren’s Medical Center, Okinawa Prefectural Nambu Medical
Center and Children’s Medical Center, Okayama University,
Oita University, Shizuoka Children’s Hospital, Kitano Hospi-
tal and Beijing Anzhen Hospital (Figure 1). These subjects in-
clude 21 IPAH/HPAH patients from our previous study ? and
21 patients from the second cohort of another study.!* The di-
agnosis of IPAH/HPAH was made through clinical evaluation,
chest radiography, electrocardiography, echocardiography and
cardiac catheterization on the basis of current international
consensus criteria; mean pulmonary artery pressure >25 mmHg
at rest or >30mmHg during exercise.!® Patients with PAH
associated with another disease such as portal hypertension,
congenital heart disease including small ventricular septal de-
fect and atrial septal defect and PPHN were excluded from this
study by trained cardiologists. This study was approved by an
institutional review committee of Tokyo Women’s Medical
University. Written informed consent was obtained from all
patients or their guardians in accordance with the Declaration
of Helsinki.

Molecular Analysis

Genomic DNA was prepared from peripheral blood lympho-
cytes or lymphoblastoid cell lines transformed by the Epstein-
Barr virus, as described previously.!” The BUPR2 and ALKI
coding regions and exon-intron boundaries were amplified
from genomic DNA using primers, as described in previous
reports (PRIMER information was obtained from Deng et
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al®).2» Amplified products were purified using the QIAquick
polymerase chain reaction (PCR) purification method (QIA-
GEN, Hilden, Germany) and screened with bi-directional direct
sequencing with a ABI 3130x1 DNA Analyzer (Applied Bio-
systemns, Foster City, CA, USA). Eighteen BMPR2 mutations
and 7 ALKI mutations were detected by direct sequencing.
Some of these results were described in previous reports.”!*

After direct sequencing of BMPR2 and ALKI, multiplex
ligation-dependent probe amplification (MLPA) was used
to detect exonic deletions/duplications of BMPR2, ALKI and
ENG in 49 patients who had no mutations in BMPR2 and
ALKI. MLPA was performed with 100ng of genomic DNA
according to the manufacturer’s instructions using a SALSA
MLPA HHT/PPH1 probe set (MRC-Holland, Amsterdam, The
Netherlands). Probe amplification products were run on an ABI
3130xl DNA Analyzer using a GS500 size standard (Applied
Biosystems). MLPA peak plots were visualized using Gene-
Mapper software v4.0 (Applied Biosystems). For each sample,
peak heights of BMPR2 probes were normalized against the
sum of all control peaks. Patients’ samples were then normal-
ized to the mean of 3 normal control samples. MLPA analysis
revealed that 5 of 49 patients had exonic deletions in BMPRZ2.
Some of these results were described in previous studies.™ The
30 patients who had BMPR2 or ALK mutations were excluded
from this study.

Among the 44 patients with no mutations in BMPR2 or
ALK, all coding exons and adjacent intronic regions for ENG,
SMADI, SMAD2, SMAD3, SMAD4, SMADS5, SMADG6 and
SMADS were amplified using polymerase chain reaction. PCR
amplified products were purified and directly sequenced like
BMPR?2 and ALKI. SMADS nonsense mutation was detected in
1 patient, as described previously.!* After the above mutation
screening, we also screened SMAD7, BMPRIA and BMPRIB
mutations for the remaining 43 patients by direct sequencing
(Figure 1). Available data on the characteristics and hemody-
namic parameters of the 43 patients with IPAH/HPAH are
provided in Table S1 in the online supplement.

All sequences generated were compared with wild-type
BMPR2 (GenBank NM_001204), ALK! (GenBank NM.
000020), ENG (GenBank NM_000118), SMADI (GenBank
NM_005900), SMAD2 (GenBank NM_005901), SMAD3 (Gen-
Bank NM_005902), SMAD4 (GenBank NM_005359), SMADS
(GenBank NM_005903), SMAD6 (GenBank NM_005585),
SMADS (GenBank NM_005905), SMAD7 (GenBank NM_
005904), BMPRIA (GenBank NM_009009) and BMPRIB
(GenBank NM_001203).

When a mutation was detected, we confirmed that it was not
present in 450 healthy controls by direct sequencing.

Preparation of Plasmid
Mouse pcDNA3.0-hemagglutinin (HA)-Bmprlb, human pe-
DNA3.0-6xMyc-SMADS, pcDNA3.0-SMAD4 and BMP-re-
sponsive promoter reporter construct 3GC2-Lux were kindly
provided by Dr K. Miyazono (Tokyo, Japan). 3GC2-Lux con-
tains 3 repeats of a GC-rich sequence derived from the proxi-
mal BMP response element in the Smad6 promoter.?! We pre-
viously utilized the 3GC-Lux reporter gene for functional
analysis of the SMADS mutant in PAH patients.' In other
reports, 3GC2-Lux has also been used to assess the interaction
of genes belonging to the BMP signal pathway.?*-** Mouse
constitutively active (ca) Bmprlb was generated by mutation
of GIn-203 into aspartic acid.

Site-directed mutagenesis was carried out using a site-di-
rected mutagenesis kit (Stratagene, CA, USA). The construct-
ed plasmids were verified by sequencing. The antibodies used

were as follows: anti-HA rat antibody (Roche, Mannheim,
Baden-Wiirttemberg, Germany), anti-Myc rabbit antibody (Cell
Signaling Technology, MA, USA) and anti-phospho-Smad1/
Smad5/Smad8 rabbit antibody (Cell Signaling Technology). A
human BMP4 enzyme-linked immunosorbent assay was from
R&D Systems (Abingdon, Oxon, UK).

Cells, Transfection and Western Blotting

COS1 cells were grown in DMEM/F-12 (Sigma, St. Louis,
MO, USA) supplemented with 10% fetal bovine serum (Gibco,
New York, NY, USA) and 100units/ml penicillin-streptomy-
cin (Gibco). Transfection was performed with a Lipofectamine
2000 reagent (Invitrogen, Carlsbad, CA, USA) according to
the manufacturer’s instructions. For experiments on SMADS8
phosphorylation and gene expression, some of the cells were
cultured in DMEM/F12 containing 0.1% FBS for 4h, before
the addition of human BMP4 in DMEM/F-12 containing 0.1%
FBS for 1h. Twenty-four h after transfection, the cells were
lysed in lysis buffer (1 mol/L Tris-HCI [pH 8.0] 50 mmol/L,
0.5mol/LL EDTA 1 mmol/L [pH8.0], 5 mol/L. NaCl 120 mmol/L,
NP-40 0.25%). For Western blotting, the lysates were sepa-
rated on 10% resolving SDS-polyacrylamide gels, and proteins
were transferred to a polyvinylidene fluoride membrane by
semidry blotting. For phospho-SMADS8 and SMADS de-
tection, the membranes were blocked in TBS-T (50 mmol/L.
Tris-HCI [pH 7.6], 137 mmol/L NaCl, 0.1% [w/v] Tween 20)
containing 1% bovine serum albumin (BSA) for 1h at room
temperature. The membranes were rinsed with TBS-T and
incubated with primary antibody against phospho-SMAD1/
SMADS5/SMADS (1:5,000), Myc-SMADS (1:30,000) and HA-
BMPR1B (1:2,000) for 1h at room temperature. The mem-
branes were rinsed with TBS-T and incubated with HRP-goat
anti-rabbit IgG (Invitrogen) for phosphor-Smad8 and Smad8
detection, or with anti-rat IgG (Rockland, Pennsylvania, USA)
for BMPRIB detection. Blots were then washed with TBS-T
and bound complexes were detected using enhanced chemilu-
minescence (ImageQuant LAS 4000 mini, GE Healthcare).

Luciferase Assay

COS1 was transfected using the Lipofectamine 2000 re-
agent (Invitrogen) with 3GC2-Lux and wild-type or mutant
pcDNA3.0-BMPR1B and/or pcDNA3.0-SMADS and/or pc-
DNA3.0-SMAD4. Some of the cells were treated with human
BMP4 in DMEM/F-12 containing 0.1% FBS for 12h. Twenty-
four h after transfection, the cells were harvested. Firefly and
renilla luciferase activities were measured with the Dual lucif-
erase reporter assay (Promega, Madison, W1, USA) following
the manufacturer’s instructions. Results are expressed as the
ratio of firefly luciferase activity to renilla luciferase activity.
All assays were performed in triplicate.

Immunocytochemistry

COS1 cells grown on glass coverslips were transfected with
wild-type or mutant pcDNA3.0-HA-BMPR1B using the Li-
pofectamine 2000 reagent (Invitrogen). Cells were washed
twice with phosphate-buffered saline (PBS) 48h after trans-
fection. Cells were then fixed for 15 min at room tempera-
ture in 4% paraformaldehyde in PBS and washed 2 times with
PBS. Cells were incubated in 3% BSA in TBS-T for 30min
at room temperature for blocking nonspecific binding. After
blocking, cells were incubated with anti-HA rat antibody
(Roche, Mannheim, Baden-Wiirttemberg, Germany; 1:3,000),
at room temperature for 1h. After washing, detection was
achieved by incubation with anti-rat IgG antibody CY2 (Rock-
land; 1:3,000). Cells were mounted with Prolong Gold anti-
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