SN B HLBERG, HEEBEROBERN I bkL
HERTEROBBRE2ED 3, /i, MRCD ic##
BB v F—v 2, ZHhBEED gastroparesis
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Fh, HIEBRECLIERBBMTELET 354
i, MRCD ¢2Hid 3 L RFEFKEBTHILE
bhz, HLEMEOLERICE T Z2RERE, It
VEYTOBBPLERIFI Y FYTRENEDLN
BPACRER"THY, REREBELIEELDENR
TH 5, MRCD BB EBENH I B ONT
BHD, BHICB VL TRBERES OFPREHE R
BETHHH, HIELETCORRHORE OB &Y
THLV, BAMBME L, HHLDEHRBEHNAT
BETH - BB THIEES T, HFoME# Complex I

DELWETIcX Y MRCD L2l hERficEIT

3, BETONRRMEBRERIEETH-1% Th
X, BELSIEERE, BEE V- A EROEB THRS
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7o

¥ o
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Gastroenterological symptoms of mitochondrial respiratory chain complex deficiency

*'Chiba Children's Hospital, Dep of Metabolism
"*Chiba Children's Hospital, Dep of Neonatology
*’Saitama medical University, Dep of Pediatrics

*‘Faculty of Medicine, Saga University, Dep of Pediatrics

Emi Kawachi®'**, Kei Murayama®', Takuya Fushimi’', Keiko Ichimoto*?,
Tomoko Tsuruoka'?, Masaki Takayanagi®', Akira Ohtake*’

Mitochondrial respiratory chain complex deficiency (MRCD) can affect any, in fact all, bodily systems including the gastrointestinal tract. Of the
189 patients diagnosed as having MRCD in our hospital, 56 had gastroenterological symptoms. Of these 56 patients, 25 presented with a main
problem of gastroenterological symptoms such as intractable diarrhea, bilious vomiting, gastroesophageal reflux and necrotizing enterocolitis.
Mitochondrial gastrointestinal dysfunction occurred within the first year of life and more than half of the patients had a neonatal onset. Diagnosis
was based mainly on enzyme assays performed using hepatic and muscle tissues. The other 31 patients had gastroenterological symptoms associated
with severe respiratory distress, heart failure, seizures and lactic acidosis. In summary, based on these results, continuous poor sucking and
gastroenterological symptoms in infancy are key features suggesting MRCD, necessitating evaluation of damage to other organs and the existence

of lactic acidosis.
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®R =0

ZfB : ¥R 25 06. 13
SFH : PRE 25. 10. 01

HABES» SRBHEET Y F—TV X, FEEEEL XL
HAERBHBEOI bay FY) 7IRHESEESARREED 161

ORFNRLE LHEREY S~ FERH, RBRFERSRAME MR TR LLEE AEH
WERAAF*1 %2 RILgCF* 1y JIETR ! - AR - AL E*3

Key Words : mitochondrial respiratory chain, mitochondrial disease, newborn, lactic acidosis

) =
AR S BB MPRREES 572 L, MALBRILE FREE, SIEngEnEE, ans@ni3 bavy
) 7 RGBS EREED 1 MR, BIEERICL)—BBRL:Y, BERROIYY - F2ELAR
20 1T Lo WEBH AT, HREFROS bay FY 7TEESELNEL, I bay FY 7IRREESH
REELBH L. RRFHAOSEEICREERZEREROLSE, BENCEELYEY, RETILENS S,
FERMRBEOI b 3> FY 7IRRERE I DNA RETH A I L5 ¢, WETFBRERCERTHY, &

OB, FERT R TE O NFRHOMKT,

RATH5,

# B

I bay FY 7HEREBESEREE (Mitochondrial
respiratory chain disorder : MRCD) IZFFIRSHIC 1T
PEBFEERORFCIVRETZHRET, TORE
FIZ500 Alcl Al vbhTws Y, MRCD X3 b
a7 KU 7BER Leigh BE R &/ B OMEESR
ELTELLALBATWAY, FARHRIELH MRCD
LEROBERE ED, FDIL6HIMELTWEE
ORENHZI L LD, BREOHVERTH 5,
FECERKIIERROTH Y, BHForbvEIT
{ BoERMDOHBIZ MRCD & TR TV B TREHES
H5bo

bhbhid, BEMICRBREZERSLT, HER
SEICBIENLEBELLY, RERHTROLK
k45 MRCD & B LBl 2 8T 5.

BURIEERSE ¢ T 9518510 FIBRIBHIPREMERTEY 1-757
FMBREERE/NEH
W T

I hav P 7 RSB R e O EERREDL A

iE &

5B : B0 %R,
RIGEE: 28 8%, 1401 %, FI4RKE LRMmE,
BRTEORBER L, 8% Lo
SEOHRER EEER CIEARBE 2T v,
R R SN D5 T

HARATR BRI 4182 8, MAGKE 3310g &
BERSH Tl L7, Apgar score /1%, 8/5%
HEEBRR 2 B 7%, B2 ICIRAREAELL, &
% 2 B CIEE S h, YBA~FTE RBSEKEN D o 72
etk 3REEIC MBS, MR AE S TR
man?, Ly ¥ —3, adrenaline, sodium bicar-
bonate %5 SHDAMNHB L WY —T7725 ¥
MESHEREREL, SRR,
ABBFIRSEE : SpO: P EARE, L% 130/min, M
30/16mmHg. £H%H, HRRET. LEEEL, |
FUROIPIR S BT, R, BF 3 cm M. BARRE-
NEFWE Lo

(131) 131

— 480 —



2014 2H15H

~B-AST  —¢- TB
(u/L) ~AALT  =—@—DB (mg/dL)
3,000 - 50
2,506 RS2 A
‘ '
- 40
2,000
AST ey
ALT g DB
1,000 —
0 -
{mg/dL) - 3B e Cre {mg/dL)
300 I 4
L3
200 f”
3LER /2 Cre
100 105.
55 WS g e 4
o 8- -0-b-0-4 W
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20
B #
B1 ARZRZA
ABRBHREMR Herpes Simplex Virus : IgM (EIA)(-), PCR (-),
(M A A 54F) Epstein — Barr Virus : IgM (ELISA) (-)

pH 6.66, PaCO:z 50mmHg, PaO:z 29mmHyg,
HCO3 5.3mmol/L, BE —28mmol/L

(M FEEENIRRAE)
RBC 234 73 /1L, Hb 76g/dL, WBC 17200/ uL.
Plt 147 73 /u L, APTT > 200sec, PT 64.2sec,
PTINR 812, Fg<50mg/dL. D-dimer>25Qug/mL,
AT I 23%

(AL rRas)
AST 243 1U/L, ALT 127 JU/L. LDH 4,281 IU/L,
CK 2,825 1U/L, ALP 546 IU/L. yGTP 145 IU/L,
TB l.lmg/dL, BUN 7.7mg/dL, Cre 0.56mg/dL,
Na 143mEq/L, K 53mEq/L, Cl 103mEq/L
pE 128mg/dL., ¥ l:’ 8 3.37mg/dL,
LI 282mg/dL (L/P f 83), NHs 66xmol/L

(ML AR L)
CRP <0.10mg/dL, 7 x ' ¥~ 14865ng/mL
Cytomegalovirus : IgM (EIA)(-). PCR (-),

132 (132)

ParvovirusB19 : IgM (EIA)(-), PCR (-),
Measles Virus : IgM (EIA){-)

PHERTR - A7) ==V TRE (FVFh A
) REZ L.

T X EEOHT - RPAEBEESHN SRV EREFR
lo

%ﬁ'ﬁi‘ﬁ‘ﬁ CMEREEGE L L,

Tfkili Hb F : 00%

ABR##ER - (R1)

AbRReiRARC, EERFEMLAE, A, BERE, T
REREE, REET7 S F—T R, BRLBIE ®7xY
F U MEZ Rz, 100%MREFETTREREZHBEL, X
WHHIM, sodium bicarbonate #i1F % 17 o 7z FLEMEIX
—HETLZAH&S2ICH LR L, HEL &, %
BRFISMAZ, M/MURD S IRBLL 720, iffEtkn
HHEE (DIC) &3 LArkstssmege (FFP)
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®1 IbaCFYPHFRHANEE (~IV, I+1I) OBIESH

Liver

Col Coll Colt CoW CS
% of normal 1 36 8 45 146
CS ratio (%) 0 25 6 30
Co I ratio (%) 1 23 121
Muscle
Co I Coll Coll +1 Coll ColV CS
% of normal 43 81 41 17 22 68
CS ratio (%) 62 117 59 26 32
Co 1 ratio (%) 52 50 22 27

Co I :complex I, Co Il : complex I, Coll : complex I, ColV : complex V,

CS ; citrate synthase

Z%C nafamostat mesilate, danaparoid sodium, human
antithrombin II concentrated % $FF L7z, Hili 1 O
B CT CHET M %2, Hih2 IcuE, il
ML, T MR TERETHOOEKX, BLEERR
fEBDdIz. £0O%, DIC OXBMIEHDL, B
6 B RERREEIC X A BRI LIS 2 A L.
BA, I Crefl, MFAERFEHEPLMCET
Lo &5 EAER LITREEEERL, BEE161C
mMBEBEHHP SR L. —F, HRLACEEEIVEY
BB YIVY Y IMFEHIEITL, HEh 171 TB 48mg/
dL, DB 33mg/dL ¥ TLA L7z BEATHILE 48 R
EMICITPREENESTL, RBETVF—-YX, &
FLEBIMAE % R0 7273 BICIUBEN 2 FHH L sodium
_bicarbonate DXIRIXE 217> =25, H#EF 20 (B3
RL%. REROFEI DY, HEFEHLZETL, RKE
REOI-DIGES - B i RTE L1

HER

BPBE - WERAICIER L, EEEAETHRIREEL
7oo MRBMFAICIAEAE L L, FAEREIRSC
OB TRINTE LT, LHEE LIRS 2 RS
Lizo 1B o, REMBRRE, ~NEVFVYiF
by, BIETOMEZEDL,

0 : SR BiRENEH L Lo Ragged red fiber
B Thdor

fuigss  AOERIZEAL (PYHERO +33SD),
MBENICHTFATREL R L OREXL (+
35SD), ALHFBMEDOEFTOENPLERIZBDT, B
OEMBREE, FHICELVWRERBD R, o7z,

3 pOY U 7HRSEA GOSN S SUERER

~0CTHBRFELLF - HEHANWT, I bavl
) 7R AE (BT complex) DEEFEEEB LU
I havy FY 7LD DNA MBER%EITo oo B
B BIERER & VA LRI PR S D complex 1
~VEMEL=Y I PavyFYy7v—A—-kLTa
NI BEREEE (CS) #HIEL, CS 3B LU complex
DEDH%ZRL,

FCik complex I, I, NVOFELET 2D, com-
plex IH CSHTET LTV, Tl complex I
SUCVNOBEELBET2RBDZ, 1)

3 3> FU7 DNA HESER S SUTRIER
REREEEORE, BROMREHAKOER
DET2BEDF=0, I Fa¥FY7 DNA HiBERE
B, ZREEHF LA 2 b3 Y FU7 (complex
INDAY 7=y }) &¥ (BRERERHEERETF
2V>) O DNA % real time PCR I THIIEL, MBS
fL79 I+ FY7 DNA (mtDNA) /# DNA
@ PCR ZRIZFCER T Y b u—LBO 785%, BT
1016% &, mtDNA BHIERTHY, I ba> Ky 7
DNA HBEREISBREN Th oo $7, mDNA L
Bt —r v AR WA LA, REERZERRRER
Bdhd ol B DNA IKOWTRBRERERTDH %0

% &

I baVFYTRERED, RELHAEL LT adenosine
triphosphate % EE& T 5 &#Xd Y, TOHILMEFE
NI bar Y 7RESETHE, RESEOPS LS

(133) 133
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HEA X mtDNA B, DNA OB FICa—F8hTws
2%, % (I3 DNA ICRIEF L T 5. MRCD 22 oiif:
W DBITIEUIET L, TR VF—DEENBES
NEORIETHHRBTH D, HRABERZEL, »
P LS - A VAR EBICTHRET S %,
I v FY 7RI complex IS VITHDY,
P RIS D MRCD i complex I RIB& B OH
BERRBEHRENENA4ETOEDTNS O,

BUBIE, KIROBEICOWTRRS, AidER
MicEREEEHsATEoY, HEESISEFRE
7Y F— R, BARRNLE, FEEEE &E
RE, Bz &i-Li, ENMZTV—EEELZLO
D, EFHRILE 2 HCHUR#HOIE Y- FEELE
Clic. AROEHRLZBREDOENBHELT, 1F
BICKERMIC L 52ZWEBEREPETONE LA L,
SEAIHETAKERIO LY Y — Fiddl, F2BER
RRISIERRICOW T, HbF 0% Th b I L &,
BRI RICHEERBME7 ¥ M- X, BLBMED
IV —FFRBI o722 &P, BELL. 2FHIC,
A SBOHE 7 ) F Y IE - il - FAEER
FhEDL, EREREBIUCZFNIG] 5 NKEAR
JEGERE R 2%, BV 4 VARE, MEREEITR
HTHh, EHRETOMREAEBZEZZD L o,
3FHI, REN I NVEEERLHRBRAHFREEL
EDOERMABREED BB SR, M7 3
J A, ROEERRAN, TV ANZF B (5
VTFARA) HORRPOBEENTH 272,

ARICBWT, ZHFC D 2B R EEL D,
i, g, RBRENTEN THoT &b, MRCD
ZE, HEENRECHONI B LUHADI b
ay Py 7R RERNE 2 To 7 TOKE W
Tl complex MOFERLIET %2807z 72, complex
OHBEETLTVA, HTHIFRHI, VOAERK
TEFRI7-%, Bernier 5OBWiEHEIZHTE, MRCD
FEEPI L BT L 720

E51, 3PV FITHOPTH WL 2hDEFIZ
BHER OGN FEPIIFHERLAM, M/MURS% R0
feZldn, IV FUTROD HRMERS % FAER
& LIS (EH % & 5 Péarson b 557 7, Pearson
JHlE mtDNA #ETORETH LI EFHON TV B,
AAEFNE mtDNA DERR K I 3% <, Pearson i H
EMWTHolze i BBOPESEEIRRIE I

134 (134)

23— F&N T3 complex I UA#® complex 1. I,
NOEWKT 2720 534, mtDNA WiBERFEHIE
SEED D, REFTIZ, mDNA BEDRL % B
Lol ®T, mtDNA MBERERIGEE Lz, %I
BTz LI DNA REPRB SR B0, BfETY
v — LT & B U RN LS T RIT % TR CHh .

—H, FEFTIEMAENT ) F 7 14865ng/mL &
B7 ) F v BER Y, KiM%Tiidsas, H
% 3 124 130,000ng/mL ¥ TLA Lze ZOHRETL
725 DD 1500 ~ 2000ng/mL BETHERB LTz 5
HFR T, FRICANTY T Yk BOTWaEHK
EROETHVAELFRLIVAT, EHIETO
BRILAF X B oo E, I bV FY TR
BHRECTHABREZE LT LoHENH Y D, KIG
THHMRBREOHEE, S 7o) F v EEELLL
MEEENEZ G5B, b LE) ThHhE, HERISL
Tz FUHBLER LTV &S BRATT CICRE
LTWiZ LR S ha,

KRIZHBIASESE D MRCD IC2oWTiiR%, MRCD
Lgis - Ro—8iE, BRE»S2A OHDER
%39 5o Bernier H OBWEIEICE, BBAZL
CRBLEBEOHEIOWTLBEFRELLT
ERINTWE, REHOBTRL LTk, FEARE
BIEZ# 3 THD, MIcFEKBS /B, OHIEE,
FEEMR, TRIRAKNE, MBEILKE EMHFIFLhD 90,
BIRMNCHEIRASHHBL S 2 B0, BE3ERG IR ok
SEEER MR T RIS R L HE L T L
FEZONTVEY, RIS TninI0,

AIBIIEIRIMCRE B S LTl dh o 2o d g
ERCAMIERSEALTWE D, BELKBR
MrOoBEELOERTIE o Tt Eizoh, &
M- HAIC L 288 AV F—HEoMINC X YiE
KPHE I o2 LM E N B,

BRI, FrERMBIED MRCD OB o EENES
L OB DWW TR B, MRCD 13§74 IRIIC S
FET HHHEENE K, L FA R RERNIZBIe R
BV Gibson &I, 1975 4EA 5 2006 SEICBET S /e
IhaYFYTHIONEO S B A RMRER 27% T,
FDH)HLYTURMFHEE L2 EHE L T3 2 R T,
HESICE D &, 2010 4E F TIZ MRCD L@z
132 1>  45% D 59 FIAHAEIBMICRAET, HHH
1 ETORIELT8% THo7 ¥ WRIERE LTH
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#F£2 MRCD MWkt

(A gkif)
1. BaMegEik
BTD 3024 Tz 3 bay Y THMRS LA brtF—
O FE T BT & & WEBEHT £ 20282 SFARDTHBL
T S VR A R S R O U 1A 1312 S A | SO 1 B 2 X 543
@x ¥ v — FAERUEITT AEEEN, b LR EL DY 5 RIKE
@UUZE 2 SR BEHED U CIIRHHER T ORI 2 IERIZITD
. FEHERATR
TGO ragged red iber (REIZAMHEE) »2% Ll L
M. BEcidtt
Opifkidta : COX Bt fiber 252% L\ L (50 5 LLF)
@ THEYE 1 DORRT2%LUT, b L 2O EOMRT0%UT
1 DO T 30% BT
V. BEGEfRAT
BHESER > ATP & HEHE > - 35D

V. DNA f##t
HELEI b3y FY 7 ORO M eRFEET &
(k)
1. EEAsER

I YR TSR E AR AR 1 o EH Bk
0. WEMEATR :
* ragged red fiber : 1 ~2% (30 ~50#), AL ThhhiFLw (<30H)
o MARHEITOI bay FYTOREER : >2% (<16 #%)
cBEBEMbEWVWI by MUY 7OTWHRE
. ‘i
Otk X 2 RSB A AR OTEN
@GN 1 DOBERET 20 ~ 30%, 2 DL EOREST 30 ~ 40%
1 2 DREIENLT 30 ~ 40%
V. ikidr
FRAHEESEMIBE D ATP ARHE © 32 ~ 35D
MU T 7 b —AMO L CRETE LW

V. DNA f##7
MEd3 rar FY 7TOTREEOS 2 ETREORE
V. ALzt

IR E 2 RET A REFRA 1 ol LH 2

BRRTIRIFC, BRI, FERRC, BENXZLe, TEQKTYMNAR, FERHERET - 5T
HEEMR TEET 5. BATEY - BERSLHTH 2P, METERLTLIHTIREL LV,

[Definite] : k& 2o, & L idKEH 1 >+ /02D
[Probable] : K3t 1 D +/h3k#E 1D, L I3/ 3D
[Possible] : AJ&iE 1D, T3/ E#ED I + 1] o

1%

ERARFE, MR, T ¥ F— Y X, DR,
MEERIZ G - e, fMREL EABT o N, AR
HEFIDFBTEIL 63% L HFETH o7z Y, 59 FlH 5 liE
EALBIMEL RO TE 692, PraBFED MRCD
P LS EABMEL BT 2 Lidviin,

—J5, A G, A (kB IR ¢ MRCD (complex
I deficiency) ®25ERIZME LW, 2EPE D, B

TN R G 2R L LHALBHEIR CRIEL, € D#HD
MBS o, IFEEEICH LIFERZ TV, AE & B0
ERAEW, ThoofEkid, BEBAKERE L TR
RLTHTIRZL, BERICBWTEBHICHETS
hEtED D 5.

MRCD ®ZliffE#i212, Bernier b DR WIFEHENH
Bl ashs (22, #ICiMtoRBHREZ RS

(135) 135
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B LOEBEUMNBRINT VS, REFA 7 VEE
fE, AHEMCBHREE, BIFEBAANREEII P Y
FU7OZKRMEEZHES T EMEFICEHED, 73
D BN, RIPOARESI, TIYNANZF VHHTIE
BFIF S DB D o REBMEEYL LT, kEHT
it, 2% L. L ragged red fiber 2SME—ET LT
2285 ARBOIPaAYFYTHTHEDEY —FBHTIE
v, REFMTL I Y FY 7RISR L ragged
red fiber % ¥ OIRBEN L EIIRD L o7

37, BEFRERASTLIILD, DoKEE
D1OThb. FERMREAED MRCD &, ¥ DNA R
BILIXBLOPEVWY, LA L, BMORERETFE
JTOBRATI0MEFEE B Tw5, i Calvo b
&, MRCD FEBID 40 BlicDWT DL ) — LRI &
WELTVS W, ZORT, 24%5EEMOKERET
ELTRZES N, 29%FREMMEFE LTHEES
RTWwb, —HCLYV—ABHTOREIhEZWVWD
DH45% b EHTBY, ZKOBHEMEFREDHL S
D) BPHEZ B

—HC, RSB AN IR E BRI - REF
FTHIEEY, EMECNE - FMATRET, MR
Bieo £ LENFME LTHEFICERTH 5. FEH
LEERFTRE L UBEREMIC L Y RIEHE 2 DFWH-L,
BHICEBL T ENTET,

FAERBICE BRSSPI LB TRE LI
DNTWEVEFIDHFIZH REBIEET LTV BEE
HHd b, BEFHAOHAERBELAHET >V F—T
A, gL 2 2 LIEMICH L, MRCD %1%
BB, HHEHNS LR - SRR L
T MR OB BV IHRREEEYEB LU
BEFRT 2T 2 & TR RLREDRIAHTIRE L 2
D, BBEOBRBIEUIDWTILEbDEEZ S,

o B3

WS AMICITERE, i, DIC, R#HET ¥ K
— Y A% &7 LEOEM AR R 7 & o R R B L
- REMRE T, R BRoItavy FY TR
RS A RS2 M L. MRCD LB Lo B
BRI OF A RRTE R R A 7 & o — S R, IFIRHERE
£ L% B LIERTIR, MRCD 2EHBIE LT
T B L BED D Bo

136 (136)

FEOBWWICH2 ), HAFNLELL - SEHREH BE
W dedk, WKL, FEHEO mDNA Bif 217> T
LRI HERBASNRH K 0%E BBEEHAFED
B #F OBAXECEHCLLIET,

FTRTOFFICHARREFLERELOTHHHBARCET
ZRTREIHIID N TE A
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A Case of Mitochondrial Respiratory Chain Complex Disease
with Metabolic Acidosis and Liver Dysfunction Just After Birth

" *1Department of Neonatology, Kanagawa Children’s Medical Center
*2Department of Pediatrics, Niigata University Medical & Dental Hospital
*3 Department of Pediatrics, Chiba Children's Hospital

Tomoko SAITO *1*2, Makiko OYAMA *!, Motoyoshi KAWATAKI*!
Yasufumi ITANI*!, Kei MURAYAMA *3

We report an infant with biochemically confirmed mitochondrial respiratory chain complex disease (MRCD) who
developed severe respiratory difficulty, with profound lactic acidemia, liver dysfunction, disseminated intravascular
coagulation, and severe anemia just after birth. The symptoms subsided after dialysis was introduced. However, she died
"of a second attack 2 days after weaning from dialysis. Multiple mitochondrial respiratory chain complex activities were
decreased in the liver and muscle specimens taken at autopsy. Molecular analysis was undertaken.

Symptoms suggesting multiple organ failures may suggest a mitochondrial disorder. Enzyme assay of the
mitochondrial respiratory chain using affected tissue is important for diagnosis of MRCD in the neonatal period, since the
major etiology of neonatal onset MRCD is reported to be mutation of nuclear DNA, which can be difficult to analyze.
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Selection of Rodent Species Appropriate for mtDNA
Transfer to Generate Transmitochondrial Mito-Mice
Expressing Mitochondrial Respiration Defects
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Abstract: Previous reports have shown that transmitochondrial mito-mice with nuclear DNA from
Mus musculus and mtDNA from M. spretus do not express respiration defects, whereas those with
mtDNA from Rattus norvegicus cannot be generated from ES cybrids with mtDNA from R. norvegicus
due to inducing significant respiration defects and resultant losing multipotency. Here, we isolated
transmitochondrial cybrids with mtDNA from various rodent species classified between M. spretus
and R. norvegicus, and compared the O, consumption rates. The results showed a strong negative
correlation between phylogenetic distance and reduction of O, consumption rates, which would be
due to the coevolution of nuclear and mitochondrial genomes and the resultant incompatibility between
the nuclear genome from M. musculus and the mitochondrial genome from the other rodent species.
These observations suggested that M. caroli was an appropriate mtDNA donor to generate
transmitochondrial mito-mice with nuclear DNA from M. musculus. Then, we generated ES cybrids
with M. caroli mtDNA, and found that these ES cybrids expressed respiration defects without losing
multipotency and can be used to generate transmitochondrial mito-mice expressing mitochondrial

disorders.

Keywords: interspecies mtDNA transfer, multipotency, Mus caroli mtDNA, respiration defects,

transmitochondrial ES cybrids

Introduction

Accumulation of mitochondrial DNA (mtDNA) with
pathogenic mutations that induce respiration defects has
been proposed to be responsible for mitochondrial dis-
eases, aging, and age-related disorders [20, 21]. Gen-

eration of transmitochondrial mito-mice expressing
respiration defects by the introduction of exogenous
mtDNA with pathogenic mutations would provide an
ideal system for precise investigation of the pathogen-
esis of these disorders. However, it is impossible to
generate transmitochondrial mito-mice carrying artifi-
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cially mutagenized mtDNA, because no procedures have
yet been established for introducing exogenous mtDNA
into mitochondria.

One way of generating transmitochondrial mito-mice
expressing respiration defects is to detect mtDNA with
a somatic mutation that induces respiration defects in
cultivated mouse cell lines. Our previous studies gener-
ated transmitochondrial mito-mice carrying mtDNA with
pathogenic mutations and expressing various disorders
by introduction of mitochondria carrying mtDNA with
somatic mutations accumulated in mouse tumor cell lines
into fertilized mouse eggs [6] or into mouse ES cells [4,
7, 11, 23].

Another procedure used to generate transmitochon-
drial mito-mice expressing respiration defects is to in-
troduce mtDNA from different rodent species. Because
most mitochondrial respiratory complexes consist of
subunits encoded by both nuclear DNA and mtDNA [21],
transmitochondrial cybrids with nuclear DNA from mice
(M. musculus) but with mtDNA from a different rodent
species express respiration defects owing to incompat-
ibility between the nuclear and mitochondrial genomes
from different rodent species [2, 13, 14, 22]. Similar
incompatibility has beenreported in transmitochondrial
cybrids with human nuclear DNA but with mtDNA from
different primate species [1].

However, no reports have succeeded in obtaining
transmitochondrial mito-mice expressing respiration
defects by introducing mtDNA from different rodent
species. For example, transmitochondrial mito-mice with
nuclear DNA from mice (M. musculus) but with mtDNA
from a different mouse species (M. spretus) do not ex-
press respiration defects and disease phenotypes [11,
15], whereas transmitochondrial mito-mice with mtDNA
from rats (R. norvegicus) cannot be generated [11]. The
latter failure is due to the induction of significant respi-
ration defects and the resultant loss of multipotency in
mouse ES cybrids with rat mtDNA [11]. Therefore, we
need to find a rodent species of which we can use its
mtDNA to induce respiration defects but not induce loss
of multipotency in mouse ES cells.

Here, we addressed the issue by isolating transmito-
chondrial cybrids with nuclear DNA from M. musculus
and mtDNA from rodent species that are phylogeneti-
cally classified between M. spretus and R. norvegicus.
We found that one of these rodent species was an ap-
propriate mtDNA donor for generating mito-mice ex-
pressing respiration defects and mitochondrial disorders.

Materials and Methods

Cells and cell culture

Mouse mtDNA-less (p°) B82 cells derived from fibro-
blasts of M. musculus [5], transmitochondrial cybrids
B82mtB6, B82mtSpr, B82mtRat [22], B82mtCOM[11],
B82mtCar, and B82mtAsp isolated in this study were
grown in normal medium: RPMI1640 (Nissui Seiyaku,
Tokyo, Japan) containing 10% fetal calf serum, 50 ng/
ml uridine, and 0.1 mg/ml pyruvate. Mouse ES cells
(TT2-F, an XO subline established from XY TT2 cells)
[11] and mtDNA-repopulated ES cybrids were culti-
vated on mitomycin C-inactivated feeder cells derived
from mouse embryonic fibroblasts, in Dulbecco’s
Modified Eagle Medium (DMEM; Invitrogen, Carlsbad,
CA, USA) supplemented with 15% KNOCKOQUT™
Serum Replacement (Invitrogen), 1x non-essential
amino acids (MP Biomedicals LL.C, OH, USA), leuke-
mia inhibitory factor (10° units/ml, Invitrogen), and 100
#M 2-mercaptoethanol (Sigma-Aldrich, St. Louis, MO,
USA).

Isolation of transmitochondrial cybrids

Platelets of M. caroli(RBRC00123) were provided
from RIKEN BRC through the National Bio-Resource
Project of the MEXT, Japan. Platelets of Apodemus spe-
ciosus were provided from Dr. Hitoshi Suzuki (Hok-
kaido University, Japan). Platelet mtDNA was introduced
into p® B82 cells by the fusion of the platelets and p°
B82 cells in the presence of 50% (w/v) polyethylene
glycol (PEG) as described previously [9]. The fusion
mixture was cultivated in selection medium RPMI1640
without pyruvate and uridine, in which unfused p® B82
cells without mitochondrial respiratory function were
unable to grow [8].

Isolation of transmitochondrial ES cybrids

Mouse ES cybrids with mtDNA from M. caroli were
isolated based on the procedure as reported previously
[11]. Briefly, the host ES cells were pretreated with rho-
damine 6G (R6G; 0.38-1.5 ug/ml in 3% ethanol) for 48
h in medium supplemented with uridine (50 ng/ml) and
pyruvate (0.1 ug/ml) to eliminate endogenous mitochon-
dria and mtDNA [17]. Then, they were washed with
phosphate-buffered saline (PBS) and suspended in R6G-
free medium for 2 h to allow recovery. The mtDNA
donor B82mtCar cybrids pretreated with cytochalasin B
(10 pg/ml) for 10 min were centrifuged at 15,000xg for
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30 min at 37°C for enucleation. The resultant cytoplasts
were fused with R6G-pretreated ES cells using polyeth-
ylene glycol, and the fusion mixture was cultivated in
selective medium with HAT (hypoxanthine aminopterin
thymidine). Due to the absence of thymidine kinase ac-
tivity of nuclear donor B82 cells, B82mtCar cybrids
carrying nuclear genome from B82 cells could not sur-
vive in the presence of HAT. Seven days after fusion,
growing colonies were picked up for further examina-
tion.

Construction of phylogenetic trees

Sequences of the cytochrome b (mt-Cytb) gene, a mt-
Dcr region, and the mz-Rnrl gene in mtDNA (Supple-
mentary Table 1) weremanually aligned using SEAVIEW
program (http://pbil.univ-lyonl.fr/software/seaview.
html). For each locus pairwise distances were inferred
on the basis of Kimura’s two-parameter model [12], with
among-site rate heterogeneity taken into consideration
by assuming discrete distribution with 4 categories. Us-
ing the distance matrix obtained phylogenetic tree was
constructed by NEIGHBOR program implemented in
PHYLIP software (http://www.phylip.com/) under the
assumption of evolutionary rate constancy among lin-
eages. On the basis of the phylogenetic tree distances
between M. musculus and other organisms were calcu-
lated.

Genotyping of mtDNA

Total cellular DNA (0.2 ug) extracted from cultivated
cells was used as a template. Restriction fragment length
polymorphism (RFLP) analysis was carried out for de-
tection of M. caroli mtDNA. A 306-bp fragment was
amplified by PCR with the following primers 5-CTCTG-
GTCTTGTAAACC-3' and 5'-GACTGTATGGTG-
TATATCAG-3’, which corresponded to mouse mtDNA
sequences (GenBank Accession No. AY172335) from
positions 15306 to 15322 and from 15807 to 15787,
respectively. The cycle times were 30 s for denaturation
at 94°C, 30 s for annealing at 46°C and 30 s for extension
at 72°C for 30 cycles. The PCR amplicon contains a
region of the mtDNA m¢-Dcr with a Dra I (Takara) re-
striction site (control mouse mtDNA was not cleaved),
and generates 267-bp and 39-bp fragments on Dra I
digestion. Similarly, detection of A. speciosus mtDNA
was achieved by RFLP analysis. A 250 bp fragment was
amplified by PCR with the following primers 5'-GGT-
GTCCTAGCCTTAATC-3' and 5'-CGATAATTCCT-

GAGAGATTGGT-3', which corresponded to mouse
mtDNA sequences (GenBank Accession No. AY 172335)
from positions 15012 to 15029 and from 15261 to 15242,
respectively. The cycle times were 30 s for denaturation
at 94°C, 30 s for annealing at 54°C and 30 s for extension
at 72°C for 30 cycles. The PCR amplicon contains a
region of the mt-Cytb gene with an Mbo I (NEB) restric-
tion site (control mouse mtDNA was not cleaved), and
generates 219-bp and 31-bp fragments on Mbo II diges-
tion. These restriction fragments were separated by
electrophoresis in a 3% agarose gel. For quantification
of the mtDNA from M. caroli and mtDNA from M. mus-
culus, we used the NIH IMAGE program.

Analysis of mitochondrial respiratory function

Oxygen consumption rates were measured by trypsin-
izing cells, incubating the suspension in phosphate-
bufferedsaline, and recording oxygen consumption in a
polarographic cell (2.0 ml) at 37°C with a Clark-type
oxygen electrode (Yellow Springs Instruments, OH).
Cytochemical analysis of cytochrome ¢ oxidase (COX)
activity was carried out by examining the rate of cyanide-
sensitive oxidation of reduced cytochrome [16].

Analysis of multipotency of ESmtCar cybrids

To test the multipotency of the ESmtCar cybrids, 1 x
106 cells were inoculated subcutaneously into the backs
of 6-week-old nude mice (JCL, BALB/c-nu/nu; CLEA
Japan). The resulting teratomas (tumors) were fixed in
10% neutral-buffered formalin, embedded in paraffin,
stained with hematoxylin and eosin (HE) and examined
histologically.

Animal experiments

All animal experiments were performed in accordance
with protocols approved by the Experimental Animal
Committee of the University of Tsukuba.

Statistical analysis

We analyzed data with the (unpaired or paired) Stu-
dent’s t-test. Values with P<0.05 were considered sig-
nificant.

Results

Isolation of mouse transmitochondrial cybrids with
mtDNA from different rodent species
On the basis of the phylogenetic trees constructed by
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comparing the sequences of the mt-Cytb gene in the
mtDNA (Fig. 1A), we used M. caroli and 4. speciosus,
which are phylogenetically classified between M. spretus
and R. norvegicus {18, 19], as candidate mtDNA donor
species. As mtDNA recipients, we used p° B82 cells
without mtDNA and with the nuclear genetic background
of M. musculus [5]. '

Cytoplasmic transfer of mtDNA from M. caroli and
A. speciosus into p° B82 cells was performed by the
fusion of p® B82 cells with platelets from M. caroli and
A. speciosus, respectively. Colonies grown in selective
medium to exclude unfused p® B82 cells were isolated
clonally as transmitochondrial cybrids and were named
B82mtCar cybrids and B82mtAsp cybrids (Table 1).
Genotyping of mtDNA showed that B82mtCar cybrids
possessed M. caroli mtDNA and B82mtAsp cybrids pos-
sessed 4. speciosus mtDNA (Fig. 1B).

For further examination of mitochondrial respiratory
function, we used B82mtB6, B82mtSpr, and B82mtRat
possessing mtDNA from M. musculus, M. spretus, and
R. norvegicus, respectively [11], as control cybrids
(Table 1). We furthermore used B82mtCOIM cybrids
possessing M. musculus mtDNA with a pathogenic
T6589C mutation in the mt-Col gene as control cybrids
(Table 1), because we had already successfully gener-
ated transmitochondrial mito-miceCOIM expressing
respiration defects and mitochondrial disease phenotypes
by introducing the T6589C mtDNA into a mouse female
germ line [11].

Effect of phylogenetic distance on respiratory function
in transmitochondrial cybrids

We used transmitochondrial cybrids possessing mtD-
NA from various rodent species or possessing mouse
mtDNA with a pathogenic mutation to compare O, con-
sumption rates, which reflected overall mitochondrial
respiratory function (Fig. 1C). B82mtCar cybrids with
mtDNA from M. caroli, which belongs to the same genus
Mus, had a 35% reduction in O, consumption rates, in-
dicating that B82mtCar cybrids expressed relatively mild
respiration defects. In contrast, B§2mtAsp cybrids with
mtDNA from 4. speciosus belonging to a different genus
Apodemus had a 66% reduction in O, consumption rates.
These results suggest that mitochondrial respiratory
function of B82 cybrids with mtDNA of different rodent
species is reduced in accordance with the phylogenetic
distance from M. musculus(Figs. 1A and C).

To explore this idea further, we estimated the phylo-

genetic distances of the rodent species used here by
comparing the sequences of the m#-Cytb gene (Fig. 2A),
the mt-Der region (Fig. 2B), and the mt-Rnr1 gene (Fig.
2C) in the mtDNA.. Phylogenetic distance and O, con-
sumption rates were well correlated negatively in trans-
mitochondrial cybrids with mtDNA from various rodent
species (Fig. 2). Thus, the increase in respiration defects
would be due to increased incompatibility between the
nuclear genome from M. musculus and the mitochon-
drial genomes from other rodent species.

Selection of rodent species appropriate for generating
transmitochondrial mito-mice

Our previous study [11] proposed that failure to obtain
transmitochondrial mito-mice with rat mtDNA was due
to the induction of significant respiration defects by the
introduction of rat mtDNA and the resultant loss of mul-
tipotency in mouse ES cybrids with rat mtDNA. Because
B82mtAsp cybrids showed a 66% reduction of O, con-
sumption rates, which are comparable to the reduction
rates observed in B82mtRat cybrids (Figs. 1C and 2),
mtDNA from A. speciosus would not be appropriate for
generating transmitochondrial mito-mice.

In contrast, the 35% reduction in O, consumption rates
in B82mtCar cybrids appears comparable to the 31%
reduction in B82mtCOIM cybrids with mouse T6589C
mtDNA (Figs. 1C and 2). Considering that mouse
T6589C mtDNA can be effectively introduced into the
female germ line and induces disease phenotypes in
transmitochondrial mito-miceCOIM in the absence of
embryonic lethality [11], M. caroli is a suitable mtDNA
donor species for generating transmitochondrial mito-
mice expressing phenotypes related to mitochondrial
diseases.

Isolation of transmitochondrial mouse ES cybrids with
mtDNA from M. caroli k

Next, we isolated transmitochondrial mouse ES cy-
brids with mtDNA from M. caroli. For exclusive isola-
tion of the ES cybrids with mtDNA from M. caroli, we
used B82mtCar cybrids as mtDNA donors, because
unenucleated B82mtCar cybrids can be excluded from
the fusion mixture by using HAT selection medium ow-
ing to their deficiency in thymidine kinase (Table 1;
Materials and Methods). As nuclear DNA donors and
mtDNA recipients, we used female-type mouse ES cells,
because mtDNA is exclusively inherited via the female
germ line {10, 17].
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Fig. 1. Characterization of transmitochondrial cybrids with mtDNA from various rodent species. Transmitochon-

drial cybrids B82mtB6, B82mtSpr, B82mtCar, B82mtAsp, and B82mtRat possessed nuclear DNA from
M. musculus and mtDNA from M. musculus, M. spretus, M. caroli, A. speciosus and R. norvegicus, re-
spectively. B82mtCOIM cybrids possessed M. musculus mtDNA with a pathogenic T6589C mutation in
the mt-Col gene that induces respiration defects [11]. (A) Phylogenetic trees constructed by comparison
of the sequence of the mz-Cyth gene encoded by mtDNA. On the basis of Kimura’s two-parameter
model [24], we used mi-Cytb gene sequence data (positions 14139 to 15266) to create phylogenetic trees
with PHYLIP software (http://www.phylip.com/). Branch lengths show evolutionary distance from A.
musculus. The tree is rooted using Cricetulus griseus(Chinese hamster) sequence data. Values on each
branch indicate base substitution in the m#-Cytb gene. (B) Genotyping of mtDNA. On Dra I digestion of
the PCR products, B82mtB6 cells with M. musculus mtDNA gave a 327-bp fragment, whereas B82mtCar
cells with M. caroli mtDNA gave a 267-bp fragment and a 39-bp fragment (not detectable) by a gain of
a Dral site and a 21-bp deletion in the m¢-Der region. On Mbo 11 digestion of the PCR products, B82m-
tB6 cybrids with M. musculus mtDNA gave a 250-bp fragment, whereas B82mtAsp cybrids with 4.
speciosus mtDNA gave a 219-bp fragment and a 31-bp fragment (not detectable) by the gain of an Mbo
11 site in the mz-Cytb gene. (C) Estimation of O, consumption rates. B82mtB6 cells carrying nuclear and
mitochondrial genomes from M. musculus were used as standards expressing normal respiratory function.
Asterisks indicate a P-value less than 0.05 and double asterisks indicate a P-value less than 0.01.
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Table 1. Genome composition of transmitochondrial cybrids with imported mtDNA from

various rodent species

Rodent speicies

Nuclear genome

Mitochondrial genome

Transmitochondrial ~ Nuclear genetic
cybrids marker

B82mtB6* HAT sensitive
B82mtCOM#* HAT sensitive
B82mtSpr* HAT sensitive
B82mtCar HAT sensitive
B82mtAsp HAT sensitive
B82mtRat* HAT sensitive

M. m. domesticus
M. m. domesticus
M. m. domesticus
M. m. domesticus
M. m. domesticus
M. m. domesticus

M. m. domesticus
M. m. domesticus
M. spretus

M. caroli

A. speciosus

R. norvegicus

* Established in our previous report study [10]. **, Possessing M. m. domesticus mtDNA
with a T6589C mutation in the mr-Co/ gene; established in our previous report study {5].
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Fig. 2.

Correlation between phylogenetic distance and reduction
rates of O, consumption in transmitochondrial cybrids.
Phylogenetic distance was estimated from base substitution
in (A) the mz-Cytb gene, (B) the mt-Dcr region, and (C)
the mt-Rnrl gene in mtDNA. Correlation coefficients were
0.964, 0.951 and 0.984 in (A), (B) and (C), respectively.

The ES cells were pretreated with rhodamine 6G
(R6G) to eliminate endogenous mitochondria and mtD-
NA, and were then fused with enucleated B82mtCar
cybrids. Unfused R6G-pretreated ES cells were unable
to grow owing to the absence of mitochondria and mtD-
NA, and unenucleated B82mtCar cybrids failed to grow
in the HAT selection medium. Three colonies growing
in the selection medium were isolated clonally. They
were named ESmtCar-1, -2, and -3, and mtDNA genotyp-
ing showed that they possessed 39%, 42% and 42%
mtDNA, respectively, from M. caroli (Fig. 3A). The
ESmtCar cybrids were therefore transmitochondrial ES
cybrids with heteroplasmic mtDNA consisting of M.
caroli mtDNA from the B82mtCar cybrids and M. mus-
culus mtDNA in the host ES cells, probably due to in-
complete elimination of their own mtDNA by the R6G
pretreatment.

Considering that the ESmtCar cybrids possessed nu-
clear DNA exclusively from M. musculus, it is possible
that the M. caroli mtDNA would eventually be excluded
from the ESmtCar cybrids during cultivation by prefer-
ential replication of M. musculus mtDNA. We examined
this possibility by mtDNA genotyping after prolonged
cultivation of the ESmtCar-2 cybrids for 6 weeks after
cloning. The results showed that the proportion of M.
caroli mtDNA did not change substantially (Fig. 3B).
Thus, M. caroli mtDNA can replicate and propagate
stably into subsequent generations, even in the presence
of host M. musculus mtDNA in ESmtCar cybrids.

Effects of M. caroli mtDNA on respiratory function and
multipotency of ESmtCar cybrids

A question was whether ESmtCar cybrids expressed
respiration defects. Because it was difficult to obtain a
sufficient number of ESmtCar cybrids (5 % 10° cells) for
estimation of O, consumption rates without feeder cell
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Fig. 3. Characterization of transmitochondrial ESmtCar cybrids. (A) Genotyping of mtDNA from
ESmtCar cybrids. On Dra I digestion of the PCR products, B82mtB6 cells with M. muscu-
lus mtDNA gave a 327-bp fragment, whereas B82mtCar cybrids with M. caroli mtDNA
gave a 267-bp fragment and a 39-bp fragment (not detectable) by the gain of a Dra I site
and a 21-bp deletion in the ms-Dcr region. ES cells with homoplasmic M. musculus mtDNA
and B82mtCar cybrids with homoplasmic M. caroli mtDNA were used as negative and
positive controls, respectively. Three ESmtCar cybrid clones showed heteroplasmy of M.
caroli mtDNA and M. musculus mtDNA. ESmtCar-1, -2, and -3 possessed 39%, 42%, and
42% M. caroli mtDNA, respectively. (B) Stability of M. caroli mtDNA in ESmtCar-2 cybrids
cultivated for 1 to 6 weeks after cloning. (C) Analysis of mitochondrial respiratory function
of ESmtCar cybrids by COX cytochemistry. Bar, 100 zm.

contamination, we used cytochemical analysis of COX
activity. ESmtCar cybrids with M. caroli mtDNA showed
respiration defects, whereas parental ES cells did not
(Fig. 3C). These observations indicated that mtDNA
genotypes and respiration phenotypes were transferred
simultaneously from mtDNA donor B82mtCar cybrids
to ESmtCar cybrids.

The next question was whether ESmtCar cybrids ex-
pressing respiration defects retained their multiple dif-
ferentiation potential. Our previous report [11] showed

that mouse ES cybrids with rat mtDNA (ESmtRat cy-
brids) lost their multipotency phenotypes upon subcuta-
neous inoculation under the back skin of nude mice,
resulting in failure to generate transmitochondrial mice
with rat mtDNA. Therefore, we tested whether the ES-
mtCar cybrids were able to differentiate into various
tissues under the back skin of nude mice. Both the ES-
mtCar cybrids and the parental ES cells formed primary
tumor masses within 4 weeks after their inoculation (Fig.
4). Histological analysis of their primary tumors showed
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ES ESmtCar-2

Fig. 4. Effects of respiration defects on multipotency of transmi-
tochondrial ESmtCar cybrids. ES cells and ESmtCar-2
cybrids with 42% M. caroli mtDNA were inoculated into
nude mice and the resultant primary tumor masses were
used for histochemical analysis. (A1-AS5), ES cells; (B1-
BS), ESmtCar-2 cybrids. Al and Bl are primary tumor
masses formed in nude mice. A2 and B2, A3 and B3, A4
and B4, and A5 and B5 correspond to hair follicles, bone
cells, striated muscle and secretory cells, respectively. Bar
in B1, 1 cm; bar in B5, 100 um.

that both ES cells and ESmtCar-2 cybrids were able to
differentiate into multiple tissue types, namely secre-
tory cells, bone cells, striated muscle, and hair follicles

(Fig. 4). These observations suggest that the ESmtCar
cybrids still express multipotency, and could therefore
be used in future studies to generate transmitochondrial
mito-mice with mtDNA from M. caroli.

Discussion

This study determined that M. caroli was an appropri-
ate mtDNA donor for generating transmitochondrial
mito-mice expressing respiration defects by isolating
transmitochondrial cybrids with nuclear DNA from M.
musculus and mtDNA from M. caroli or A. speciosus,
which are phylogenetically classified between M. spretus
and R. norvegicus.

Comparison of the O, consumption rates of transmi-
tochondrial cybrids with mtDNA from various rodent
species showed a strong negative correlation between
phylogenetic distance and reduction of O, consumption
rates (Fig. 2). Because most mitochondrial respiratory
complexes consist of both nuclear genome-coded and
mitochondrial genome-coded subunits [21], mitochon-
drial respiratory function is controlled by both genomes.
Therefore, the respiration defects observed in transmi-
tochondrial cybrids with mtDNA from various rodent
species (Fig. 2) would have been due to the coevolution
of nuclear and mitochondrial genomes and the resultant
incompatibility between the nuclear genome from M.
musculus and the mitochondrial genome from the other
rodent species.

Transmitochondrial cybrids with 4. speciosus mtDNA
(B82mtAsp cybrids) showed a 66% reduction in O, con-
sumption rates, which were comparable to the reduction
rates observed in B82mtRat cybrids (Fig. 1C). Because
transmitochondrial mito-mice with rat mtDNA have not
been generated owing to the induction of significant
respiration defects by the rat mtDNA and the resultant
losing multipotency in mouse ES cybrids with rat mtD-
NA [11], mtDNA from 4. speciosus or from R. nor-
vegicus would not be appropriate for generating trans-
mitochondrial mito-mice. Similar failures to generate
transmitochondrial mito-mice were reported, particu-
larly when mouse embryos possessed mouse mtDNA
with pathogenic mutations that induce significant respi-
ration defects [3, 7].

In contrast, B82mtCar cybrids showed a 35% reduc-
tion in O, consumption rates (Fig. 1C). Although a pre-
vious report [13] showed that transmitochondrial cybrids
with mtDNA from M. caroli did not exhibit reduced
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activity of each respiration complex, the O, consumption
rates we obtained here reflect the overall activity of mi-
tochondrial oxidative phosphorylation. Moreover, a good
correlation between reduction rates of the O, consump-
tion and phylogenetic distance (Fig. 2) suggests that O,
consumption rates are reliable for estimating overall
activity of mitochondrial respiration. Furthermore, the
reduction rates of the O, consumption induced by M.
caroli mtDNA were comparable to those induced by
T6589C mtDNA of M. musculus (Fig. 1C), which is
effectively transferred via the mouse female germ line
to the following generations and induces disease pheno-
types in transmitochondrial mito-miceCOIM [11]. There-
fore, mtDNA from M. caroli is a candidate mtDNA that
can carry possible pathogenic mutations in the transmi-
tochondrial mito-mice with nuclear DNA from M. mus-
culus.

We also succeeded in isolating transmitochondrial
ESmtCar cybrids with M. caroli mtDNA expressing
respiration defects (Fig. 3C) without loss of muitipo-
tency (Fig. 4B). Therefore, we next intend to generate
transmitochondrial mito-mice with M. caroli mtDNA
using the ESmtCar cybrids, and to examine whether they
can be used as models of mitochondrial disorders.
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We generated transmitochondrial mice (mito-mice) that carry
a mutation in the tRNA™* gene encoded by mtDNA for use in
studies of its pathogenesis and transmission profiles. Because
patients with mitochondrial diseases frequently carry mutations
in the mitochondrial tRNA"* and tRNA“(UUR) genes, we focused
our efforts on identifying somatic mutations of these genes in
mouse lung carcinoma P29 cells. Of the 43 clones of PCR products
including the tRNAY* or tRNA“VUR) genes in mtDNA of P29 cells,
one had a potentially pathogenic mutation (G7731A) in the tRNAM®
gene. P29 subclones with predominant amounts of G7731A mtDNA
expressed respiration defects, thus suggesting the pathogenicity
of this mutation. We then transferred G7731A mtDNA into mouse
ES cells and obtained F, chimeric mice. Mating these F, mice with
C57BL/6J (B6) male mice resulted in the generation of F, mice with
G7731A mtDNA, named “mito-mice-tRNA"773” Maternal inheri-
tance and random segregation of G7731A mtDNA occurred in sub-
sequent generations. Mito-mice-tRNA™*773! with high proportions
of G7731A mtDNA exclusively expressed respiration defects and
disease-related phenotypes and therefore are potential models for
mitochondrial diseases due to mutations in the mitochondrial
tRNA'* gene. Moreover, the proportion of mutated mtDNA var-
ied markedly among the pups born to each dam, suggesting
that selecting oocytes with high proportions of nhormal mtDNA
from affected mothers with tRNAL*-based mitochondrial dis-
eases may be effective as a primary prevention for obtaining un-
affected children.

mutated mtDNA segregation | mtDNA heteroplasmic mutation |
preimplantation genetic diagnosis | selection of oocytes

itochondrial DNA (mtDNA) carrying a large-scale de-

letion (AmtDNA) and single-point mutations in the tRNA™*
gene and in the tRNA™“UUR gene causes chronic progressive
external ophthalmoplegia (CPEO); myoclonic epilepsy with rag-
ged-red fibers (MERRF); and mitochondrial myopathy, en-
cephalopathy, lactic acidosis, and stroke-like episodes (MELAS),
respectively—the three most prevalent mitochondrial diseases (1-
3). However, there are slight differences among the three disease
phenotypes, even though these pathogenic mtDNA mutations all
induce mitochondrial respiration defects. Considering that mito-
chondrial respiratory function is controlled by both mitochondrial
and nuclear genomes (1-3), this controversial issue can be clari-
fied by generating transmitochondrial mice (mito-mice) that share
the same nuclear genetic background but carry different patho-
genic mtDNA mutations corresponding to the mutations found in the
three prevalent mitochondrial diseases. However, no well-established,
effective protocols are available for introducing mutagenized mtDNA
into the mitochondria of mammalian cells.

In our previous studies (4-8) we found mtDNAs carrying
pathogenic mutations in mouse cell lines, transferred them into
mouse female germ lines, and generated several types of mito-
mice, including mito-mice-A (4, 5) which harbor AmtDNA and
therefore are disease models for CPEO. However, mito-mice
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harborinfgumtDNA with pathogenic mutations in the tRNA™* and
tRNAM“UUR) genes—and therefore prospective disease models
of MERRF and MELAS, respectively—have not previously been
established owing to the unavailability of mouse cell lines with
corresponding tRNA mutations in mtDNA.

To complement the paucity of effective technologies required
for introducing mutagenized mtDNA into mitochondria of living
mouse cells, we developed an alternative strategy involving cloning
and sequence analysis to detect small amounts of mtDNA with
somatic mutations in the mitochondrial ZRNA genes. Because path-
ogenic mutations responsible for mitochondrial diseases occur
preferentially in the tRNA"“U® and tRNA™* genes of humans
(1-3), we sequenced 43 clones generated from PCR products car-
rying the mitochondrial tRNA™*VUR) and tRNA™ genes of P29
mouse lung carcinoma cells (9). One of the 43 clones had a so-
matic G7731A mutation in tRNA*, which enabled the generation
of transmitochondrial mito-mice expressing respiration defects for
their use as models for diseases caused by mutations in the mito-
chondrial tRNA™* gene.

Results

Cloning and Sequence Analysis of PCR Products Including tRVA Genes.
To detect the small proportion of mtDNA with somatic and
possibly pathogenic mutations in the tRNA**“(YU®) and tRNA™*
genes, we used two sets of primers so that the resulting PCR
products would include the tRNA**“VUR) or tRNA™* gene of P29
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