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YFA—=ARZUT, FHE, BR, =a2a—U—F 2 FRE 1Z0OHUE CEA ST
7 a—rt &) EFSA TiE 2007 TR CHEAFT 2 7 v — 2 OkEiE 7 213 4000 A
72 1% 500 A & HEE LT,

FEXTHNCEL DD 72 D1, SCNT OHEANICHEEDE D L. 7 n—rB X OFFRIZE
T AR O S F X FE 72 BFAE T ILREIA 72— REHHE OV & D SO E & KB LT
HLDOLEEZOND, EICHENRBERNSG, Z7a—rO1f (T72b5 FL e Z2D%
HEAR) OBEOHTFTLHIRINTZbDOTHD, LOLERbZRICEhhbbd, 71
— UM BAETEME T (FEITHER) 1T, IR bliE I TV D,

filE SATCEIIMTHE S A E DATREMEN & 203, E 4 6 S EAET 2 Fam T HLse A (1]
WA TIER 1~3 4, A TITR 5~7 -, IEBEKRTIL 6 B ARM), Liehi-> T, fF 34
TCEMOFMTIZI n—= VOB 27— 22 AT 52 L IFRETH S, A
BxONTEMBAEGFE L EBRESNTVWD 7 a— v OHIFRLNA TS, 71—
T NZOWNTE, BIIEE TO 6~7 OOV TER LTEHREEN TS OTNITHY
(Chavatte-Palmer ©. 2004 4F ; Heyman ©. 2004 4 ; Panarace ©., 2007 4F), & D7 v
—DORFMIZAL TUIMHATE 27T =N E o7 ey,

IR UARENLOUROBREILIC L 28 LR CHEMERDATREER S D 2 &%
R UTZMTRIZN L O ® 203 1FD O TIEFMMBEL 72D L X7z (Ogonuki &,
2002 4% ; Tamashiro &, 2003 4% ; Wakayama &, 2000 ),

24. rua—=2 7 OB M
SCNT Z#HW T, T <N AEN., REOKRWRAR, EAOREICEIGT 2R 8%
TTIRLTWAENLDEW O 7 0 — B EAT ST H D, TOME, BiitE

HIRDOE % DRENFEEIZ Lo TIBIRTE 5720, 7 v—rh [RAFR ) RBBAZ /T 5
RirhZze LY RES TEHARMEDNS 5, KA EEMIESICROBFMEIEIL, KL T
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X, 82 ORENOT A MIUIE LIRER ST, £oTnizdh 2 WIRFRBROENY
DEEOENPFERMICHE SN IBE~Y— D EH L TEEEEZED D L O TWn D,
LS, BEOED LX) REIRCHLA LD L O, BlaFOBTr s T LMD
1t 2 Ko TAE L DZ0ITHE O BInFOEIERN 72 U A7 IZIRV MEe 7z, U R 7 5l
BEARAME S ERRFEICERICO > TEITTLZENEETH S,

SCNT %, BHIC L2 RR/EEEMEG5 2 & & HIIC, EU B o ¥0oh E Cramic sl A
IHIEH TV D, EU BN TIL, SCNT (FAFEE & L CTHIE R I T, BFZEIC
FBUWT SCNT ZFIHT 2 Z Lid, EFED X 5 221EF0 O FIk CORERN /A 48t & O
BRI 72 PRI T OBRES < W 2 ZJEICAN TV D,

BEEZBRE, FENR7 n—2 (FO) OLRMRIE, BREOBICHIT 5720 kg S
NEEBMEFELET L LICHY ., ARME L TOBMEELET D Z & TIERVRICHICE

LTW5,

3. SCNT OV Y =XT ¢ 7 WIE & B MIE

SCNT %, 7 v—=2 7 THEMH SN 553k U= RIE Ok D158 23 K o3 LIHI AL O 1R RE

Uty b3, HILWLWIERBFELTORBELRTHZENTETHO TR LI LI
5, L, ERRBREOTRTORAT v 72 HHTEL L HICT 50, (MERE
DEAITKT U CHEIGF RO NRE = 2B Z HVERNH D, ZOT 0t A IAEHICTE
VR T 4 7HT, £ DNA RS EZEZ WEE L L, FRFCATHETHL, =8
V32T 4 JWERRIZIEZ. DNA (Tbbra~TF ) ZHie s X7 EOALFERICR
B S NTEHEIEZAEC, DNA DAL FHIES R, KA F bR ERGEND, 7 r~xF D
& R B OESNL, T TEINAR 7 n Y 2 TH D, SRAIIC, DNA X F ki 2 et
D72 @y, R OHE 7 1 77 Muik, KEB5H DNA A F AL TH Y . Z DI
FEEDOMIAIZ B WL A Lo M E E TRITIUXR 5720y DNA FEIO R F A 72 Fif A
FMER DD, TEV = RXT 4 7 REFILIN D0 OBEB T ORBUCEEL KITL, =
D L9 BRI AR ZE S B FTREMEY & 5 (Jablonka F5 X OY Lamb, 2002 4F)

SCNT DOIhRDOEE &, LIZULIEEB LR FORBHIM T oI1E), HAEBB G 20
HIZh 70— 2BV CERD ONARIEICH 2 AP R R I TIC, 7/ 22 REYICH
Tl T METARICE LD EY 2 X T 4 JHREARICERNT A 2 E 2N D,

SCNT DEEMIELZ ST 5 A REMEICBE T D WV D OBERE 3.2 [ZFLT 2, =y
= XT 4 ZHEICOWTIT® 739 31 T L 5,
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31 bRV xT478E : 7 e—r0Bu s T AL

SCNT ZAT o 72tk DEDIEEI O 7 1 77 Mui, WIS 2REM OO RREIZ B2k
Lizth, SRS Z ORISR E T 2RI R 2RI To kT2 L VW) EIL22DRT
v 7 TR MR ER 2 7 n e A CTH D, (Yang B, 2007a %), #7/ LD H HELER T
< BT DOEIE BN CRFHCIEBINIC/R S, ZRDDOBBETFDOEIINTAF—E
VIBIETE LTHLNLEEBETTHY ., T XTOMBBTRELIND, £ OMILAMAIE
BNCHFE OBREZ M 5T 5 8IBFICHY T2, Lo TR DGE . ;ﬁiﬁ ZFIHTE
5Lm%®k%\ﬂ YA LU FThD, O OBEBFORIEHEITER. &ML

EICT A28 IR OMIIE I LV BB TR ORI IR Bz T 5,
%ﬁi@x%yfﬁ%%&ﬁﬁ%%ﬁ@’Eﬁkéh@h%ﬁ WE 72T OB LT
Wr S, BEITESER R RICE D, ZOBRIE, BEOHME L OHAEER DR R T,
Ja—VERNR Y RBLTWLEE T 5,

AREEZ DL IZiE, DNA OZ ke | L v MIDIIRHM O ML E TRO B D
O HEARNRFE L TV D 7 e~ F U OERNE L 72D, ZOEIE, ZHERIZAET
D 2D AT 5 ATREME S & 5 (Jaenisch 45 & Y Wilmut, 2001 4F) , 5 RAYIC
7 v — U IRIT A BN D BB TR 72 DNA A F LD B 7e 32— % LiIE LIERd
(Dean &, 2001 4, Kang ©. 200la 4, Kang 5. 2001b 4E), —E ¥ = %7 1 7 HE{KIC
B AEEHMEOE S X, B TOAF LD UL L mRNA OFH 2 — 2B L, il %
DI a— RICBNTHERD LS (Dean H, 2001 4F, Beaujean ©, 2004 4, Wrenzycki
5. 2005 ), PR B CREICRELS N BB O RICIE, HAEBERIEET LY
2—DMBENTRFEIZRIL TWAILORHL I ERHLNNI D2 055 (LI D
2005 ), VD7 u—r DT O%E . BEBIOKROFEEYMOMMIGER D A F
IMED T =035 Z & 3% % (Hiendleder &, 2004 4F), JIREIIEOMIRENIZB AT S
ﬁu@{ﬂs-ﬂﬂﬂ’?#@% FIALDIRFE L BT 2 2 5 DR 72 A FALD /R — o OFH I
_EW%ﬂTw&wiiT%éoL#L&ﬂE\@m%%ﬁ_%LTi\$mT%ﬁo
Tett, MBEROBREE CICAE CHEBMIEE O™ 71 7 2MEDBE L D RO H D
ZENRTUICE DN ONORBETHLMZEN TS (Yang ., 2007a 4F),

YU ADLGE BWEEEE A TFIULDT 0T 4 — L DOWEN G, invitro (ZBW T m—
b S 7= MR O WA S Rk D ZREMERIRIE, RNSRE L) BT/l & ok 23
RARETH A Z ERP LTSI TUV D (Brambrink &, 2006 4+, Kishigami &, 2006 ),

UL, NS AR T A IR O = B Y = kT ¢ 7 BIIRREDS SCNT %17 o 7=tk D il
faZ LB I AE SN TS Z L Z2RIB LTS, —FH T, BEORIBMATH %%
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FEAMREERIIN O DNA L, BEEIZ A F AL L TW% (Yang 5. 2007a4F), 2 Z &iE, 3
B 21T o 7= 18151 10,000 & HH O 400 fH OBEF- N~ 7 AD T v — 2 OJEHED g 7058 Bl
ZRTHASL, ZOHRENZa—rOPTCUIXEUIEELT 2B OHHE RV E S,

SCNT IZ L 2RDOYNCFEO HND TR TOZE Y = 3T 7 LSRRI B % 2
TEHDT TR, BT, MOBTFD 2 >OXYGEED 55 1 SORIEHAICET 54
BORBRTIL, ~ 7 2ADOMENH O 7 v — L ODRJEMALD S Z — U BN SN EHF Th 5
ZEPRINTWDAY (Eggan ©. 2000 4F) e X #EEAR 1 OFEBLANRF IR 51 5]
DD HENCIREfER SNED Z ERALNCEN TS (Senda &, 2004 4F) ,

U O%E . X ROKREEOBR FORBUL, invivo CAEUTZWEERTHE 70— 0
ROFH ORI OB FETITEANL D Z E B BT ST D (Wrenzycki &, 2002 47),
X PR DO RIEMAL OB B 59 5 8+ OIR A F kL, HEOT 7O EIER
WETHROLND, LrLAaRs, 7ua—rNTHRIORAEZYT 5 b0 —0HiEsh
TWeWizw, L L7er n— A bitd X YRR A F D, @7 a— 2
XL THRT 2FNIAATH D, SHICRNICEZ D L. BT D 2 DOBEEAFE R
27— NTZE Y237 4 VBT A L MET OHRITE E A E RN E BT LB
Wb, TV RT 4 7 HIFIC L DRI O A Ly v 70RO RIEHEL
X, 7 e—UDOIERRAEMETE LR,

e DG DRI G- L TV RS D RFEA . BANDIEE Ol & 72 5 ERITE D N Y
— T BT DA R SR SN DIRD KA & R DG, 7 n— VRO R DR
DBFA~OFIIE, PR Z R CBHtbEN S, b YVl v v aEGie i 2 ENEICZE
W, IR FDORTCDOERFIKEEZ LN HMBFRIEE B LU0 FRIEE OV D00,
SCNT |2 X 2D IEE T HHER S T2 (Hill 5, 2000 4=, Heyman &, 2002 4=, Wilmut
5. 2002 4E, Lee &, 2004 4F),

ATV T 4 T BIaFE LTHLNBIn D7 T A%, RIEMIZ 7 v — IRE BA#
LEBICRO LNDIETOREVIECRIZBWT, HLNIEKREEAS>TND, T
U T g v 7 8inI%, parent-of-origin DIRIFRIZR FIEIZ L D BB T D 2 DOXEIRT
DLONLREIIND, THHOL IFHIRE TRV iAEN D (Coan &, 2005 4F), ~
DADT O —2DEFE, W ODDA T T 4 v TR OB R KD LA
JEEC UIX LIER A SN2, a1 O CIEERD bivienr -7 (Inoue &, 2002 ),

WHELIEBrOv 07 a—r O3S EZIERMEENOA TV T 4V TBIGTD AT IV
{LIRFER oA LT #5203 %458 % (Liu &, 2007 45, Long 8 X OF Cai, 2007 4. Lucifero
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5. 2007 45), ZOFERIL. SCNT ZATo 2 BRICERFE R AT DT a7 4 — v & Gk
P2 R TR IRRO MO BN BEEMEZ R L W5, FEORRIT, CpG 74 7 R
B O DNA ORI D T ) DRIRD A FALORNAER» DB X 32 &N TE
% (Kremenskoy 5. 2006 4),

FUvv0ra—ro8s, RYiAEiz IGF2R (Insulin Growth Factor 11 Receptor : A >
Vo U URRECR IR 1 ZBR) BAR T ORE RRISNLRIS T OB F — AT TR
< JpE TR B (Yang 5. 2005 4E), SCNT IC LV FE S UG F-OR BN E DM
MRCHESNDBE IR A TF LD — U PR DR 72 7 b — R D FEEIZ OV T,
RIZHIE STV 20, DNA A F IO Z — 2B D 2 6 OB LIT IR Z B L O
REEFE (7 a—=2 7 & fED7R) OIE, 7'a b 3 VIR e 5k ORI R i e
FHETHROONTEY, fHRELTHNSWELEHET 2B FomEEL 6T
(Hiendleder &, 2006 4),

DNA A F LI EDOWL DO Y = 37 4 7 BB SMEL EIZIERIC A% D80 %
~YUADY v— 2 DOIIBNZIB TR bz (Ohgane &, 2001 4), S HIZIAHLeFER
TlE, vV AOT 0 — 872D DNA A F LD RE — U BNh LD Lkt b
7= (Shiota ¥ L O* Yanagimachi, 2002 4£), Z U5 OZEBOFRE L, £k T 1,000 1 D&
BAPEIZ D &) 2~5 DO RFNZ A F /AL LTo BB 1A b TR O 2« O A2
0= D TIERELR> TV, LaL2ns, 2HBELZDHRO 7 n—r~ T A,
FHICMBLL SNDHH ) I DNA DA F A SRE — L I FIFERE I L - L by
(Shiota ¥ & U® Yanagimachi 2002 4£), %/ 2 DNA D A FIUALIRRER B G- L CTW B IR Y |
I O NCRAI OB DO FERERERTII RN L2 IO T ADT —Z PR LTV D,
UL S, —HOK 7 a— DO EEERN T E Y = 32T 4 ZJHNC EORER 2
FETHLIPIRATH D, BOMEmAtET Z L ICX 0 BEDHEKT DLV I RS
< O0® 5 (Senda &, 2007 4F),

7= DAF AL LTRED SRR 2T A ENFE TRE L TV DI H b bd, 7
Dy a— AL HRBRIIE. 7 LD 2 ODERDFETO A FIALDFMAEG -
(Archer &, 2003a 1), XIHHED T ¥ &L OHETIL, &/ L OGS L OIEIE G HE
DWFIZATFIMMEDRIEDEZRANH D Z b2 a— PR Lz, £z, Z7a—=V7ER
THIZETDH DNA AFIALDONNE = BB Z HARetEnd b 2 &2 Lic, L LR
5, ZORBROTXTO 7 m—rp3ilrFEhks (%27 HE) IT@ET, Ao ER
HAMA HERO LR D5 12728 DNA A FIUALD Z i 6 D RO AW FHEEII A TH
5o
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311 MRz xT 4 7 HERB

RERIRT — XX, 77— NTOBOE#HZH v 77 METHMICELLZTEY =X
T 4 7 WREIAR DA AR L o THA L7 FITREI NG L 0BT L - T, FIHA]
REE D, TERNEIE T2 b OEL OBIGTFRT ) LNICFET D AREMERH D DD,
ZORBIZIT I n—2 & ZDOFROTE ORBEM G T 2B T 28 E DR H S
(Peaston ¥5 & O Whitelaw, 2006 4F)

BAEDT —2 Tix, KRB THARS LOHARICRO bR 2, RILKR 77—
CREAELT-ME195A & JE LLBHDO 73§ X THR L TW5DH Z & &7r L7 (Ortegon &, 2007 4F)
UL DE, sa— i 7 a— T OB D A 1 BRFEE LT (Kasai b,
2007 ), ZD 8 WADTFIZH LT ToTo, BERMEZIZ U O, BRRD, MiE70, ik
T, AR OED, T e AT RO EE G S E S ERBRTIX, BEIT—
PIRESniprinoi,

TEROBHIEICL DT Z LR S ETZ9BD 7 v — M7 2 X FLtR O+ 7 % 14 8%
ME LN, 7r—r (FO) &XIREEF CHREFFHICHER Ch 2D /RT A —2 %, 2
DONT A—=HEFRE | FLOEF#HBENTH 7= (Mir 20054), ZD220D/8F7 A—4
(MMPRBEHEBIOT ANV RRAT 7 2 —Y) 1&, BEFIC B L TERRL LN
o7 (TU M TA Y —OEWIHA),

FIREORERIZI~ T ATHLA LI TEY  FO DOERRHENR 7 v — Mo BRAZR TAEENT
FAAREEIND Z LiX7eh o 7= (Tamashiro &, 2000 4 ; Tamashiro &, 2002 ),

BERANZ, ZNHOREIR, 7 v — 2 TRSIND B REEN BRI L > TR
ENHDOFITULT LHIRESND LN I DT TIETRNI EZRLTND,

XFESERFMISET DR Y = 2T ¢ 7 EBIE. £ < OBEAY THEE
SNTEY, WABICB W TEEREFZRTC LTV LAREER S D, T & IHERRE L
B ~DA LAz FRFHETHIEZ A L T 25613, FHCEREERE) Fr R 10E
BFOIA Vv TERITEHEZ 0T DTV =X T 4 VHEMZFHRT D
AREMER B D, TDO LI BRITIRICED FITBWTRO LN =B Y = 3T « 7 HERRIL,
BOTRIABEIND AREENDH D, 2O OBSITHEIGOMF & 27 Sndn, 3 it
BT TH D Z ENRPH LN > TS (Gluckman 5., 2007a 4F, Gluckman .
2007b 4F), invitro TOFEBROEMFTTIX, Y =T 4 ZHRENRKR L LT U7 RRIC
HHENDHZ L HRENTWS (Roemer B, 1997 4F), B2 5~ 7 ADET /VITHLE, MY
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IAENTORVEFRIRSIBUA FITAHAET D DNA A F LR EDT B = 1T 1 7 )
7~ — 7 PACRORR O AFEAIIE RS2 L CED L Y I ERhI#E & L TRESN
TWHONERET HEICHATE 5 (Wolff 5, 1998 4, Cooney ©, 2002 ), BE T,
RNA DNBISHIRBBIOWREHERZ L V15D 2 L 2 RBT 25N 65, 77 —F DO~ 7 A
OEBAOEE . REEMORT A FOFEMMEESN L DIZ, A VT AKTIERL . K
FHIZE Y PENRNAICEY . T 2% T 2 RNAICR Y Kit BisFORB 2 T
JiilgEd % )71k K % (Rassoulzadegan &, 2006 4), 4 [EIOFE B AEOXIG TH 5
FERZOWTIL, FRRORBRCBIRFIIHR SN THRY, 7 a—r L ZOFRICHT D
IO OBIEEHROREMIL, ERIITALNIINTVARY, Jr—r DY =T
+ 7 BN Z OB OIRTITHET 22 b THISATEY ., BUCHRICHFEI LTV
DERD D, LIehi> T, fRICHBL LR B L 2= 0 0 = X7 ¢ 7 BBz D~
BV xT 4 VREEL, s u—=U IR LO TR, BFATHY LR
WD bDTH D, BOEOT —F TiE, WALHORBBIH T 2EEM TV =X
T4 7RI RR L, eV 2 X T (7 ERE b OBREBE RISV TOR
LR TR B R I E LT D (Han 5, 2008 4F),

312, TEVRXT 4 IMRTa AT OESN

SCNT IZ X5 ZRE D NI —DFAMIAZDOREN LD H 1o B = 3T 4 71
BrOOEDIZE, 7u—r07 0 A T70ORINHD, T A T ETENEOT, Lk
DARIHENALE T 2 @A KERLS] DNA Th Y | o Shiz & TR O AN U 72
G ZBIE L ClRIE S5, T a4 7%, DNAEM L EES 28RS 5 2 Ens, il
DHOEHMTEL 725, DD, 7a A TIZINEEOBEREZFET 2ENH 5,
FOVOEDTHDLT AT —BIX, AMIE-CHHIIEZ: & D S £ & F 2R AN ATE
LU HET 2R BB OIS R AR T o AT ORI OERERFFT 281 H 5,
WO m—> (TRU— (Dolly) ) OF v ATIL, Fhi~ vy F I HARREIC L
BDRSENIZ LR THEWZ ERBH L7 > T % (Shiels &, 1999 4F), Zi &z BEHIZ,
70— PNREN R T RIZOW TR ThII, LnLRBLZEDHR, REK
DRBRIZBNT, v, TH, YXOr7a—r07ua XA T ENRRETH LD, F-34Em
v FSHTCARZRUC L DXL Y bRV, Bl R —ofildz 7 n—=r
TIWZHWESETHHE S TS (Lanza 5, 2000 45, Tian &, 2000, Jiang ©. 2004
A, Betts &, 2005 4, Jeon &, 2005 4=, Schaetzlein 35 & O Rudolph, 2005 4%, Kasai & .
2007 4F), BUEDOT —X X, FIHEH ST Dl oMo K —flab ko 7
B—rTET7T e AT ROEEITEFOZ L THHZ L E2RLTWD, AERORR Y m—
MBREHLNT 30 BEOF DT v AT RIT, Fil~ vy FIELAREFELRR S0 T
(Ortegon ., 2007 47),
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313, KEMIAZZEY X7 4 7HFEHARE

TEV R T 4 ZHREIA R v —= 0 ZITMFFOBIG TidZe < . HEY DI DT
TORIRTRO LMD LD THDH, FRZ in vitro DEFRZ MY &L D ART OEEIZH DL
NHBRTH D, ZiE, SCNT Z R TH DAL ARINZREIN & % in vivo TREAE S U7 IR
LT Z A, UUZEWTHEIZE S L (Camargo H, 2005 ), [RERIZIZDOFETH
8 B A7z (Gardner 35 L OF Lane, 2005 4, Wrenzycki 5. 2005 ), 2415 O 5 E 723 SCNT
HIEDH DA ML RIZLDbDTH D DN, RIEMICEAT DRIOMBIES S 5 45 in
vitro TOBRBEDORERIZE D2 DO THLONIFANATH S, £/, FikLizkoic, v
LIBF O =T 4 ZHIREEL ., WHRLIARIKDH LD 5 EMEEEDOEEDOTY
VX T 4 ZHPREETEH . HIPINCITEREISH T OIS TH D R A RREICEO T &
Thbd,

3.2. BRI

SCNT ZAT- 7=tk DYt iR E 1L, BAEATOEM CIX A FEICEEE CRO LD, E
\DBREF I BE RIRIZA B0 5 (Booth 5, 2003 4F), 7 w—r 7y 20 a5 & LT
B TILL 2 FORBRIC I T IEE B O Y RS A 179 2 B IR O @ O8R5 (1 21%)
WRINTe, THHORFIT TR, AR RN EMENREANILER 72
7 a—2TRAETHARENRDH D Z L&KL TS (Hanada 5, 2005 4), [F—0 27 v—
VHED N OART A 30 BHD T 1 AT R & Yu @ R BRI R & O BB ds Tl 5 B
W &R &2 7= (Ortegon &, 2007 4F),

~ 7 ADYLAARZEEVEIL in vitro T2 v — AL FE 721356 L2 IRICH k9 5 IS i T 22
RAORREMENH DN, ZIUIBE O BLENRNEIY b LATE Y 22T 4 7 HRKIZ
ka0 TH% (Balbach &, 2007 45,

321. I b=y KU 7 DNA OEHs

7 v —rDRIRFHB L ORI 2R Z22T, I b= FU 7 DNA IZHRL TWD AfEE
Mnds, 2 har R TEECHEOZ RV —JRE L THWLNLDN, IBOIEEFIZLHL
BEINDAT A RERSST 17 7 AHIBASEIZI W TS, EOMoMn AR F
REEIND D, AMAEMOSA, O Far R TIREER L0 L LTRSS, I
RO E 2B W CREFF RN 2 FIEThRESRD, Z0X512, I b= RUTIEEL
W R 2R T, SCNT MThivizth, IR OMIE (FEME) D& L5
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NHI b RYUT DNA 2, FiE FF—filae Lo vy NMIIREOME D b L
L (~Tr7FT7AXI—) IhaRUTDNAZHIATHI ENTES (Steinborn &, 2000
) BURRHIEIZIZ, BRI E N BT DI Fary R TREENATVD, 20K
(AR R DR AL OREINCIZ Z N L VDT 2 b O IIRHILAN AR 3 5 MBI
ICHIN L, 25D~ 7 Z O FIREAIEL O 100,000 {#1E & 128 % % (Shoubridge 35 X TF Wai,
2007 ), ZNE TN EINTZREHD 7 o —r BT BT T X —Th H7HLT
AETRESNTe oo, BBROEBBIIVHTHY, ZOZLITBELLEIREZLT
%72V (Hiendleder &, 2005 4), X h=2x> N U 7 OBEEE LRRICE T 280, Loy
T FOIRRFINA S DI b R U 7 OMEREDIREIL. BE @tﬁf%%@ﬁ%ﬁ
OfERRIK - &£ 720155 2 ERHERI S L TWv%  (McConnell, 2006 4F) ,

\

322, ALV ER

BoHRIlc (AMAEREZBLC) BEINGEDL 70— O DNA O A L NER%
SCNT FEFT 2HIPHIT, RIZITIZE A EHE SN TR, GHEATHIZ L 28 O34
IZBWT, HEITRWAZO LS RERITERBEMTAELTEBY, BZELLLFEFKDOZ &
DEBHRICLERICETLTWDETHASH, TNDHDOZERER T, Hx OFOIIED
MATICL > TERIERCTRERARMEZ L6 LEDIB, A7V —=V T RAETH Y |
FAERDORZR T v 7T ATHERT 52 LN TE b,

WEOBRETOFIL, BIRFEANIZ DNA THE U 2 BRERIIHILE L TED OO
RLLTHOREMCEHRT DERMERDA LTV T 4 VT BIEAFDIET 2R T 4
FRRREZ T 2 b DO TIZARNWZ L AR LTWD, TANERIDIRER A2\ H~T 1
BEAOBEIROIIEEE KFTEEMEOHIERTH L [Frv ) E—URBA) 227 5¢E
VY ORERITEH S (Charlier H, 2001 4F), BHE L 72K 7 ZICBWTHRDO BTN D
(Van Laere &, 2003 4F), BIfETiE. DNA 7215 Tid7e < RNA &I (RIEDF B O P 7E 3
RERVIGED L E BT DAL H 5 (Rassoulzadegan &, 2007 4),

F@ﬁ7m77Am RO 7 n~F o OFE L VWEBENLE L SNDHT0
SCNT L. F&E TO4 HOBIBFNERIEE L THW LN BREEORIR ;Dk%ﬁw
B KIE Lﬁ%é KFP—D7 ) 2MZBWTC A Ly NERORELZMRKIEDLZ LD,

33. ool

rua—=27o7at AL, IR OIE DWW ShOERN G Fivd, IR
DORFE DO —ERIIE Z W5 T HRNCERE SN, FBETSMIRE MRS D Z L1l 5,
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I, MORBBUZLERTERITHEEE AR A T-MREDOREZ T bTBZENNH 5,
INEHIE OHIRE OEIEZ B & 3257 1 h /Lo FIiX, FRRMEO IR O o &
BNV D OBREE LI IR O@E 7 ERH 5, MIE OEffiiL, BriZ L7 IR
fal R —HlROfaofERELTELDZ b B D, JHUT, WEEAHATZI b=
NUTZED, R —HlOMIE 2 IPRFENISEAT 55D TH D, b OMifnE
IZHOLNDEET, MlnEE 7 v — RO EITEEL KT LG L M/ s E O~ 42
EERSBEIALND D, MIEDOBEM~DEEIL, WEITHE I T2 (Tamashiro
5. 2007 4F),

34. SCNT O ¥V = X7 4 7 BHlE & BEMMIEIZ OV T ORER

TEY =2 RXT 4 7HHEARIL, 7 - IR B e RF L, BRERE 2 ENRIBE
NS DA EERDAES DRt EEARRK & 72 5,

TEV=RT 4 ZWRET 0 7T MERERIICHE 2R 7 n— 2 TIERER R S
2o

71— @D DNA HIEEANE R —8 0ERCTH 503, T OO ERNFEET S 0]
BEMEDRN DD (fF], 47 1 DNA D A FLALIREE) .

BHEOLEZA, BONIEAFET—HICLDHE, SCNT (Lo THFERENDIE Y =
I T 4 VHIHEI R EN T VB L OT X O+ (F1) IZBEEIND & T DFRLIE 20,

SCNT OBV =T 4 7k L OB EFENRMIENEEZ S T H2HBEIX, 28l
WA ST,

4. BMOREER XUMEHE LD SCNT D&

B OREFRIZIT. SRR - AFrRAORERE. &Yt K OGRRGMER B D PEER I L OARERY 72
AERFIEN T DD, B OfmRaL & 13, B, B L O SR EZ RV RS 2L TH D,
R BB AT THLID, HOLVEFTNONLHFESN TV L NEMEBRT HITIE, 71
—URbNNC T n— e n— B L DT — 2 2 BB LT, oI EmicE

T DRk % IR BEREICIRG L CGlRAE T 5,

Ja—= ZIZOWNWTOCRRIIEEER FICH 2 EMB L ORE CIThb - EEOHEIC
ESNWTWHOT, BIEBIOREINTRIL. BENREREY AT A TOEHERNZ
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KL TOWRWAREERH D, 7 r—rid, AHTH D LB bW E AR EIICH
KLTEY, TOMWEIZZORRIRFREICE Y . 208 5 % EWEF ORI~ & K53
DR BAEFEREN OS> TND Z ENL W, LIedi-> T, ART THERE LIZEMW) & D thiEg
PAMCEH, 2 u—r L IEFREMONRT A—FZ M OREICITEE S ALETH 5,

7 a— OREFEEEAICET 2 ARINTEREERERSZ S H LD, TRODORERITI v—
v EEG AL S v— 2 ORAEEAFEICOVTOBRRICE SN ZbL O TH D, Eis
THLATRZ RO E 2 DD BRI T 2 BN R IEEN 2 WA, 20 XL 5 22ikBii e
HEZRE 201345 EIOEREIZROND,

4.1, EWOREFE

B OMERIT, 7 u—=7 IEME, 7 v — 2 BB X ORI 56/t
FOIREEMIE R OB D L TR S D,

411 Rz EET 28R K OINEY O REE

SCNT O rE XA TO R —L& LTHMT 2Miiaidu@Es, BEFOMa&ERs 5 WITH
RIORFR 2T HEEX 8O I L gl CORBETREOWTrn 655,
HEONENY & 1%, IRRERIE S AR AL BRAZ I S P RE Ch D BB ORI Th 5, Eh ik
DLCIE, SPREAR S AERNIR T B I Ko Tl ES D, FERICH R R BRI G oBhiy) &
bE XD, ZOXIRGEIE. B0 L AT, AFHEICERY BiFehd, F
WHENFERE ChHIUE, BERZETA RICk 2 FE2RAT28HO4NE RF—n5
DOIFRAII DO EIGERIL, B OBALIC L > THER O TIERWZ & 2R THEPEED
% (Chastant-Maillard &, 2003 4 ; Petyim &, 2007 %), AIEDO#%}-TiL, LIFEI) Ot
FEEDOFREIR L OED%O 7 0 — 2 OREFEICHT 5B L RT3,

HLONE) OBFIRIEIL, 7 m— ~OEY ) A7 1T BE KITT, MlaN~A 277 X~
KT DMBAENTZ T A VAR T VAT REHI e & OEFEOBREFINDE L, KMl
13 L OUNRE/NE & B BEE LS5 (Philpott, 1993 4F), AN & 72 5~ TOHFHE
RO ) 2R, NEELY br A VARG EN TN D, SCNT 2 EITHO T ON
fEPEL b e 71 LA (bovine endogenous retroviruses : BERV) (2 7GA £ 5 FIEMEILIZ O
THOM L AMAICE sy L7 u—0 o BT L= (Heyman 5. 2007a 4E) , BERV
OEFNTHRE ST, £ RNA (X7 v —r FF—8, I3 BEEo WS ioimH
THRH SN ehoT,
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BUE, WBREICEED DB D RITISNTAENA RT 4 0%, BHICHE Y BY) 27 0
KA HAE LT\ %, OIE ([EBREVE F )5, www.oie.int) (X, IETS (International Embryo
Transfer Society: EFSIEBHESES . www.iets.org) 72> 5B HER W) 215 CIRBREICBIT 2 4
A RIA &M Lz, MBHEFRIZHET 28 (in vivo HOROBUE 3 KO D728

. HONEN Y FS L OMBIEME 2 A R R R BT B -0 Ot e 7 a b U AMERR S
iz, LoxL72223 6 invivo TIERR S IRICEH S b 9T~ a kL3, in vitro
HRDOMWEZIZ 7 v — 0 RRB I FHARZRIZEHTEDS 0D DIFTERNY

(Stringfellow &, 2004 4F)

4111 AHEEED I

AR OBINE D% <%, 7 v —=2 7 FEBPEIMITRG ST 5 HIOTERE
A28 TH Y T B EIZAEAR D EROBIE R LA @Eéhé%@f‘&éo
HEINEN) & ORFGIR & 72 DR O R B O BIFVESCIEPIEORINL, 7 v —r N2 k)
IR BRI B2 T DR H 572, BETH D,

SCNT IC & v, (A OHIENIEIRZ L B RII -~k T 5 2 ENTTREE 72 D,
L2 L7236 JRIEARAY invitro 326536 K OBASSE RS (intracytoplasmic sperm injection: ICSI)
. IR DHE T & o WIEER B LI O b A ET 5, 20U 27 134LErEY)
DREEEHICE VKBS D (OIE, 2007 4),

4.1.1.2 IPEERIIE D HI

X T2E B D W ITE MR B IR A B3 5 FH 722 6 ONT in vitro TO#EREIZREE
MU AEEE Lo Y A7 13 B A O % invitro TERECT 2551084 T D U 27 LEI%IC
HRTH D, AR S 7= i R O N RG22 BRI 5 & ORI A &1t BRAEVLD) |
s — Ko TR S, FENEITEROEFRT _w@%&ifﬁ-kiov4
VALK DIERD Y A7 N RTHZ LI D, ZhHDY A7 3¢ TICIEEICHE L
%D(&MMleﬂﬁ\%@?%@kb@%&ﬁ%ﬂéhkﬁ%P?%V&LTEB
X DIRE S, OIE M RH LT\ 5, invitro 20O TH L 13872 %5 SCNT Hiffi coo T2
PAFAET 22— 5T, IR0 b OB, (K2 A7 29RO E . &2 WL
7= SR FER R O FAFE ~ O RHEREE O EHEE A BT A Rr A lERE D U 2 7 (3#iE &
TR,

HEHNEN DTEHRIED E DORERE 7 v — N A MATTNIEN TRV, RERLZIE
MR LR CHETIRZ = OBBHIMEICHFS LRWNLTH S, LA LRALER
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L BOREE, SMEEIIRE A B U5 X b2y B 7 BRI £ R 5 R 1T
BanDHD,

4.1.2. {RIEHEDORERE

RIEMEE L iz v (BhE%., 54250 H H) (2B 2 0I#EIREIL, 7 a—1RE
7 (65%) L EREAE (58%) B L OALEKE (67%) 72 Do N LIEZEM LY M
TIERENRNZ LMoo 7- (Heyman &, 2002 4F ; Lee &, 2004 4), LirL, 7 m—
AR IEME D IR IR 2 RIC I 72 > T D ART TIE R S 7 5o TR IRIR S A3k L
AEAE L COEIRIE invitro TOREFEIEIZ LIz o728 343D 1123 & 720 (Lee ©.,2004
5 Wells, 2005 ),

IR 2 IB KOS 3 HICBIT 2 v v O EM OFIRE IS I, R KIER. mE D
PEAR 2 £F 5 i O REARFS K OMREEZE O B 7o BRI L OB E L Tuvvd - (Wells &,
1999 4E ; Hill &, 2000 4 ; Chavatte-Palmer %, 2002 4= ; Batchelder &, 2005 4F),

AEHED Em PR pERIL, B, BLOSEITRE OBEOWIBEZ R OPT I BT 61
T&To, ZOXD BRI IR, WeE, S, HPE, AT L O AR
o TUv%  (Wakayama 35 &2 OF Yanagimachi, 1999 4= ; Hill %, 2001 4 ; Tanaka &, 2001
- ; De Sousa ., 2002 4 ; Hashizume %, 2002 4 ; Humpherys &, 2002 4 ; Suemizu &,
2003 47) . MR AR SEROICEEANICHITE L, 7 3RO 7 v — 0 0 AR W TR DS 38 & ff -
T Z &35y 7= (Batchelder &, 2005 42) . JRAE 2 HEEL O PO ORHA - I6 1 2SR DFE
RICBEN DB EORED, KT 58 SCNT OIEIRIZIIT 5 FHERRER D 1oL
LTRLNS (Amold &, 2006 4F), Z OIREEFREHE O REITEKREZ OB SN 5
WVERI7 m = ORFEBIOHAEZLT LTI 5 6O TIEZW0 (Hill 5.,2000 4 ; Hoffert
5. 2005 4F ; Chavatte-Palmer &, 2006 ), Ma#ES8E & A1 BeRS TR Ui, (o
fEE A E T 2 LR <HRAELESE D Z LN TE S (Hill 3 X O Chavatte-Palmer, 2002
),

W EOIBRM IR END Z ENZNZ ENLRBERZHET D 2 L RN TH B I
B b ST, FEOET COMRAERIIYSERIZITEDO 7 u— U E2ET AIREMT
BEWNWHEDERSTUND,

EHRBE G, U EmihT 5 2 L 2 RET 2700 BT RIRE S 2 2/ Y

VOZRERITEDL LRV, K, EERERE (Tenhagen &, 2007 ), £ NIEE
Zo| &k Z Y (Gschwind 5, 2003 ) D72 EUIBBMLE TH D55 O REHE
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ITEEICEDT 5, ZO%ROIRNEMOSHER Ty v—= 7B T 5 CHkicitgk ST
AR NI ETAAAN

413. zua—yr (FO) OfkE

7 a—DREFIZONT 4 DORRDIREEZHET L2 EMNTED @ () BRREFZTR
U, R EE LT A2 MERH D7 a—; (i) EEZRL, HABERIEC L7 a—2
(iii) PIHMREELZ R LIS HAERICEFL TS 7 e —r s BEOY (iv) KA
SN hol=ra—,

JREMIIZ a— O OEEERBIZE > TR bERARELTH S (Chavatte-Palmer &,
2004 4F ; Wells &, 2004 4F ; Panarace &, 2007 4F), Z O Z L%, Biganr-mikroize
o EDREISER A L) Dy, FIUTHRTHEWVIFEENSIAATHS (Constant &,
2006 4£)

SCNT DHfEREREIC 5 2 DR B ONT 7 v — o DY E (25 2 s M & 31f 9= 5
WX R V2L DT =R ETH D, S HIT, SCNT IZFHZE#E L T\ &b (RAEHE
DIEGLRAEIZ S U T, BFRDOEE R A VA (B ZNELAF T A LA ~JLALZA T A L R)
WZE VRN D 7 a0 — U ~RRIGEAIEE N Z 5 Z LI BT OV ERDH L, 2D L
IZ SCNT (IZHFICBIE L TR 69, BAMIEMEIEA S LM ART THEZ D 1E5,

4131, 2 o— > DEREERE

REBIIHEBROENTWD 0, 70— O EHEREZ A Uiz, SoEisAEa Ik L U
% 2~5ED 7 a—r AT HERGR E LB S OMED 1145 % (Heyman &, 2007a
BEODbH), Vo EROERNT, IEF CTHOL NIRRT X CTOMED 7 72— OREN
BT, SRR S i S Te, AT, PUREAIGEIZ DWW T O m— U fE & IR
BOET A BN D o723, PURRF RS OFEIL, 7 m— BT 7,
COPFERERIT, 7o —r U URNHTCEE L PURIC R DR R A~ T v Y
DImODFREND IR0 L ERLTWDAREMERH D, L L0 b, FEEORERN
BIZR—DEW 2RI, F280 7 a— 2 O TIThiL T & i3, MEHERITIER & &
S, FEROEENG 5 7- L R LTV,

Ja—rAT7 X QERICOWTORBRTIL, At 30 H B ORFATU REFEOAMKIC, Atk
WIS (avFYr, INF-a . IL-6) ZHE7-6l%, stBEECE R, —#o 7 a— 434

. FREIOT v— I XFERECTH - (Carroll 5, 2005 4),
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RHMOYTIL, Hr~TAEBLOWCIHA L~ T X THIROLET, —RIIZ
D—VMWVTWQL\7E—/kéﬂtwﬁvﬁﬁﬁﬁ@@%;ﬁEWﬁ%%Z%éﬂ
REMENH D Z & &RB L= (Tanaka &, 2006 4 ; Heyman &, 2007b 4),

4.1.3.2. ZHRE L OVEPERID 2 7 — > DREFE

K FJEBERE (Large offspring syndrome : LOS) 1 LIZLIE, 7 m—=2 7 B#OHLTH
HEEZLITWIER, UVBLIOE Y VOERINZIEINO BRI 3 5 RG2S 5 ) D
FLELBCTd 5 (Farin 36 KO8 Farin 1995 4F ; Walker, 1996 4 ; Kruip 35 & OF den Daas 1997 4 ;
&mmwilwwﬁoKB@&%%%T@ﬁkkﬁ’?Vﬁi@tyym%®7m—yf
LB, JEERISET OB, @RI A R IEERRE R OKIERRAER O N2 &) |
W%@@%\ﬁﬁ@§ﬁ@%ﬁ\%%%\%%@ﬁ@&%U_W%kiWEﬁ@ﬁ%%%
X279 (Kato &, 1998 4F ; Galli &, 1999 4F ; Wells &, 1999 4 ; Young ¥5 & OF Fairburn,
2000 %), BOFERTIL, HAERO LOS OFARIT, 7 r— 15 HIC O KM 7 v —
=7 Tl 13.3%, RO 7 v —> 23 {HTlX 8.6%, IVFIZX D1 25 BHO—RETIL 9.5%
Tho7= (Heyman o, 2002 ), a7 o —=227"TiL, LOS FJEFILMEH L 7= /&H
R OFARREIR & BT A Z EBARETH Y, 7 u— v U Vg, FE I3 H
FeTHIXLOS 1L 47% (19FHF 98H) FTLHFT5 (Kato ., 2000 45,

JRAREER R X, BT VRSN D TV F—REOFHETMTFO LR EFRT L L
PDRSINTEY, fRE LT L& REREIZ 8 4 KT TRMBEEZR 5 N2 & 7 v
7 h—ZIMSEIZFE S (Batchelder &, 2007b ), ZHHDTFT —XX, 7 v —r 17N
HAEINTOEMFTHEIG L, L0 REERBBEEZRR L TWD02 80 ) RIZOW T O &
2%,

invitro 153 KL OV SCNT O 5202645 b a1, B LOF U v OJRE, APk, %
AEREIE, invivo TAEPE L7ZIMRD b O L IIEN 72725035 5 ATREMEN N B 5 (Farin &, 2006 4)
invitro CORMEPZRDOMEEFIZE D X HITHET 20 EWENIT H7OITREI NI A
A=ALIE, £O DNA ICEE LB = T ¢ 7B Z — U OEMIICER LTEY
DNA —REH 2 S8 FICBn F R B E 2 KE LED,

JEMEBREIC L HAMBIOHAERICTEY UBRETE LIz EE XN D v Y 22id,
L7=FTARREDBND (Loi &, 2006 4), HIOBAMEILIT in vitro Eh%x** (|n vitro
derived fertilized: IVF) JRD H D L[S TH 7208, T Dk, BEMPIE L= 938D 7 1
—rDHH 1R EDIIIFEENBHEIZ AL, s LT IVF IR 54572 123 SO+
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EYOTIE, 209 b BLBEICENNR b,

WEGBICE D 2 Lz m—r 0 8EHA KGR & L7 R ik, A% 48 R TldR i
Bk s X OV M ERBAKHREED 1 7 VAR Th o7 E@iE SN Tl Y . ZoMmiEE
FREIIXRT BRI L CRIER T, 7 e — U U3 b IRox BB O EH o1 7 > OfEIZIT
ELRNWZ L ERET S L0 TH-- (Batchelder 5, 2007a 4F), £/, Z7u—rfU
I, EERFrU Y EZmRE YV EEE T4 T ) S EE R TSI L bR SR
7 (Batchelder &, 2007b %), L2rL723n, T 6D RADNIER e AR FIFHNIZHE £
Sfeled, BV ET 4T AV OEO ERPMT L REERT O TIE AR
7=

sa—r BN Y VIZR B LOS & XHFRAYIZ, SCNT CTAME S L EKEAD 7 & T
FFENREBTEIEORIERIHEIML TWD (F7 % OIRE 1.04kg Kiii) . SCNT TD 23 D
FREAFRE (143 fEIR, 5 LIEBIGFAEZ 41 61) 2. ANLF2Ks (artificial insemination: Al)
TD 112 OFEEAFRE (1300 EIK) & Hig LT, FIEFRES 720 O FENEEBIER S A E
(ZHE (SCNT @ 1.8+0.3 xf Al @ 0.7£0.1) LTCW\W5Z &»5h-7- (Estrada &, 2007
), ZORRTIE, 7 e—r B FARER 7 n—r & ORMIZ, IR DNT A=
DEBIT O R LD ORI T,

& 5B TIL, SCNT IZ X 5+ 7 Z TIRIRE AN HE S TR Y | 40 FilH 27 5113 T,
BEEAE . DIROBERERF 2 5 et 2« OEFEIEDO 720, FHEMOBFTHT Lz, 7 r—
YD 2 BEITRAIE TEF L, L LS, ZoRBRCIk, 5T 2 YE2 A
T oplaRATE R o7 (Park ©, 2005 ), [E—REC LD 7 +v—7 v 73R BT,
JEAEHIE D 7 R b — 3 AZRRIF LI FATREMED & D AEBREED 7 u — 1 OJRE DO RE R H )3
R Bz (Lee B, 2007 4F), FRd THG SN2 EEM O TRIL, 1 Z0ORETITRD
Nignol-toWETHH-7- (Du . 2007 & ; Estrada . 2007 4F),

FERR D 11— T X OIFREMR 53TV 5 72D  EIRHIR 1% 114~120 HF & @t Sz
(Walker &, 2002 4 ; Carroll &, 2005 4 ; Park . 2005 4 ; Williams & . 2006 4 ; Du
5. 2007 4), BEL T, 7 ¥ OB 7R I1X 110~120 H O#iPHTHI 115 H TH 5,
4.1.3.3. HELUBHEERI F TD 27— 2 DREFE

TINZOWNWTDH A TIL, 7 u—2r 7O 30% (59 5 21 58) 13X H i 6 » A /i

WZHETET D Z s S, EORBEFERRINIIAFIC D=0 . FERAR S, BIREE s
B L OWFIEREIGIE (IENGAT) 72 E3Z61F 7= (Chavatte-Palmer &, 2004 4), DM &
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OVl D B & XA S AHRFAIC LTI L T, LasL, 1, 2 7 A%, EfF LIz a—
YR, ATHEBOLO L XBIR O o Tz, HAENDS 2, 3 7 HiE i,
sa—rAOlFEASIIAEF L, EFICEE L, RIAIZET % (Chavatte-Palmer &,
2004 4% ; Wells &, 2004 4 ; Heyman &, 2007a %),

SR VICBREENT 988 O D m— R s, 133 BEAHEL, D5 89 §H
(67%) M AN 3 7 H OB £ AT L (Wells &, 2003 4= ; Wells &, 2004 4F), [F
FROFT 2N Panarace HIZ X VG S, 3 WETY V& 5HEICOEYEENI I n—=
T LT ERFER SN TWD (Panarace B, 2007 4F), 71— 07 VU OEE] 42%703 53 k7>
5414 150 H ORI T L, I b £ < D7 Bw 1T H O IEAR (37%) | 0% K #E (19%) |
EHIORENC X 2GR E 72135255 (20%) 3 L OVEMIEOIUHE (21%) Th o172,

%6 WHED 7 v— 0 T HZ < OEFRIMLIKI TOYRD /ST A — 2 S iREE,
WA a7 BEEH, EFEO/RT A —=H 72 EIZONWT, ik~ v F IR E O
BHHEAOERIIH LN > T, KIS, ZROEHFPN AT A —52 (WEK7T w7 4 —
V) b, ru—r bRt~y F ST L ORICER AL /RS 2o 72 (Laible &,
2007 4 ; Panarace &, 2007 4 ; Walker &, 2007 4 ; Yamaguchi &, 2007 4 ; Heyman &,
2007a A ; Watanabe 35 &2 TF Nagai, 2008 4F)

EFSA [X. ViaGen t: CK[E) LV, 7u—rT7 X LZDOTHROET =X DE v KOIED,
AT AT T oMt 2 5 17 7= (FDA. 2008 4 ; Williams & . 2006 4 ; Walker &, 2007
)y ZOT—HEy MTIE, HEESEOXIREE (Al 2LV ER) BNlESHTh om0
kL, 7 —r T X THITH EUBIC L 20 Th o7, 7 r—r OMARMKEIT,
AR DX RRE LV D 7eino 7 (1.12kg %F 1.73kg) .

b DIFFREEECI T D RHRRBR A O | FMF ARG U TR S - REF AR L O
PIHAEREIL, ALICX BDREF OIS SCNTIC L B b0 & i L CHEIZHE VW (p<0.05)
(Estrada ©., 2007 4F), F7-=. SCNT 4D J5 A FEREM IS L OV PER FE 1SR AN i\ ME )
(2 -7- (Estrada ©&. 2007 %),

15 BB LN 27 B D 7 v — 2 7 X OBEORBRTIL, BE. @EHE. BRI,
B RO ERERRIC R L CTE DL gs R OXIREE L 2 0 13722 & A3HIBH L 7= (Archer &

2003a 4 ; Mir ., 2005 4 ; Williams &, 2006 4F) ,

4134, MERBED 2 7— > DREFE
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RIRPEMELE D 7 01— L RIS T CHE SRR 2 5hG SE7gEIicB VW T, 71—
LR R & HeER U CHEERENCET D OISR N o7z, LU S, MEREER L, iT
IREIMOR S & F+OAEFHMICE L TUIAEOEIMEIZA LN > 72 (Heyman &,
2007b 7). fEFE/XT A —X Th D, #Feo> 305 HIBFLEFRCH ., I, felis L OSEEIM
faBuIRIECTh o7, HIHHOREZ RV BERARIIARBICE P T2N, 202 LiX 3
BAD 7 v — U RRPEMEAE DN, HPEAEITZZ LR B EHEERE VR U ETH
HEE, RN I ARDin (Za—r RREBIOWKE125H) 2 &SR
<o BEFE~ORBIRL | BBEOETET — 2 1 HITARRARIIR LN o T,

[FERDAFTED D | EFEA~ DI OV TOREMZRIKEIZRA NN E b b T, 7
n— EXRY CROMOAE R ER /BRI, 8~12 Al T, M7 L UOVEL
FHINT A= FHRAE, BRI, 6 K OERERT O AR 5 @ OB TS
PEIZ S ZRN RS2 (Tian H, 2005 4F ; Yonai &, 2005 4F)

15 Al Friesian REEEMEF 115D 7 1 — B W T ZORERIE=a—Y—TF v N
DI r—rDHEDLAFETH T (Wells &, 2004 ), FFFEEICLD, 828D m—
YU O IRMBEIL RN L RRE SHLTe, 7 n— T S OAFRRE IR IE R A MR IC
Lo THEESNIZER EAERAER TR, TOBRDOKRFHAL L OEFIZEE THo /-
(Enright &, 2002 4 ; Forsberg ©. 2002 4 ; Wells &, 2004 4 ; Shiga ©. 2005 4 ; Yonai
5, 2005 4 : Tecirlioglu 3 & OY Trounson, 2007 4F)

B ORIEERE Y RO 7 v — 2 ORFFETIE, %7 v— 2 OHAEREIT N TG A%
LEZF7 L0 BbEWVCHE2ND LT, TOMIEOMER L OSZRRIZIER Th b Z &3
fEamfti Bz (Shiga 5. 2005 4E),

va— W7 X 58 (96 4GB FHAEX Thotz) Zru— VT 52 LRI LT
LA IR OE S, AFL QWD 7 X ORIEFHO LR, HARMKEIZ W T,
RHRBEN DT — X IZILET 2 b O TH-o7= (Martin 5, 2004 ), ZORBRTIEL, 7
n— EBIEFHAEZ 7 vn— L DRI, HERNGED/NNT A —Z DFEEITRD LR
MNoT,

ViaGen f1: (ViaGen Inc. K[H) (2 &> TRk S5 — 213, HAER - ka0 a—>
TABRREEICHE LT IGR- (v =2 U URREGRIK T 1) BDRIETH 5 Z L 2R LI2As,
su—r7 % LBZRE  ZNERBEOEOHPFANTH o7z, [FERIC=A N T U4 —1
-17 B OEIFRHRREC S 7 v — VBT o 7223, 3HREEOMEOFPANTH 72, =
NHEO7 a— U PNIEFEZBHNICTHSAEREICEL, BIHICKIITE 2720, RERSATH
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HREOEE R D ZNGD/RT A= OEBOBEMEIIAHLEE THS (Walker &, 2007
£'3>O

4.1.35. kK2 m—>DI

SCNT [IRAEHINTH LD T, fE I, HRRAEERFME TEFLTND Z LAHES
NTCWDEWOENIERY 85D, LizloTLdR— hRICHEHIN TS HGE THE )
IFBEFL E 72 I3 AEDLGEFE LR TR WE 2 B 5 Z & 23 % (Chavatte-Palmer © |
2004 4= ; Heyman . 2004 4 ; Heyman &, 2007a 4F), ZEFEH B CHE S 7-8205 H 8K
FMETEF L EITEZIZSVOT, FMBMETLTWD00, &5k B
DA DI DI Z W5 Z L ITHAE, Sl ETEELV,

HLRRPDDOHEIZLD & HERLND 4 RETOZ n— 0 VOFERIEERITRE 8%
(1~2 s CIL 59 BHH 7 BEASSETC ; 2~3 /% ClE 36 BH 3 AMNEL ; B LU 3~4 i TlE 12
AP 1 BHADET) T, ZOERFECERIIMEHREFOMHBIC L D2ZHEIETHL (Wells
5.2004 4£) 4 DD BTp DB 1A 2 R 21 D 7 v — U RIRFEMEA ORFFRIZ B\ T,
1EADIAN DA TN, IR D 4 Alin~3 5% £ THAFE L72 (Heyman &, 2007a 4F), #ilsbo
1 8%, 2003 FEDNRE O ZIZ /M RERIET LT,

4.14. FF (F1) OfgRE

Za—U—J v RTiE, BENICOHRSZZa—r 73O 52 O D 5 B, 85%H°
4 BFiIA EFCHAGFLTEY ., ZOEF U IR DT (84%) LIFEAEEDDZ L
F2ro7- (Wells &, 2004 ), 7 m— % RUCTBITDEFICEAL TYH, AWENEFE
FEEN LD b VWD Tl E W ERE SN TND, FERORERN 7 10— D412
TORBT —ZbENTEY, 2LHO T (F1) ARG TEENLTEY, 1ZEAL
DF7 (21 8EH 20 BH) NOMiEAEE L TV Z &2V SN (Heyman 5. 2007a 4E),
Fo. 20X RFRIZ. BARTEESNTZZ o —r ORE REEOFRIZOVWTED BN
TeT — 2 BT 25 OFE D HEAMIT 5TV 5 (Watanabe 35 X TY Nagai, 2008 47)
H—fr > 7 o— oMo 19 MR L O 11 SO B S\ TAEBREEER X ONEEAIR
BB T 2 8ENRH Y . 7 o —r OFFRITPHAEFEBRIC IS W CTOHE (P=0.009), FEL
% (P=0.007) LMK (P=0.03) NMEDTH LA, LD EFEY & LT, Yt
BB, BE, WER, MIRENE X OERER ST A =X BN TH D Z RSN
7o DI, WEHOBIEICKT HA MU ARG B#EE CTh o7 (Ortegon ., 2007 ), &
B CIX, @ O REORE Y > 2Nl K —& LRI &, invitro T invivo Th
BB a Rr LIz 2B O 7 ua— iy > (FO) A LTz, #EROBEREICLIL DV
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X7 0= Db ORFIRE N TRICEA L, IEF 2RI A 3 CIER 2 AR RHAE & R
5295 FLEf o 10 6% 4 FE L 7= (Shiga & 2005 4).,

g a— T 2 AN D OFSIRZ RO BFEIEIC X D7 % 49 BEO BRI L+ (F1)
293 FHANSHEFLINM £ CTAEAFE L7z (Williams & 2006 4F), 1BBRHA Tlid, 7% OF 242 1l
PAEZRRME T CHE SNz L OGN H Y | KRBT % (n=3) D1 (n=162) Tkt
A REFOIRTE F 7 I3 RIS B 2RI IR S e o 72 (ViaGen Inc. K [E ; Walker &, 2007
),

7 a— T2 6 BICHER O BRIEC K DT 2 05 OFFIRE N THIZEA L, 44 BHO T
(K 23 98, M 21 8H) ZApE L7- (Shibata . 2006 ), F1 O HARHAE 130 FREEIC EE~
AEIERS, 14 30 HEO F1L OERITHREHCHEASGREICE» o2, L LR D,
C OZEFRITBEAINCITHE LTz, FRREFAROE), HAEROR L & OB £ T4
FLCND T XOKERBREL g T 2 &, FL CIEFAETH -7,

sua— 75 QBHIT, RO BRILEOMET ¥ L AF S 72 (Mir ., 2005 4), (KEO
Bl &) TR OB L, e — U BB L USRI CENR T 78 £ 26 BLN 74
+ 3.0 THV ., 2HEMICERIT o7, A% ISHE & 27 HHEORF AR T, 1481L 884
O (F1) OMiE /N7 A—4 10 HEIZOWTHERH 72, 10HEDONRTA—=2DH D
2THH (MPRFBEZBIORT LDV RAT 7 X —8) 13T, FLE X OXREER T EZEN
HONTEN, TNHIE2 DORFETHD &, ZRIC-BWNRhrhole (T MNIA—D
IR,

4.15. BOREEIZ OV T DR
AFHRRT —Z b, ELLTUVIZELT, UTof@mAIHELN5,

Ja—= 7 iz =R 53854, Gk L 0O DNA 5B 2 Mk A el c BEE L
fbé)%ﬁ@%ﬁ&#é@%ki@@%@%&%o ARG ME D EGIRRE A B FE LT
EANZYANAN

HEMEIZ BT L T, FZat/ILL FDEHBEY THS -
WL o — U IROBERZIZZL Abhb, 202 Eid, o ART 2545
TSN T, FERIICAREME OSSR B L IFE T/ REEN H 5,

KIERG 3 & OVEEPE DO IE R 72 & ONTHRE RIS 24 FUIBRILE N L T»
5o ZIVD OVERIZRE RN AEE DRI 2 T T RN H 5,
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R U7 FE A~ R 1T SCNT 2 V22 ART 12 K 0 IR U 7~ R IEMEZ A
LD N, TLRHETH D,

=2 (FO) ICEIL T, Faanldd FOEEYD THS -

F=HIRENTEY, AIEMERH DI E b LT, 7 a—r ORI RITA
PEAEFEIC L 28 L0 £ 03720 @&,

THE2ED B LAEIZT UITEBWT, MEEHICIE R L OMEFE TR
Z<AbND,

WEROLERIF, /n—rvT7xbra—v v oFE#RLE I/ a—r vy
DMEINFED B D,

DEORERNG, R 7 B — TRERD LA B LN EOWMENRH
Do

AT L ABM L i LT o — OFRBERO FHOHEN H 5,

—HBD 7 v— T UFAEERICN S O RE AR,

PRI, RHEBRE (LOS) A&, AR ZRA FiZF T

DARTIZE 28IV SWBHE T m— 7RO HILD,

FIRFTREZe 7 — 2 O, LR UIRRRERE LR TROFRZ B 6 I

RTH DD,

RIGEN DT, AToTemirbdiand | 7 a— ot ikaec

ﬁﬁéﬁm—:/ﬁ@%@%%%’ME#%*&ﬁf%&wo%@iﬁ
ARG LbUX, Bl b M OREFmICARZ 2K U 5 Y E 2B

LCiE, Z7a— /@%®%%)7h EXEIETHZENTE D,

FERER) LRI E AR L TV AIZE b b T, 7r—= 7 %%

ART DWW ;ofﬁaéh%@%fﬁ SN EFEEM O

ORI, — AR BAEZRIE L TV D,

BEXTOT T OULNARENGEIL, 70— OEFHOAEFRE

EEEZmDDH LN TE D,

AFRHEM, 28, BIOBRARBREIC L > THESNDIZoN, ShFEH%24E
EERL I n—r UV LBEEREEERD 7 n— T ZITEENORETH D
LHLND,

7 v — OAEFERRICIE, BRI EII R S0,
RIRLE LT, ZOREOBREFMELY TXH7u— Rzt A Vi
W LTEd o T, FEmICxd 5 SCNT @T&Eéhé%’iﬂ ZOW TG
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4z LR CTH 5, S BT, AEE O FamiLsees HRFHm &
HEU,

FHE FL) I L T, #anldd FOEBD THS -

AFHRET —Z 0D B SN2 2 DO RE R BT P LN B2
Y,

4.2. @Y oOEAREIE

KL OB ERE R D @ALDOFRIE &2 Tl T 5 1T EN T — % I E L IIERNT —
INBEESND, DT vu—=2 ZI3HEBREEOER TH 5720, DX 57k7T—
Z OAIETIEFICHIREND, Lo T, E0 &) REER R T% Jna—=
Jomukm A E T ST L, BRo® s v a AR EBY . BHAEOHEAEDRE
X, ECEOH IR REERICEE L7 — % ORI SN2 b D THhDH, 29 Lk
B DRI SEREREOTEIE & U, B A2 T -8 O F IR 72 @ FE &2 R 5 2 L 1%
ML LT AMBEIEIC L A HEECIHEN TR Y, BT, L0 —BIRMHE Loy, L
MLRNR L, BIFEEERIT, ERNREREOEY OEALOIRIER2WGE . B Omato
FEIEOZ DWW BEZ H IR il 77 Ve —FTh b LB X,

sn—= 7 OEFICANL T, HLE (B K —). EESY (JEl) . 7 o—2 (FO)
B o—roFii (F1) 32 TEE LTI 5720,

4.2.1. HLINELMY DOIEAL
s a—= 7 OFEAERITET ., S Z R 28 £ 72 13BN OBk R A
A"

KT &7V, FIRENAEKRE CHIL, IIFRsZEY O@EALIZA F T
(Chastant-Maillard %, 2003 4% ; Petyim &, 2007 %),

4.22. {RREHEDIEAL
ﬁ%$ki0A%ﬁL@ﬁ@m BWTHEKFNBEET DT T/, SCNT 1T L
SRR~ 2 RIET 720, FMER~DOEMENE N SN A H D, b DOEEEMI

IUVEBIOEY VO a—r TOMRERTHETHY MU LEHIZZ  n—0T7 20
ﬁ%?%ﬁ%éﬂfw
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BAREDBLENG | BEPEIT RIS T 2 HPET ORNR T2 TRREED ) IR LW H U R
7 %S, WEURZBRIRE I 2800W5EE. ZOFRITGERT 2R E RZDY 27
A, ISR AETNCIT NN L2005, b L FEIBMREE S80I
MR IT UL, BEPER KOV EOIBOMER & W O AmBBINESNA Z & b, HiAETIC
Lo TULHEGBN A b L ABBIZ 2 556030 5,

7 u— U WETIIAHIL 7 v — U S 2 F T DNEMEC R D D B HUIEIRIB R O AT
B LoV O R BRI & > /7 - (PSP60) (ZBHH LT 5 &3 58452385 5 (Heyman
5. 2002 %), PSP60 L ~/bd LFE, RIEMEZ IV THO T ENR 50 H H & W9 I
M, BRICHTFRECEEFRE, 72, R CTOREICT S22 N TE L, LI2h-> T,
FRCEBE AL L P L SPS60 #HIET 5 Z LIk - T, 4H4E 50 H H & 2 WIEFR%ED
34 HH L CITHBERE LML, v ARNMEMEIZ R U CHAIR 7 7 2179 Z L RAREEL 725
7= (Heyman &, 2002 4 ; Chavatte-Palmer &, 2006 ),

423. 7 ua—r0OE4k
SCNT MEUEEZ BN L TWAHA I E, 7 a—rOEaR o4 7 AT —JICB S U TSEET
Hy T—RFZrvua—rL, 7a—rTIEARVWRERSE. ATERES 5 WITEEFB LW,

B2 A 9~ 2 o> invitro By CEIRS N7 L AT D 2 & TIRE STV D,

4231, MHEFEDPOSEEARE TD 2 m— > DfEfk

ORISR PR, B KO OMOIE RFERFE I TOAEFTHEIGT DION T, 3
AEZOHEIIT R COFHEFIZE > TREBRTH D, BRGIHEO T BB 60T 5 D,
% < OREHHESTTER OBPHERDO A ML 2 Z25E/METH L0 I mThD, LR
ST, FAETED DWW D R KN 2 & o B B EE O BEE Ok 2 e FEIC R 2 L
TE2HATH, BT LLERERZD L) & T THEERERRT 2 LITR 520,
FERC, BEOEBA MLy —E, AL A~ORHL, B, FEEICE L TR
MERZFEET b0 Lty (Casolini &, 1997 4)

|

AR, BTN ORESER 2 5 AT IME O T 2O E#AEm < 720 . RITIEER
ERRRT DN D D, HROBEREAZIT LI X, REOR FoRIRE v Y U TH]
MM STV D (Slater &, 2006 4 ; Mellor 3 & OY Gregory 2003 4) , #1281 5 H#
JRIL, S E I ERAEEMOBAENSAEFEM (B, FFTH, OHOTEE. B ORE
B, ML CREBEL B2 256 b ORGIR R R ERE) ([CERT L RN & 5.
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LOS @7 v — AT HARHTHHBIA 22 7 7 2B L 22 T U B2 L3 %, 7 m—
VRTVEFITHR LT, Rl 7 pERR AR AL OFRAE 2 EUIBHIC ORI 374U 2 o RIEITAE/ N 2
LEZOND, 7 R—UFUUTEEOF T T & L TR & A B ERREE D IE R L
JVICEET D OIZHER 20 %  (Chavatte-Palmer 3 22 O Guillomot, 2007 4F ; Batchelder o,
2007b ), RFHRILIE UL I E e @ C Batchelder & O F CTIEMEIRAEE L a3,
WM T AN D, 7 — 7 TIEHAERF I VT Y — VREDNMRNZ & 2350
-7z (Chavatte-Palmer &, 2002 4% ; Matsuzaki 35 J2 OF Shiga, 2002 4% ; Batchelder &, 2007b
),

su—=2 7 OE . ERERNEORBENEE D720, BRI D20 O ik
77 A B RE DZALDB IR TR DA ML AL T 2 W REMED 5 (Kato &, 1998 4F ; Galli
5. 1999 4F ; Wells &, 1999 4 ; Young ¥5 & T Fairburn 2000 4 ; Batchelder &, 2007b 4F),
IR NI T DRI b % DR B AN REE L LT 2N o TVD

(Smythe %, 1994 4 ; Grunau %, 1994a 4 ; Grunau ©. 1994b 4 ; Lloyd-Thomas 5 L Y
Fitzgerald, 1996 4 ; Braastad ©., 1998 4),

s u— a2 AT DM BRIER T OE £ 721308 5772 NS K IR RS2 5
7R EDA NV AZFEREEL b ELRFICEELZRIETT EExND, 72—k
TE2AGT DM T IRV OEROFEIIAATH 5, WIEMEARAT v A RARLE I
FOTNREHNDH Y, TNPMOFEICKT 27077 I VN RERET D L35y
2o T 5 (Ward 35 £ T Weisz, 1980 4 ; Sikich 35 & TF Todd, 1988 4 ; Grimshaw &, 1995
- ; Martinez-Cerdeno &, 2006 4 ; Roselli &, 2007 %),

LOS D17 BLOTeY PO AE, SEIERA ML ARFIIAETHVIEF LT S
CHTMHEAICH D, SR EEFE 7 v — o OB RIERES N =Tl
B E 7T IR U DTS L OV R LA, BARICH L3 EUBcoth s
AMABTOZNLY N EiFeneEE 2z oNn5,

4.232. FEAHNEED 5 FHETEE) - HFIAIERE - ZF i RIY D 2 17— 2 D ik

EHEO I L ClE, AR RIS SV TN S 7 o — o Ol i B B3 & i L
72T — 2 OFEIL 720,

HEINEN) D IEBIRAI 72 & DIZES S RE 2ATEREIT 7 m—2 (FO) THLRD &V HFE

X7, 1 FHD 13 %D Holstein 7 3D FO 7 1 — 1 4 TH &[G O T FRASR BEMEL: 4
SAA LLEE U NI ORI Sk D B4R 7 v — U BRI O XTI S 8L L1782 & A 7.
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[F— OB FEL AT 57 v —AATEWEER 23 & 5 7% L7- (Savage &, 2003
), ATEHEIE R L OYTEMARTRER 21T o 72035, oo v > X 0 HATE D e MBS B 5 7
o— 3B E LT, AERERITIRON N7, Zu—r oy TR E D a7
LAULRE L B3 AWTEINE L, BB TEMICH S ) HEB R oz, Zhbo
BISFEHOFEMETIVWELERHATH S,

58D m—> SEDELRHIIF) 5L U5 DI v — 2 Holstein KR FEME: 2 BI%E L
7o & A, #EmBEfR (HodfTEhis X OFERCHTEY) 1% 2 B CEITIR SN0 > 72 (Coulon
5. 2007 ), MENAZREEICENTZSGG. 71— U RRPEMAI IR LD b B 2R ER
FATEN Z R LTS, FE DL OZZIIR LB EMMICER L2 LIZEEL TV
LT 72,

NI, ATEEE), B LWHPRFEICKT 2508, B OREIFIE, 2 FEOERAIC

® 7 m— Duroc ORI T 480E S DT X NOLRRDEEE | %ﬁ4@@7&#5m52

FEFEDIEY v — Duroc DO[RIEFFTRD HiL7z (Archer &, 2003b 4 ; Archer &, 2003c

), 7a—URHEIE v — U RBEE LI L T, KV AIENTHhH T, L LD

5. Bl LiUE, ZORBROT A ANIBET XEHE A R A T, HERFE
ZIXE A T & 220y~ 7= (Shutler 2005 4F) ,

AFAREAR LR D AN Z e Fo, O TADNIEFITDRNZ L 2EET D
&7m—yk%@ﬁ%@ﬂﬁﬁmﬁﬁéhéﬁ@@@m fEaf T2 Z SIXREECTH D,

. AEEEATENRS X OSOCTEIZEM O MIHIEREE (Veissier . 1994 4) I K UNEAGHY
jb% (Le Neindre, 1989 4F) ITIKIFL TWVWAHZ D, BESNDIZEWNTIEARLDTY
BEEICAE SN2 TIUER DRV, BT, 7 a—r 10 I3ERNR 7 T 2170,
RV ESNTEVWEZHLNI LT, 9 1 o0 E LT, B nWEZEEnED
X7 = U UNERFICA PV AZR UL Z EICER L TOWA RN D 5, RHE LI
TFEDOHPERM A FL 2D 1 ODFEIZRHED v aaiFaf RTHY ., ZOERIZD
< EBIROBRIZBNT, BEDBIR T~ 7 v aaTF af RRRIEERZE L T
END, BEOEBYTIIZ DX 7 A ML AIFHEY X (Roussel &, 2005 4F) BL O
v (Lay &, 1997 4F) OHPERITEIZZEZ DD THDLEWVWILRNH D,

42.4. F# (F1) OfEfut

FEMTIE, 70— RAOEHLIR L LZAFRITEE STy,
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425, BEMOBHEIZ OV T ORER

RONIZT =2 DI, FIEHE, 71— F5R~0D SCNT DfEALRY) 722 8 F]
HTx5,

7 v —= 7 R BRI 2 SRS 2 B 7 IR EM O fE kI
WA RIF S0,

7 — ~OFEAEE R NT VTR EOFERERE IR EEZBND,
SCNT 28T IR A, HEL LMK FOREZ, /n—r v ahaT
HARNEME OB B A RE T H D, 2D O E L EoliziFi,
PERDIFIETOATERIZND ART Z W25 H1EL Y . SCNT TIEFE AN
(=128

Jn—= 77 ut ZOMRPMERN D, % < OREMEITERA RIS,

5. 7r—r (F0) BIX®Z v—r%R (F1) »oHB3EABILXUOALOEZEME

51 ZEMEZER Lo, EWEN, {LZONE

B DIFH), LW X O RRRE ORI, kO #MERER (WHO, 1990
) OMLENE L RREMHORTEIZE L, HERE S TO D LeMEiHli ORI IZh - T, B4
ZERIVVNEOFARTR, 7 r—r RO T 2N OKRNE LUOREE, 8L U%
DF-FrO L VR O % ik DM A2 . A PELEFIC X 280 DG LU Lk L T
B 2,

511. Zm—r¢ 7 u—rBREROERE X OILOKMERD i

o sa—r (FO) L2015k (F1) HROBMOME LT —2 %, EMcb %
IR SN CERIED & D/ MEEIC X 280 S-SR O T — & L i 5,
HERIIRAR LRy OFFEM A BT AN D, T DD DFFIS KO O R7 XE) O
BHOMWE & AR T 2BREICRICRE S BESh, BHEEATHWH RO RSO ITIRH
AR BZE B IS 72 235 (Palmauist &, 1993 4F), EEZE/R R4 DIFAE &I 2 Db 7e
BAEMNAELTESE, E FORFEDOY A7 L LTRLAMEEOHNBOIEX, EXIVBIW
IXTNVDEORZELITE LR T &5, 2 b0 1 BFFEEORMFZTHTZTH DI,
FIHFALELITERNTHD, LER->T, FILSRANE PO 1 HOBEBEEIZRWICE
BT 2 RBDEZBENR LT OLENDH D, BABIOFAOM LT —52 1%, dhfl,
KHEHE, A, LT DWOBERHC LY, o TS S FICKkE L Lb b, A4
X 28 TRD SN AR RS OB EE O 2 R TS E RO T — X _X— AL, 7
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0 — B L OFDOFRBROME % L3 A BRICKIF T& % (Jensen &, 1995 4 ; Caballero & .
2003 4F ; Belitz 2004 ), L7201 - T, [FEROBELEHIY SO RO ST CEBE S L7
BN 7R Lo DX REED B CTHME 92 Z E NEETH D (Smith 2005 4),

r7ua—yr (FO) £72013F 0+ (F1) HEROU L BIOT 26541 B I OERORK
ZSIZONT, B FOEEBIZET N O0OEE LR RN E I N WD,

Kb 5B BN T, 3HOMN Lz n—=2 7 OEBRTHLNZITEO T D
7ua—>r (FO) IZ8F5 150 #2537 A—4 & 38EAOX I IOV T, 3EDH
Mz > TR T, 23T 10,000 %8 2 58 % OREMEH» SR LR TH - 72
(Heyman &, 2007a %), Z OFERTIX, XRBE L L7277 m—r 0 3FET R TITBW
T, vvO 27— (FO) D4 L MR OIRIEEFE S, 45 & RN D AT T 1 A L CoA
THF 2T —BODLTHREINREDETOENRD ORI, LLBRBRL, ZibD
EENTEZEFHBENTH -7,

Viagen #-0OF — X 21X 5 EEDO T X D7 v — 1 L Wl gk 15 OB O /RRE DRy T —
ANREENTW =, £, BIEE, 7 /8, alx7a—b, IxT7/, BLOEX
Y OEIZOWTIE, AFrc B L7z 2 RITE O b v o 7= (ViaGen Inc. KE), 7
DY a—rDFOEEIZ DN TORBR TIX ABDORED 7 10— B1572 242 O+ (F1)
LR UdnFED DS X REED 7 & 162 BEA LiE Shu7z (Walker &, 2007 42), Z OFRERT
I%. 24000 i % 5 2« ORPEE (7 72— 2B LORREE) M55 58 THH D/RNT A —H
[ZOWTHRF STz, 2D 3 DO % ED Z A3k FREEDOFEFASA DIETH - 72,

WL DODDIEPOFRER THHT ST/ T A—2I121E, BROFHE, BRI X OFLOMAL.,
Ko REWI, Z o TE . BRORK MO EHEEDIEZN, 7 I /B, BN, B2 I,
BLOI XTI NLVORE LR, FHLOGEFHIHRWHT-D OB ENEEN TV, Z
B OFRERIT, IEH 2R EEME ORI T —UIZER R E S 787 72 (Walsh 5, 2003 4 :
Takahashi #5 X TF Ito, 2004 4 ; Tome &, 2004 4 ; Norman ¥5 X UF Walsh, 2004a 4 ; Norman
o, 2004b A ; Tian &, 2005 4 ; Shibata &, 2006 4 ; Laible &, 2007 4 ; Walker &, 2007
. Heyman &, 2007a 4 : Yang &, 2007b 4F),

FHTEHE, 2ok varTHIWERBRO S L, BN (DB OTH) 249 (TY)
DEFITBNT, Z7a—rFd7 u—r O 11 &% O it OB R IEF 22 L8k
DOHFFHSN D ZREDZBD LR ERIL— e o7, o, 7o —rFERITZOTHNLE
DAITEBIELICIRBW T, e Rl S hnolz, LnLens, 7 —4_X—X (21X
RANRHHZ L 2R L TBLERD D,
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5.1.2. FMHEHBRE X OT7 VLA R

PER DA IIME 2 OILFHEIZIT CTTFA L ENTZHDOTH Y, BEINAE G2 Rk
THITIFKRERRAND D, BEHINSIZY, fBRICEY, PHESNSE FOBRED
DIRMES CEBRBMOBRDOFITOTNCEENDLORTH D, £z, EHINA L TH
WA T D BRICB BT N E F BRI, EMEEREITEEBRORWNEEE-HOH
kT 57D ENDBFOREME NT A THD (ACNFP, 1998), K&ED
HEARROMRAET, @ ORFENSORANCE L CEBRAOHEEIZI T 25 EORHE L
AN D, ZHTZEIHEYR—2ADEETH 5,

51.2.1. fFE#EE

B I OMEIED 7 o — U CHR LTEBRB IO EZEA T H2REOIRZHET 5720,
MR O (G 3R (148) 27 v MCBWTER L, £#mEs, 3208
RLBEETHRAE L, EALBIOFATE N7 EARICHES X, BE SNSRI,

EhORFETERINI2EHFOLAEEZEBZ 5, 207y MI, BEAEO 7 L—T D0
T THRELZ T IR~ 7 (Yamaguchi &, 2007 /), [FEROFERIZ, 7 m— T2 (FO)
NHEDOFABIOBRZEAT AREEZ - 21 B OEERER ) G155 407 (Tome &,
2004 4 ; Heyman &, 2007a 4F ; Heyman &, 2007b /), 77— U v O1F (F1) 76
BEAABLOELEZHEE LT v MCBIT 2 12 5 AR of 0 EERER (450 L 7= £ %
Gie) NEITICZ - THF SN (Yamaguchi B, 2008 4E), BHIE, SCNTIC L DY v~
O DR EZTFEN LTHEROBRIEIZ L2V VO IBEFDICHX LI D Th o7z,

FHIL, IECROBRIEIC K DY Vb ORI ZTEA LI m— D > (FO) OFF% 3
5 (FL) ICHR L2 D ThH o7z, HEROBRCHA MG INTZT v b TS &

F1 B RASCFLERE SN T v FEDORIC, BEtxGo/ T 2 —4% (MEFHBE,
MR, R, B E R, REORE) OEMENICERRZERIIA DR
Mmool

5.1.2.2. &=

<~ AD/NERBR T, YYD u— U IZH R T A RRICEER BRI SR E N
7273 7= (Takahashi 35 KO8 Ito. 2004 4F),

5.1.2.3. FT LALLM
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U Orr— RN OET A E BREZBOARGEE SN2 T v ME, TREY 55V
RN E R LTz, ZORINE, 7 a— 2 E I BEEO TN b4 LR
BRZH526N727 v MZBWT, EMEMICLEEMICLRECTH -7, ZOHRITNT
NOJEF]H IgE TiE72 <, 1gG. IgA, BELWIgM TH V. 7 ¥ BAFE SR OEE
XA R B IR E R FR LT b DD, T LALLM EEII S b ot 2 &R
RENTZ (Takahashi 38 LK O% Ito, 2004 4) .,

Dy u—r (FO) &XHREENGHEBRE L0V 7 V&2 E 4L in vitro TH
ELIZHE DT LV —FEFREIC OV T, AR E LD 7 e h a L 2Bk, <7 A
(ZHENEN TS 21T > CREANCEEM L7z, 7 b — 2 & W& OxHREED 7 o 0 HEREL L 72
T TR T LIV R =B RRE ORI A B ZEITER O bR ) o 7 (Takahashi 38 X OF Ito,
2004 ), F72 Heyman H1X7 v MIBWT, 7 r—U oGP BROT LT
PEDERZ | AFRB L ORI E ~ v F SE TR T CHAT L7IEY v — LB sk o
[FEED RS & OISR L7222 > 72 (Heyman &, 2007a 45),

Ty v ZAOETNVIETE FOT LT MO TRIFEBRICEH L L7274 TIER W
D, IHDOFERIT RN O TLNR (WHOFAO, 2001 45), LvLZRns, &
DNA HEEFHINRETH 5720, —IREZ 7 BEEOES, 7 n—rBLXOREO1#
ORABSCH T2 EAEMET 5 2 Lidif s e,

513. FHLWERDBFET DR

B DR DA B E IS —RICHEH S TV 28I S E A B E ST,
BABYOKFEOF O L 5 ITHAEE T HONEOE EHMAEZ RS 5 HIIZR L LT
T EPEETHRBRB AR ES T L2 LR, LER- T, FElban-ay
DG NIRRT EET D (A Lo bR A 2 — N 28EFPMEET D TRetESe,
ZOBMGTORANTE Y =27 4 7B R EOLE S A bWHETH D &) AlEerEIX
R, ZAUIZ L OBHWE L 1T THY . Oy A ED TV arriiadg
K. knUorarz<l)y, FHEF20=aF o0, HEEOEEOEMRY % 2
— R 58l F2at, 51T, H LV DNA HIERFIN 2V o — (B A SR> T-7-
D, B ETNLT LT T EOF LB OREA F T 3R AT S e,

51.4. BB oELNE FOBERAOEG

EU OEHICINIE., ERETIER SN DFEICE L TW28Wi%. 205 BEEFEOHH
KR OB DMREEE & B DL EMEEZTET- L TWANE I MEHETH -0, e lld
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Scientific Opinion of the Scientific Committee

Food Safety, Animal Health and Welfare and Environmental Impact of
Animals' derived from Cloning by Somatic Cell Nucleus Transfer (SCNT)
and their Offspring and Products Obtained from those Animals®

(Question No EFSA-Q-2007-092)
Adopted on 15 July 2008

SCIENTIFIC COMMITTEE MEMBERS

Sue Barlow, Andrew Chesson, John D. Collins, Albert Flynn, Anthony Hardy, Klaus-Dieter
Jany, Ada Knaap, Harry Kuiper, Pierre Le Neindre, Jan Schans, Josef Schlatter, Vittorio
Silano, Staffan Skerfving and Philippe Vannier.

SUMMARY

In 2007 the European Food Safety Authority (EFSA) was asked by the European Commission
to provide a scientific opinion on the food safety, animal health, animal welfare and
environmental implications of animal clones, obtained through somatic cell nucleus transfer
(SCNT) technique, of their progeny and of the products obtained from those animals. In view
of the multidisciplinary nature of this subject this task was assigned to the EFSA Scientific
Committee. The ethical aspects of cloning are outside the remit of EFSA and the European
Commission asked the European Group on Ethics in Science and New Technologies to provide
an opinion on the ethical aspects of cloning.’

Unlike sexual reproduction, in which the fertilized egg is totipotent (capable of becoming all
cells in the resulting organism), in SCNT, the activated embryo containing a differentiated
somatic cell first must be “reset” to totipotency, so that it then follows the same path as a
fertilized embryo and is able to complete embryonic and foetal development. This process
called “reprogramming” changes the biochemical signals that control gene expression. Failure
of the epigenetic reprogramming, which may occur to varying degrees, is the source of
potential adverse health effects which may affect clones and may result in developmental
abnormalities. The production of healthy clones is the main indicator of the successful
functioning of epigenetic reprogramming.

Cloning by SCNT has been applied to several animal species. Based on current knowledge and
given the data available it was only possible to make a risk assessment on clones of cattle and
pigs and their progeny.

! The animal species covered in this opinion are cattle and pigs

? For citation purposes: Scientific Opinion of the Scientific Committee on a request from the European Commission on Food
Safety, Animal Health and Welfare and Environmental Impact of Animals derived from Cloning by Somatic Cell Nucleus
Transfer (SCNT) and their Offspring and Products Obtained from those Animals. The EFSA Journal (2008) 767, 1-49

3 http://ec.europa.eu/european_group_ethics/publications/

© European Food Safety Authority, 2008
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Uncertainties in the risk assessment arise from the limited number of studies available, the
small sample sizes investigated and the absence of a uniform approach to allow all the issues
relevant to this opinion to be addressed.

This opinion considers animal health aspects in relation to the surrogate dams, to clones and
their progeny. For surrogate dams, an increase in pregnancy failure has been observed in cattle
and pigs and increased frequencies of hydrops and dystocia have been observed especially in
cattle. This together with the increased size of the offspring (large offspring syndrome) makes
Caesarean sections more frequent in cattle carrying a clone than with conventional pregnancies.
These effects have also been observed in surrogate dams carrying pregnancies induced by
assisted reproductive technologies not involving SCNT, but at much lower frequencies.

A significant proportion of clones, mainly within the juvenile period for bovines and perinatal
period for pigs, has been found to be adversely affected, often severely and with fatal outcome.
Most clones that survive the perinatal period are normal and healthy, as determined by
physiological measurements, demeanour and clinical examinations. There is no indication of
adverse effects for the sexually reproduced progeny of cattle or pig clones. However, clones
and their progeny have not yet been studied throughout the whole of their natural life span.

The current welfare assessment is extrapolated from mainly animal health data. The welfare of
both the surrogate dam and a significant proportion of clones has been found to be affected by
the adverse health outcomes observed.

For the evaluation of the safety of bovine milk and meat from cattle and pigs derived from
clones or their progeny, the following aspects were considered: compositional and nutritional
data, probability of novel constituents to be present, health status of the animal, available data
on toxicity and allergenicity. Based on current knowledge, and considering the fact that the
primary DNA sequence is unchanged in clones, there is no indication that differences exist in
terms of food safety between food products from healthy cattle and pig clones and their
progeny, compared with those from healthy conventionally-bred animals.

At present there is no indication that clones or their progeny would pose any new or additional
environmental risks compared with conventionally bred animals.

A number of recommendations is given at the end of the opinion.

Key words: Animal Cloning, Animal Health, Animal Welfare, ART, Assisted Reproduction
Technology, Bovine, Cattle, Clone, Clones, Environmental Impact, Epigenetic
Reprogramming, Food Product, Food Safety, Genetic Diversity,
Immunocompetence, Livestock, Offspring, Pig, Progeny, Risk Assessment,
SCNT, Somatic Cell Nucleus Transfer, Swine.

56 The EFSA Journal (2008) 767, 2-49
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BACKGROUND AS PROVIDED BY THE EUROPEAN COMMISSION

According to experts, animal cloning carried out through somatic cell nucleus transfer (SCNT)
is on the verge of widespread commercial use and expected to spread within the global food
chain before 2010. Food (e.g. meat and milk) derived, in particular from traditionally produced
offspring of clones might therefore become available to consumers in the future.

In the USA, the Food and Drug Administration (FDA) published on 28 December 2006 its
comprehensive draft risk assessment, risk management proposal and guidance for industry on
animal cloning. The FDA draft risk assessment concluded that edible products from clones and
their offspring are as safe as their conventional counterparts. The above mentioned
developments will be facilitated if the FDA, as expected, will issue the final version of the Risk
Assessment and lift the voluntary moratorium on food from clones and their progeny.4

SCNT allows the production of genetic replicas (clones) of adult animals. The EU is already
faced with embryos (offspring of a clone) and soon with semen (sperm) from clones offered in
a global market for animal germ line products.

Community Interest

The European Commission (DG SANCO) is currently reflecting on the development of its
policy in this area, in the framework of legislation on novel foods, zootechnics, animal health
and welfare.

TERMS OF REFERENCE AS PROVIDED BY THE EUROPEAN COMMISSION

The European Commission requests the EFSA to advise on food safety, animal health, animal
welfare and environmental implications of live animal clones, obtained through SCNT
technique, their offspring and of the products obtained from those animals.

INTERPRETATION OF TERMS OF REFERENCE

In reply to the request from the European Commission, EFSA, having considered data
availability of different species, decided to restrict its opinion to animal health and animal
welfare of cattle and pig clones and their offspring, the food safety of products derived from
those animals, and the possible implications of SCNT for the environment and genetic
diversity. The opinion does not indicate any priority of the assessed areas.
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ASSESSMENT

1. Introduction to the opinion

This opinion is based upon published peer reviewed scientific papers, data and other
information deemed reliable. EFSA launched through its Advisory Forum and on its website a
request for scientific contributions on this subject from third parties; a list of all documents
made available to EFSA can be found at the end of the opinion. A draft of the opinion was
published on the EFSA web for public consultation between 11 January and 25 February 2008.
During the public consultation, on February 7, a technical meeting with the EFSA’s
Stakeholder Consultative Platform was held. This meeting provided an opportunity to have an
exchange of views and feedback from stakeholders, as part of the public consultation. All the
public comments received that related to the remit of EFSA were assessed and the opinion has
been revised taking relevant comments into consideration. The comments received and a report
on the outcome of the public consultation has been published on the EFSA web.

While cloning has been applied to several animal species, only in the case of cattle and pigs has
there been sufficient data available to perform a risk assessment. Where appropriate, reference
is made also to data concerning other species.

The first farm animal clone was born in 1984, based on the use of embryonic cells as the
nucleus source for the cloning procedure. In 1995, the lambs “Megan” and “Morag” were born,
for which embryo-derived cells had been cultured in vitro for several weeks and then used for
cloning. The major breakthrough came with the birth of the lamb “Dolly” in 1996, using adult
somatic cell nucleus transfer (SCNT) in the cloning procedure (Wilmut et al., 1997).

Broadly speaking, cloning can be regarded as an assisted reproductive technology (ART) in the
sense that it is a method used to achieve pregnancy by artificial means. However, in the context
of this opinion, SCNT is not included in the current use of the term ART, as it is unique due to
its asexual nature and permits the production of animals from a single animal with a given
genotype of a known phenotype. The present opinion takes into account observations on clones
in the context of animals produced by ART (such as artificial insemination, in vitro
fertilization, embryo transfer and embryo splitting), and natural mating as appropriate. It is also
acknowledged that ARTs are currently widely used in the zootechnical practice without any
underlying formal risk assessment. In Europe artificial insemination (Al) is used in about 48 %
of cattle breeding and 49 % of pig breeding; worldwide the figures are 42 % and 28 %
respectively (FAO, 2007). The global conception rates following Al average 50-65 % in cattle
and 70-80 % in pigs.

In deciding whether significant differences are incurred by SCNT, the choice of appropriate
comparators has to be considered as well as the origin of the somatic cells and oocytes used for
cloning, since they may have been selected for characteristics whose expression does not
reflect those commonly found in a conventional population. For example, an elite animal would
have characteristics that may be found at the top of the range compared with the average values
of that species or breed line. This therefore might complicate a direct comparison with the
normal range.

1.1. Matters not addressed in the opinion

Approaches to cloning other than SCNT, such as embryonic cell nucleus transfer (ECNT) using
early embryonic cells (blastomeres) have been carried out, but in comparison with SCNT,
relatively few animals have been described in the literature (Yang et al.2007b). ECNT as well
as genetically modified animals (rDNA animals) that have been propagated by the use of
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SCNT are not assessed in the present opinion, nor are the effects of ARTs. Cloning, without
involving SCNT is not addressed in this opinion. Moreover, the opinion does not address
aspects of established procedures used in animal breeding or aspects related to breeding the
progeny of clones.

The ethical aspects of cloning are outside the remit of EFSA and the European Commission has
asked the European Group on Ethics in Science and New Technologies to provide an opinion
on the ethical aspects of cloning.’

1.2. Terms used in the opinion
Some relevant terms are defined below. A glossary of other terms is given at the end of the
opinion.
- Clone
The word clone is derived from the Greek words clonos, “twig” and clonizo “to cut twigs”. A

clone is the animal born as a result of asexual reproduction of animals using SCNT; in the
present opinion clones are also referred to as FO.

- Cloning

Cloning, as assessed in this opinion, is defined as the technique of somatic cell nucleus transfer
(SCNT). Cloning is a process by which animals are reproduced asexually. In the cloning of
animals with SCNT, the haploid genetic material of an unfertilized ovum (oocyte) is replaced
by the diploid genetic material of a somatic cell derived from foetal or adult tissue. In contrast,
genetic modification (which is not assessed in this opinion) alters the characteristics of animals
by directly changing the DNA sequence.

- Progeny (offspring) of clone

Clone progeny refers to offspring born by sexual reproduction, where at least one of the parents
was a clone (F0); in the present opinion clone progeny are also referred to as F1.

2. Animal breeding and reproductive techniques

ARTs have contributed to genetic selection during past decades. These technologies include:
artificial insemination from selected sires with its possible extension to sexed semen, oocyte
collection from selected dams, embryo selection and transfer from selected genitors, in vitro
fertilisation, and the long term storage of gametes and embryos.

The genetic diversity of animal species or breeds may, in principle, be managed through the
selection of genitors, by generating intra- and inter-hybrids. The advantage of conventional
genetic selection is that it creates new genotypes at each generation through the process of
meiotic recombination (sexual reproduction) and the segregation of recombined chromosomes
into individual gametes. In contrast to sexual reproduction, SCNT, by by-passing the sexual
reproduction, is intended to reproduce a particular desired phenotype e.g., disease resistance
ability, improved welfare, production or food product quality, with a higher likelihood than
sexual reproduction. SCNT allows the replication of the genome of an animal with the
intention of producing more animals with a desired trait over a period than might be possible
through conventional or assisted breeding. However, as with any other reproductive technique,
clones may also develop abnormally and/or possess undesirable traits.

> http://ec.europa.eu/european_group_ethics/publications/
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2.1. Introduction to Somatic Cell Nucleus Transfer (SCNT)

In SCNT, the nucleus of a differentiated somatic cell (a non-germline cell) is transferred, by
cell fusion or direct injection, into an oocyte that has had its nucleus removed. In practice, in
livestock cloning the whole somatic cell (including the nucleus) is usually transferred. The
reconstructed embryo is artificially activated to start its development before implantation into a
surrogate dam where it continues to develop and is delivered, in successful cases, as a healthy
newborn clone (FO0) (see Figure 1).
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Figure 1. Main steps of somatic cell nucleus transfer (SCNT). (A) nucleus cell source; (B)
the nucleus and the polar body are removed from oocyte by aspiration giving an enucleated oocyte (C); (D)
culture of somatic cells from the nucleus donor; (E) injection of a somatic cell between the zona pellucida and the
membrane of the enucleated oocyte; (F) intermediate association of enucleated oocyte and somatic cell followed
by introduction of the somatic cell nucleus (and cytoplasm) into the oocyte cytoplasm by electrofusion of the
oocyte and cell membranes; (G) embryo clone formed by an oocyte cytoplasm and a somatic cell nucleus
containing two copies of chromosomes; (H) embryo transfer into a surrogate dam generating clone (F0) with coat
colour similar to that of the nucleus source (A); (I) clone offspring (F1) generated by the sexual reproduction of
the clone (FO) with a normal partner.
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Biologically, most steps in the procedure present their own challenges. Examples include how
to select and prepare the somatic cell to be used as the nucleus donor; how to prepare the
oocyte used as the nucleus recipient; how to combine these two cells, i.e. the fusion process;
and how to initiate embryo development after fusion. The opinion does not address the effect of
these methodological challenges on the outcome of cloning.

Technical improvements over time are gradually increasing the proportion of clones born (e.g.
better in vitro culture conditions) and technical innovations in the handling of embryos allow
better control of nucleus transfer procedures (Sullivan et al., 2004; Petersen et al., 2007).

2.2. Cloned species and cloning efficiency

Since the birth of the sheep “Dolly” in 1996, SCNT has been applied to livestock and to several
other species. Cattle, which are reported to be the animals most frequently used for SCNT,
were first cloned in 1998 (Cibelli et al., 1998; Yang et al., 2005), goats in 1998 (Keefer et al.,
2002), pigs in 2000 (Onishi et al., 2000), rabbits in 2001 (Chesne et al., 2002) and horses in
2003 (Galli et al., 2003).

The overall success rate of the cloning procedure to date is low and differs greatly between
species. The overall success rate is often measured as the percentage of embryos transferred
and the number of live clones born. Information is often also given on the survival at certain
times, such as 24 h, after the perinatal period, weaning or puberty.

Panarace et al. report the efficiency of cloning cattle in three countries, Brazil, Argentina and
the USA, over five years (Panarace et al., 2007). From the 3374 embryo clones transferred into
surrogate dams, 317 (9 %) live calves were born, 24 hours after birth 278 of these clones (8 %)
were alive and 225 (7 %) were alive at 150 days or more after birth. The higher overall success
rates in cattle are largely attributed to the extensive knowledge of the female (and male)
reproductive physiology in that species because of the importance of reproductive management
in breeding schemes and in the economy of milk production.

Walker et al. described a method for porcine cloning where the overall cloning efficiency was
improved from less than 1 % to 5 % and a later study reported an efficiency of up to 17 % (10
live births out of 58 embryos transferred) (Walker et al., 2002; Du et al., 2007).

However, within a given species, success rates can vary extensively, reflecting a lack of full
understanding of the role of various factors involved in the cloning process, such as somatic
cell and oocyte selection, cell cycle stage, culture conditions, etc. For unknown reasons, about
one third of the donor cell lines lead to a success rate, expressed as the percentage of live
calves obtained from initiated pregnancy, as high as 40 %, while one quarter of donor cell lines
totally failed (Panarace et al., 2007). These differences in the birth rate of live calves occur
even when donor cell line cultures, with no evidence of abnormal chromosomal constitution,
are run simultaneously within the same experimental programme. Unexpectedly, the different
cell lines gave the same high number of blastocysts in vitro after nucleus transfer, irrespective
of the subsequent success rate of development. This variable efficiency could not be attributed
to chromosomal abnormalities in the cell lines resulting in the failure to develop to term
(Renard et al., 2007).

2.3. Data on clones and their life span

There is no world-wide register of clones; similarly no register is available in individual
countries and therefore the number of living clones is difficult to estimate. From information
gathered by EFSA it is estimated that in 2007 in the EU there were about 100 cattle clones and
fewer pig clones alive. The estimated number in the USA is about 570 cattle and 10 pig clones.
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There are also clones produced elsewhere e.g. Argentina, Australia, China, Japan and New
Zealand. EFSA estimates that the total number of clones alive world-wide in 2007 was less
than 4000 cattle and 500 pigs.

The relatively small number is considered to be a reflection of both the difficulties of the SCNT
techniques and the various voluntary or mandatory moratoria around the world regarding
clones and their progeny. The current number of clone progeny (i.e., F1 and subsequent
generations) is also limited, largely for commercial reasons. Despite this, however, gametes
(primarily semen) from clones have been traded for a number of years.

Although farmed animals may live for decades their production life is relatively short (e.g. beef
cattle approximately 1-3 years, dairy cattle approximately 5-7 years, fattening pigs less than 6
months). Consequently, it will be difficult to generate data on the effect of cloning on the
natural lifespan on farmed animals. The number of clones reported as reared and living for a
considerable time is limited. Only a few reports on cattle clones to date refer to animals of 6-7
years of age (Chavatte-Palmer et al., 2004; Heyman et al., 2004; Panarace et al., 2007) and no
data on the full natural life span of livestock clones are yet available.

Several studies indicate that mouse clones may have a lifespan as long as their conventionally
bred counterparts, whereas other studies reported a shorter life span (Ogonuki et al., 2002;
Tamashiro et al., 2003; Wakayama et al., 2000).

2.4. Possible use of cloning

With SCNT there is the opportunity to clone those animals that have already shown good
productivity, a low incidence of disease and ability to cope with the production environment.
As a result there may be an even greater chance that clones will propagate ‘good’ phenotypes
as animals can be selected according to their own individual performance criteria. Traditional
breeding methods, based on phenotype and population, are more recently complemented with
genetic markers that may result in improved, poorer or the same quality of life for the animal
and, where often, individual performance testing has not been carried out. However, as with
any breeding strategy it is important to carry out longer term risk assessments on critical
aspects and at critical ages to address potential genetic risks associated with changes occurring
due to the process of genetic reprogramming.

SCNT is starting to be used commercially for purposes of breeding food production animals in
a few countries outside the EU. Within the EU, SCNT is used for research purposes as a
reproductive technique. The application of SCNT in research allows for the generation of an
understanding of fundamental biological mechanisms, with potential benefit in other areas such
as medicine.

The Scientific Committee noted that the primary use of clones (FO) commercially is to produce
elite animals to be used in breeding, and not to produce animals as a food source.

3. Epigenetic and genetic aspects of SCNT

Successful SCNT requires that the nuclear activities of the differentiated somatic cell used in
cloning are reset to those of an undifferentiated embryonic cell and that the new embryo is able
to complete foetal development. The somatic cell nucleus has to change its gene expression
pattern in relation to changes in its microenvironment in order to be able to replicate all steps of
normal development. This process, which is by essence epigenetic, leaves the primary DNA
sequence unchanged and is reversible. Epigenetic modifications include biochemically-
mediated conformational changes of the proteins surrounding the DNA (i.e. chromatin) and
also biochemical modifications of the DNA, particularly methylation. Modification of
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chromatin proteins is a reversible and dynamic process. In contrast DNA methylation can be
much more stable. Somatic cell reprogramming consists to a large extent of DNA
demethylation followed by a specific re-methylation of those DNA regions which must remain
silent in a given cell type. Epigenetic mechanisms affect the expression of some genes and such
modifications may be transmitted to daughter cells (Jablonka and Lamb, 2002).

The low success rates of SCNT and the underlying physiological abnormalities, frequently
observed in clones during embryonic and foetal development and also soon after their birth,
appear to be caused mainly by epigenetic dysregulation occurring during inappropriate
reprogramming of the genome.

Some considerations about the possibility that SCNT induces genetic alterations are given in
3.2, whereas the epigenetic aspects are discussed in Section 3.1.

3.1. Epigenetic aspects: Reprogramming in clones

Reprogramming of nuclear activities after SCNT is a time-dependent process which involves
two main steps: the de-differentiation of the somatic cell nucleus to a totipotent embryonic
state, followed by the re-differentiation of embryonic cells to different cell types during later
development (Yang et al., 2007a). Only a relatively small proportion of the total genome is
active in a somatic cell at any one time. Many of these genes are known as housekeeping genes
and are expressed in all cell types; others correspond to the genes that grant specific functions
to each cell type. In a somatic cell, therefore, most of the genes available for transcription are
actually silent. The reactivation of these genes occurs normally in part during gametogenesis,
with the cytoplasm of the oocytes containing the factors allowing reactivation. When genes
required for a developmental step are not properly activated, the development of the embryo or
foetus is interrupted, usually with fatal consequences. It is this phenomenon that is consistent
with the considerable loss of embryo clones during early development and shortly after birth.

The de-differentiation of the somatic nucleus requires changes of the DNA and the chromatin
which are essentially dependent on components found in the cytoplasm of the recipient oocyte.
These changes may partially mimic those taking place after fertilization (Jaenisch and Wilmut,
2001). Consequently the clone embryos often show aberrant patterns of global DNA
methylation at the zygotic stages (Dean et al., 2001; Kang et al., 2001a; Kang et al., 2001b). A
high degree of variability in the epigenetic changes is also observed among individual embryo
clones with regard to methylation levels and mRNA expression patterns of genes (Dean et al.,
2001; Beaujean et al., 2004; Wrenzycki et al., 2005). Some genes aberrantly expressed in the
blastocyst stage are also found aberrantly expressed in the organs of clones that had died
shortly after birth (Li et al., 2005). Methylation errors evidenced early in the preimplantation
period of embryonic development can persist in bovine clone foetuses (Hiendleder et al.,
2004). The extent to which these aberrant methylation patterns are linked to the methylation
status of the somatic cell nucleus before its transfer into the oocyte cytoplasm remains largely
undetermined. However, several studies in cattle reveal that significant and relatively normal
nuclear reprogramming, in terms of gene expression, can occur by the blastocyst stage
following SCNT (Yang et al., 2007a).

In the mouse, the pluripotent cells derived in vitro from the inner cell mass of cloned
blastocysts have been found to be indistinguishable from those obtained from in vivo fertilised
embryos, both for their transcriptional activities and their methylation profile (Brambrink et al.,
2006; Kishigami et al., 2006). This suggests that the epigenetic status of embryonic cells
forming the inner cell mass is relatively well restored after SCNT at the blastocyst stage. On
the other hand, the DNA of trophectoderm cells, that are the precursors of the placenta, is
excessively methylated (Yang et al., 2007a). This may explain why about 400 genes out of
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10,000 examined showed abnormal expression in the placenta of mouse clones and why this
organ is often altered in clones.

Not all epigenetic alterations observed in early SCNT embryos result in abnormalities. For
example, studies of the inactivation of one of the two X chromosomes in female embryos show
that the pattern of inactivation in mouse blastocyst clones is apparently normal (Eggan et al.,
2000), but that the expression of X-linked genes in the placenta can be deregulated, particularly
in mid-to-late gestation (Senda et al., 2004).

In cattle, the expression of X-chromosome related genes has been found to be delayed at early
preimplantation stages in embryos of clones compared with in vivo derived embryos
(Wrenzycki et al., 2002). Hypomethylation of the genes involved in the X-chromosome
inactivation process has been observed in various organs of stillborn calves. However, as no
disturbance of sex development has been reported in clones, the implications for healthy clones
of the hypomethylation of the X-chromosome observed in dead clones are unclear. More
generally, it must be considered that the two copies of a gene have little chance to be
simultaneously, epigenetically silenced in a clone. The silencing of specific genes by epigenetic
mechanisms or the inactivation of a pathway may be compatible with a normal life of the
clones.

Re-differentiation of the cloned embryo into different somatic cell lineages is initiated after the
blastocyst stage when the extra-embryonic lineages, which will contribute to the foetal part of
the placenta, differentiate from those embryonic lineages where the patterning events leading to
the definition of the first developmental axis become established. In different domestic species
including sheep and cattle, several histological and molecular abnormalities thought to be
major causes of foetal death have also been identified in the placenta of SCNT embryos (Hill et
al., 2000; Heyman et al., 2002; Wilmut et al., 2002; Lee et al., 2004).

A class of genes known as imprinted genes has apparently an important role in the high foetal
mortality observed after the transfer of embryo clones into surrogate cattle dams. Imprinted
genes are expressed from only one of the two alleles of a gene in a parent-of-origin dependent
manner. Many of them are imprinted specifically in the placenta (Coan et al., 2005). In mouse
clones an abnormally low expression of several imprinted genes is frequently detected in the
placenta but not in foetal tissues (Inoue et al., 2002).

A number of reports have analysed the methylation status of imprinted genes in various tissues
of aborted foetal cattle clones (Liu et al., 2007; Long and Cai, 2007; Lucifero et al., 2007). The
results suggest a direct link between aberrant methylation profiles and the compromised
development after SCNT. A similar conclusion can be drawn from a genome-wide methylation
analysis of repeated DNA sequences containing CpG islands (Kremenskoy et al., 2006).

Also, in cattle clones abnormal allelic expression patterns of the imprinted IGF2R (Insulin
Growth Factor II Receptor) gene have been observed in the placenta but not in calves (Yang et
al., 2005). The extent to which abnormal methylation patterns, induced by SCNT and observed
in a specific tissue during foetal development, will persist in adult healthy clones remains to be
determined. These changes in DNA methylation patterns, which have also been observed in in
vitro fertilisation and embryo culture (without cloning) and in a protocol- and tissue-specific
manner, result in a foetal overgrowth correlated with endocrine changes (Hiendleder et al.,
2006).

Several epigenetic changes such as DNA methylation have been observed among different
mouse new born clones that look normal in their appearance (Ohgane et al., 2001). A more
extensive study concluded that each mouse clone has a different DNA methylation pattern
(Shiota and Yanagimachi, 2002). The degree of these variations differed among individual new
born clones analysed with an average of two to five aberrantly methylated loci per 1,000 loci in
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each tissue. However the few cloned mice that developed to full term seemed to have almost
perfectly re-established the genomic DNA methylation patterns necessary for their
development (Shiota and Yanagimachi, 2002) The mouse data indicate that animals are
obviously not perfect copies of the original animals as far as the methylation status of their
genomic DNA is concerned. The extent to which individuals from a set of adult clones remains
epigenetically different is however not known. There are some suggestion that abnormalities
could disappear with the advancement of animals' aging (Senda et al., 2007).

Although global analysis of the methylated status of clones is lacking in domestic species, one
study in swine clones included evaluation of methylation in two different regions of the
genome (Archer et al., 2003a). Compared with control pigs, clones demonstrated differences in
the methylation status in both transcribed and untranscribed regions of the genome, indicating
that the cloning process may alter the pattern of DNA methylation in swine. However, because
all of the clones in this study were healthy at the time of study (27 weeks of age) and had no
apparent developmental defects, the biological relevance of these differences in DNA
methylation is unclear.

3.1.1. Transgenerational epigenetic inheritance

Limited data are available on whether epigenetic dysregulations occurring during the
reprogramming of nuclear activities in clones can be transmitted to their sexually reproduced
offspring. Many genes with epi-alleles may exist in the genome but their detection requires a
visible effect on the phenotype in both the clone and its progeny (Peaston and Whitelaw, 2006).

Recent data indicated that 19 female and 11 male offspring generated by the same bull clone
lost all the abnormalities observed at birth and postnatally in the bull clone (Ortegon et al.,
2007). In cattle a single offspring from mating a cow clone and a bull clone has been produced
(Kasai et al., 2007). Various examinations of this offspring at eight months age including
growth characteristics, and clinical, serological, haematological, biochemical and telomere
length analyses, indicated no abnormalities.

Nine female pig clones mated with a conventional boar produced 14 F1 piglets in which the
parameters that were statistically significant between the clones (F0O) and the controls were
within the normal range in the F1 with exception of two parameters (Mir 2005). The two
parameters (Blood Urinary Nitrogen and Alkaline Phosphatase) were not consistently different
over time (attributed to an outlier animal).

Similar results have also been seen in mice, where the obesity character of the FO was not
transmitted to offspring produced by natural mating between clones (Tamashiro et al., 2000;
Tamashiro et al., 2002).

Overall, these results indicate that aberrant traits exhibited by clones are not necessarily
transmitted to their offspring produced by natural mating.

Transgenerational epigenetic inheritance in response to various conditions has been
documented in many eukaryotes and may play an important role in mammals. In particular,
environmental influences may induce a number of epigenetic modifications leading to the
silencing or activation of specific genes, especially when pregnant females are maintained in
conditions resulting in stress in the dam and foetus. The epigenetic modifications observed in
the offspring of those pregnancies may then be transmitted to their progeny. These phenomena,
which are considered as mechanisms of adaptation, have been found to be reversible after three
generations in rats (Gluckman et al., 2007a; Gluckman et al., 2007b). Epigenetic inheritance
has also been shown to occur occasionally in mouse embryos under in Vitro experimental
conditions (Roemer et al., 1997). Different mouse models are now available to investigate how
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epigenetic marks, such as DNA methylation, existing in specific non-imprinted alleles are
transmitted as epi-alleles through the paternal and/or maternal germ cell line (Wolff et al.,
1998; Cooney et al., 2002). There is now evidence suggesting that RNA can be a determinant
of inherited phenotype. In the mouse Agouti phenotype, the white tail tip trait is not transmitted
in a Mendelian fashion but by RNAs packaged in sperm and down regulating Kit gene
expression by an RNA interfering mechanism (Rassoulzadegan et al., 2006). No similar studies
or outcomes have been identified in the livestock species that are the subject of this scientific
opinion. The relevance of these observations to clones and their progeny is not entirely clear. It
is also expected that the epigenetic modifications of clones will disappear in future generations
as it is the case for those that are naturally induced. Therefore epigenetic effects of adult onset
disease and the transgenerational epigenetic inheritance are not specific to cloning and would
follow the same mechanisms in conventional animals. Recent data suggest complex epigenetic
transgenerational effects on the phenotype of mammals and raise new scientific questions on
genotypes bearing epigenetic differences (Han et al., 2008).

3.1.2. Epigenetic telomere modifications

One epigenetic mechanism that has been linked to the ability of donor somatic nuclei to drive
the development of SCNT embryos is the length of telomeres of clones. Telomeres are short,
highly repetitive DNA sequences located at the ends of chromosomes that prevent those ends
from inappropriate fusions and heal them when they are degraded. Telomeres shorten at each
round of cell division due to problems associated with DNA replication. Thereby, telomeres
have a function in the control of the ageing process. An enzyme, telomerase, present in various
renewal tissues including germ cells and embryonic cells has the ability to extend, or to hold
constant, the length of the telomere over multiple cell divisions. Telomeres of the first
mammalian clone, (“Dolly”) were found to be shorter than those of the age-matched, naturally
bred counterparts (Shiels et al., 1999). For this reason, clones were first considered to show
premature ageing. Subsequently however, the vast majority of studies have reported that
telomere length in cattle, pig and goat clones are comparable with or even longer than age-
matched naturally bred controls, even when senescent donor cells were used for cloning (Lanza
et al., 2000; Tian et al., 2000; Jiang et al., 2004; Betts et al., 2005; Jeon et al., 2005;
Schaetzlein and Rudolph, 2005; Kasai et al., 2007). Current data indicate that telomere length
restoration is normal in clones derived from fibroblast donor cells (which are the cells
predominantly used). The telomere lengths of 30 offspring from the same bull clone were not
different from age-matched controls (Ortegon et al., 2007).

3.1.3. Epigenetic dysregulation in perspective

Epigenetic dysregulation is not a phenomenon unique to cloning and has been observed in all
other forms of reproduction, but particularly in ARTs that have a considerable in vitro
component. This has been observed in cattle when in vitro fertilized embryos and embryos
derived via SCNT were compared with in vivo produced embryos (Camargo et al., 2005), as
well as in other species (Gardner and Lane, 2005; Wrenzycki et al., 2005). It is not known
whether these abnormalities are due to the stresses of SCNT per se, or are the result of the in
vitro environment, that the early embryos are exposed to, prior to transfer to the surrogate dam.
Furthermore, as mentioned earlier, it is to be noted that the epigenetic status of any embryo is
in part a response to its environment, as is the epigenetic status of any life stage of any
organism.
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3.2. Genetic aspects

Chromosomal disorders after SCNT are routinely observed at a high frequency during the
preimplantation stages but mainly in morphologically abnormal embryos (Booth et al., 2003).
In a study of 20 cattle clones two showed high incidences (about 21 %) of abnormal cells with
non-diploid chromosomes number. These abnormalities were not transient and indicates that
instability in chromosome number can occur in phenotypically normal clones (Hanada et al.,
2005). The telomere length and chromosome stability of 30 offspring from the same bull clone
showed no abnormalities compared with controls (Ortegon et al., 2007).

Chromosome stability may differ in the mouse between embryonic cells derived in vitro from
cloned or fertilised embryos but this is probably because of epigenetic rather than genetic
causes (Balbach et al., 2007).

3.2.1. Mitochondrial DNA modifications

Genetic and phenotypic differences between clones might derive from mitochondrial DNA.
Mitochondria serve mainly as a source of energy for the cell but have other important roles in
cellular physiology, notably in steroid synthesis and in programmed cell death, both of which
are required for embryonic development. In sexual reproduction, male mitochondria are
recognized as foreign and are eliminated in the oocyte cytoplasm in a species-specific manner.
Thus the mitochondria show a strict maternal inheritance. After SCNT, embryos can possess
mitochondrial DNA from the oocyte cytoplasm only (homoplasmy) or from both the donor cell
and the recipient cytoplasm (heteroplasmy) (Steinborn et al., 2000). Adult somatic cells
typically contain from a few hundred to several thousand mitochondria. This number is even
lower during the specification of the germ line but increases dramatically during oocyte growth
and may become as high as 100,000 in the mouse oocyte at the time of fertilisation (Shoubridge
and Wai, 2007). It is perhaps not surprising that the vast majority of clones analysed so far
have shown little evidence of heteroplasmy but the number of studies is small (Hiendleder et
al., 2005). It has been speculated that changes in mitochondrial copy number and function, or
the transmission of mitochondrial dysfunction from the recipient oocyte, could be risk factors
for adult metabolic diseases with a developmental origin (McConnell, 2006).

3.2.2. Silent mutations

The extent to which SCNT induces silent mutations in the nuclear DNA of clones that could be
transmitted to later generations (through sexual reproduction) remains largely undetermined.
Such mutations occur spontaneously although at a low frequency in animals born from sexual
reproduction and the same is probably true after nuclear transfer. These mutations can lead to
aberrant phenotypes at the next generation, depending on the allelic combination of individual
offspring, and can be screened for and eliminated in conventional breeding programs.

There are examples in normal breeding showing that mutations occurring spontaneously in the
DNA can interfere with the expression but not with the epigenetic status of imprinted genes,
resulting in a modification of their contribution to the phenotype of offspring. This is the case
in the sheep with the “callipyge phenotype”, an inherited muscular hypertrophy that affects
only heterozygous individuals receiving a mutation from their male parent (Charlier et al.,
2001). A related situation has also been observed in the pig (Van Laere et al., 2003). There is
now evidence to suggest that RNA, and not only DNA can be a determinant of inherited
phenotype (Rassoulzadegan et al., 2007).

Since nuclear reprogramming requires a marked reorganisation of the somatic cell nucleus
chromatin, SCNT could increase the occurrence of silent mutations in the donor genome which
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could further affect the outcome of the breeding schemes used today for genetic selection in
livestock.

3.3. Other aspects

The cloning process includes several modifications of the oocyte cytoplasm. Part of the oocyte
cytoplasm is removed during the nucleus aspiration and the remaining cytoplasm may become
disorganized. This may result in a lack of fully functional cytoplasm required for embryo
development. Some protocols, aiming at restoring oocyte cytoplasm, involve the addition of
exogenous oocyte cytoplasm or the fusion of several enucleated oocytes. Cytoplasmic
modification may also result from the fusion of the enucleated oocyte with the donor cell. This
introduces donor cell cytoplasm, including functional mitochondria, into the oocyte. These
cytoplasmal disturbances may result in the malfunctioning of the cytoplasm and its organelles
which could have an impact on the development of the embryo clone. The implication of
cytoplasmic modification has not yet been determined (Tamashiro et al., 2007).

3.4. Conclusions of epigenetic and genetic aspects of SCNT

= Epigenetic dysregulation is the main source of adverse effects that may affect clones
and result in developmental abnormalities.

= Epigenetic reprogramming takes place successfully in clinically healthy clones.

= The DNA sequence of a clone is a copy of that of the donor animal, but some
differences may exist (e.g. the methylation status of genomic DNA).

= Currently, based on the available limited data, there is no evidence that epigenetic
dysregulation induced by SCNT is transmitted to the cattle and pig progeny (F1).

» The extents to which epigenetic and genetic aspects of SCNT are affected are not fully
elucidated.

4.  Animal health and welfare implications of SCNT

Animal health includes physical and mental fitness, freedom from infectious and non-infectious
diseases and the ability to carry out essential life-maintaining tasks. Animal welfare includes
the absence of pain, distress and suffering. The evidence for poor health and welfare, or
improved health and welfare, is reviewed in the context of the various phases in the life of an
animal with reference to clones and to data derived by comparing clones with animals that are
not clones.

As the literature on cloning is based on reports of work often carried out in highly monitored
populations and environments, the effects observed and recorded may not reflect the conditions
of husbandry that exist in everyday production systems. Clones are derived from animals with
characteristics deemed valuable, often consisting of production traits that may place them
outside of the normal distribution of a population for that particular trait. Therefore, care must
be exercised in making comparisons between clone and normal population parameters as well
as with animals produced with ARTs.

There are a number of published reports relating to health and welfare of clones where the
results are based on observations on mixed populations of clones and transgenic clones. Such
studies are of limited relevance to this opinion if there is no direct indication on the possible
impact of the transgenic effect.
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4.1. Animal health

Animal health is considered in relation to the animals originating the somatic cells and oocytes
used in cloning, the surrogate dams, the clones themselves and their progeny.

4.1.1. Health of source animals for somatic cells and oocytes

Cells used as nucleus donors in the SCNT process are usually obtained either from existing cell
cultures or from minimally invasive procedures such as ear punches of live animals with
desirable phenotypes. The oocyte donor could be any animal of the same species whose
oocytes are available after slaughter. In rare circumstances it could be a highly valued and/or
monitored animal whose oocytes are collected by ovum pick up in vivo. In such cases, the
animal health and welfare issues have been extensively addressed. There are reports indicating
that the recovery of oocytes from live donor animals using an echography-guided approach is
not detrimental to animal welfare provided the operator is licensed (Chastant-Maillard et al.,
2003; Petyim et al., 2007). In the remainder of this section, the role of the health of the source
animals and the implications of their health for the health of subsequent clones are discussed.

The disease status of the source animals can have an impact on the infection risk for the clone.
Some disease causing agents, such as intracellular mycoplasma and viral nucleotide sequences
integrated in the genome, can be directly associated with the somatic cell nucleus and oocyte
cells (Philpott, 1993). The genomes of all vertebrate species investigated contain endogenous
retroviruses. Possible reactivation of bovine endogenous retroviruses (BERV) during SCNT
was analysed and compared between sexually reproduced cattle and cattle clones (Heyman et
al., 2007a). BERV sequences were not transcribed and no RNA was detected in the blood of
clones, donor animals or controls.

At present, voluntary guidelines published by organisations involved with embryo transfer are
aimed at reducing the risk of infection in relation to trade. The OIE (World Organisation for
Animal Health, www.oie.int) has developed guidelines for embryo transfer in close cooperation
with IETS (International Embryo Transfer Society, www.iets.org). Detailed protocols for the
biosecure management of source animals and surrogate dam have been developed for animals
involved in embryo transfer procedures (in vivo derived gametes and embryos). However, not
all protocols applied to embryos produced in vivo are applicable to in vitro derived embryos, or
cloned or transgenic embryos (Stringfellow et al., 2004).

4.1.1.1. The somatic cell nucleus source

The source of the somatic cell nucleus is often an animal with the desirable trait that the
cloning procedure is designed to propagate, and as such would be subject to health monitoring
and surveillance during its lifetime. Selection of the disease susceptibility or resistance of the
source animal and its source tissue is important as the clone may be affected by such disease
traits.

With SCNT there is the possibility of bringing intracytoplasmic pathogens within the somatic
cell into the recipient oocyte. However, this hazard also exists if and when pathogens adhere to
sperm or to instruments used during in vitro fertilization and intracytoplasmic sperm injection
(ICSI). This risk is reduced by sanitary management of source animals (OIE, 2007).

4.1.1.2. The oocyte source

Health risks related to the procedures for oocyte recovery from live animals or from abattoir
material and their handling in vitro are of equal importance to those encountered in the in vitro
collection of embryos for transfer. The collection of oocytes from animals at slaughter (as
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opposed to surgical interventions) increases the risk of contamination with bacteria and viruses
which may be retained by the clones and may affect their viability in utero or after birth. These
risks have already been carefully identified (Bielanski, 1997) and procedures for their
prevention have been proposed by the IETS as licensing guidelines and have been adopted by
the OIE. While there are steps in the SCNT technique which differ from the in vitro
fertilisation procedure, no specific health risks related to oocyte enucleation, the fusion of
oocyte with a somatic cell nucleus or the injection of the somatic cell nucleus directly into the
cytoplasm of the enucleated oocyte have been reported.

It is not known to what extent the disease resistance of the oocyte source animal will affect the
clone, as it does not contribute to the genetics of the clone in the same way as the somatic cell
nucleus. The source animal of the enucleated oocyte may, however, contribute through
mitochondria-associated inheritance stemming from the oocyte cytoplasm.

4.1.2. Health of surrogate dams

Initial pregnancy rates (at day 50 of gestation after transfer) in cattle serving as surrogate dams
were found to be similar between those carrying clones (65 %) and those produced through the
use of other artificial methods such as embryo transfer (58 %) and artificial insemination
(67 %) (Heyman et al., 2002; Lee et al., 2004). However, there is a continued pregnancy loss
throughout the entire gestation period in those surrogate dams carrying clones which is not
observed in other ARTs, and embryo survival is only one-third of that following in vitro
embryo production (Lee et al., 2004; Wells, 2005).

Losses of pregnancy in cattle surrogate dams in the second and third trimester are associated
with placental abnormalities, hydrops, enlarged umbilical cords with dilated vessels, and
abnormally enlarged and fewer placental cotyledons (Wells et al., 1999; Hill et al., 2000;
Chavatte-Palmer et al., 2002; Batchelder et al., 2005).

The high rate of pregnancy failure in the surrogate dam has been linked to the finding of
abnormal and/or poorly developed placental formation. Such placental defects have been
associated with early embryonic loss, abortions, stillbirths, dystocia and pre- and post-natal
deaths (Wakayama and Yanagimachi, 1999; Hill et al., 2001; Tanaka et al., 2001; De Sousa et
al., 2002; Hashizume et al., 2002; Humpherys et al., 2002; Suemizu et al., 2003). A detailed
histological study of the placenta found that pregnancies of seven cattle clones were associated
with abnormalities (Batchelder et al., 2005). Abnormal placental development expressed as a
reduction in placentome number and consequences on maternal, foetal exchange is seen as one
of the main limiting factors in ruminant SCNT pregnancies (Arnold et al., 2006). This
abnormal placental development is present from the early stages after implantation but does not
necessarily prevent the development and birth of live clones (Hill et al., 2000; Hoffert et al.,
2005; Chavatte-Palmer et al., 2006). An early detection of placental abnormalities offers the
possibility to terminate pregnancy without threatening the health of the surrogate dam (Hill and
Chavatte-Palmer, 2002).

The incidence of birth by Caesarean section is higher in surrogate dams carrying cattle or pig
clone foetuses although there is some difficulty in determining causation since elective
Caesarean sections were also often carried out.

After normal breeding, the fertility of cows requiring an elective Caesarean section to assist the
delivery of their calf is not altered, whereas fertility is significantly reduced if the Caesarean
section is performed because of severe dystocia (Tenhagen et al., 2007), principally due to
infection resulting in endometriosis (Gschwind et al., 2003). The future fertility of the
surrogate dams is not recorded in the literature on cloning.
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4.1.3. Health of clones (FO0)

Four different outcomes can be identified concerning the health of clones: (i) clones which
present serious abnormalities and where the pregnancy needs to be terminated; (ii) clones
which present disorders and die during the postnatal period; (iii) clones which present
reversible disorders but which survive after birth; and (iv) clones with no detectable defects.

The most critical time for the health and development of cattle clones occurs during the peri-
natal period (Chavatte-Palmer et al., 2004; Wells et al., 2004; Panarace et al., 2007). This can
be explained by the fact that most of the observed pathologies are associated with, and are
secondary to, placental dysfunctions (Constant et al., 2006).

Further data are required to evaluate whether SCNT has an impact on immune functions and
susceptibility of clones to infectious agents. Moreover, it should be noted that, although not
specifically related to SCNT, depending on the infectious status of the surrogate dam,
transplacental infection from the dam to the clone may occur with some specific viruses (e.g.
pestiviruses, herpesviruses). This is not specifically related to SCNT and would also be
encountered with those ARTs in which an embryo is introduced into a surrogate dam.

4.1.3.1. Immune function of clones

A limited number of studies have investigated the immune function of clones. A study of 17
cattle clones, aged 2 to 5 years, reflecting the immune function have been reported (Heyman et
al., 2007a and b). Lymphocyte populations were represented as normal in apparently healthy
clones of all age classes compared to controls. After immune challenge there was no difference
between clones and controls in the antibody response but the antigen-specific induced cell
proliferation was weaker in clones. This finding may indicate that the bovine clones had a
reduced capacity to mount a cellular immune response against a newly encountered antigen.
However, when a similar study was performed later on the same animals and also in another set
of clones, the immune function appeared normal, suggesting that there was an effect of age.

A study on nine cloned piglets demonstrated that following lipopolysaccharide challenge at 30
days of age, the acute phase response (cortisol, TNF-a, IL-6) was lower in some clones, or the
same in other clones compared to controls (Carroll et al., 2005).

In the early lactation stage the proportions of gammadelta and WCl+gammadelta T cells
temporarily declined in cow clones, suggesting that cloned cows may fall into an
immunosuppressive state in the early lactation stage (Tanaka et al., 2006; Heyman et al.,
2007b).

4.1.3.2. Health of clones during gestation and the perinatal period

Large offspring syndrome (LOS), often thought to be a cloning-related phenomenon, was first
described in pregnancies derived from the transfer of in vitro fertilized embryos in cattle and
sheep (Farin and Farin, 1995; Walker, 1996; Kruip and den Daas, 1997; Sinclair et al., 1999).
LOS has been observed in clones from cattle and sheep together with changes observed in late
gestation that give rise to an increase in perinatal deaths, excess foetal size, abnormal placental
development (including an increased incidence of hydrops), enlarged internal organs, increased
susceptibility to disease, sudden death, reluctance to suckle and difficulty in breathing and
standing (Kato et al., 1998; Galli et al., 1999; Wells et al., 1999; Young and Fairburn, 2000).
In another study the incidence of LOS at birth was 13.3 % for somatic cloning based on 15
clones, compared with 8.6 % for 23 embryonic clones, and 9.5 % for a group of 25 IVF calves
(Heyman et al., 2002). For somatic cloning the incidence of LOS could be related to the tissue
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origin of the somatic cells used and an LOS rate of up to 47 % (9 of 19) has been observed
when calf clones were derived from skin, ear or liver cells (Kato et al., 2000).

Placental overgrowth has been shown to induce an increase in the fructose provided to the calf
foetus during the neonatal period, resulting in hypoglycaemia and hyperfructosaemia affecting
muscle functions including cardiac muscle (Batchelder et al., 2007b). These data may explain
why calf clones experience greater difficulty adjusting to life ex utero.

Foetuses, placentas and calves resulting from both in vitro production and SCNT can differ
significantly in morphology, physiology and developmental competence compared with
embryos produced in vivo (Farin et al., 2006). Mechanisms proposed to explain how in vitro
conditions may influence subsequent embryo development focus on the modification of
epigenetic patterns associated with the DNA, which can affect gene expression without altering
the primary DNA sequence.

There are similar findings in sheep, where peri- and post-natal lamb losses were considered to
be due to placental abnormalities (Loi et al., 2006). Initially the implanted blastocyst was
comparable with that of in vitro derived fertilised (IVF) embryos but losses after that time were
marked, with only 12 out of 93 clones reaching full-term development, compared with 51 out
of 123 lambs born from the IVF control embryos.

A study of eight calf clones delivered by Caesarean section, reported that in the first 48 hours
of life the red and white cell counts were reduced in comparison with control calves and their
plasma electrolytes were more variable, suggesting that calf clones take longer to reach normal
calf levels than the controls (Batchelder et al., 2007a). Calf clones were also reported to have
higher total bilirubin levels and fibrinogen levels than normal calves (Batchelder et al., 2007b).
However the increases in the level of bilirubin and fibrinogen were not necessarily abnormal
since these increases remained within the normal physiological range.

In contrast to the LOS syndrome observed in cattle and sheep clones, some pigs produced by
SCNT have an increased incidence of intrauterine growth retardation (piglets weighting less
than 1.04 kg). A comparison of 23 SCNT litters (143 individuals of which 41 were transgenic)
with 112 artificial insemination (AI) litters (1300 individuals) showed a significant increase
(1.8 £ 0.3 for SCNT versus 0.7 = 0.1 for Al) in the number of intrauterine growth retardations
per litter (Estrada et al., 2007). In this study no differences were observed in the parameters
studied between the clones and transgenic clones.

A study has reported low birth weights in SCNT piglets, where 27 out of 40 died within the
perinatal period from a variety of health problems including diarrhoea, meningitis and heart
functional abnormalities. Twelve of the clones survived to adulthood. However, in this study it
was not possible to rule out the presence of coexisting infections (Park et al., 2005). A follow-
up study by the same group found morphological abnormalities in the placentas of the
nonviable clones which may have been caused by apoptosis of placenta cells (Lee et al., 2007).
The perinatal mortality rate reported above was not observed by other groups (Du et al., 2007;
Estrada et al., 2007).

Gestational lengths of between 114 to 120 days have been reported for a limited number of
pregnancies giving birth to pig clones (Walker et al., 2002; Carroll et al., 2005; Park et al.,
2005; Williams et al., 2006; Du et al., 2007). Generally, the average gestational length in pigs
is about 115 days with a range from 110-120 days.

4.1.3.3. Health of clones after birth up to sexual maturation

One study in cattle reported that a mean of 30 % (21 of 59) of the calf clones died before
reaching 6 months of age due to a wide range of pathological causes, including respiratory
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failure, abnormal kidney development, and liver steatosis (fatty liver) (Chavatte-Palmer et al.,
2004). Heart and liver weights were increased relative to body weight. However after 1 to 2
months the surviving calf clones became indistinguishable from calves born from artificial
insemination. Once past the first few months after birth most surviving calf clones develop
normally to adulthood (Chavatte-Palmer et al., 2004; Wells et al., 2004; Heyman et al., 2007a).

From 988 bovine embryo clones transferred into recipient cows, 133 calves were born and 89
(67 %) of those survived to weaning at 3 months of age (Wells et al., 2003; Wells et al., 2004).
Similar findings were reported by Panarace et al., who summarised 5 years of commercial
experience of cloning cattle in 3 countries (Panarace et al., 2007). On average, 42 % of cattle
clones died between delivery and 150 days of life. The most common abnormalities were
enlarged umbilical cords (37 %), respiratory problems (19 %), depressed or weak calves
displayed by prolonged recumbency (20 %) and contracted flexor tendons (21 %).

Cattle clones at about 6 months of age showed no relevant differences from age-matched
controls with regard to numerous biochemical blood and urine parameters, immune status,
body condition score, growth measures and reproductive parameters. Similarly a large number
of physiological parameters (blood profiles) showed no differences between clones and age-
matched controls (Laible et al., 2007; Panarace et al., 2007; Walker et al., 2007; Yamaguchi et
al., 2007; Heyman et al., 2007a; Watanabe and Nagai, 2008).

EFSA was provided with a raw data set on porcine clones and their progeny by ViaGen Inc.
USA, and publications based thereon (FDA, 2008; Williams et al., 2006; Walker et al., 2007).
In this dataset, seven pig clones were delivered by Caesarean section whilst comparator
controls (produced by AIl) were delivered vaginally. The birth weights of the clones were
smaller than the comparators (1.12 kg vs 1.73 kg).

A controlled study in a research environment indicates that litter weight and average birth
weight, when adjusted for litter size, are significantly (p<0.05) higher in Al derived litters
compared with SCNT derived litters (Estrada et al., 2007). Additionally, there was a trend
towards higher stillbirths and higher postnatal mortality in the SCNT population (Estrada et al.,
2007).

Studies on swine clones at 15 and 27 weeks of age showed that they were indistinguishable
from their comparators in terms of growth, health, clinical chemistry and immune function
(Archer et al., 2003a; Mir et al., 2005; Williams et al., 2006).

4.1.3.4. Health of clones after sexual maturation

In a matched study of heifer clones and controls reared under the same conditions, the heifer
clones reached puberty later than the controls. However, after sexual maturation there was no
significant variation regarding gestation length and survival of the offspring (Heyman et al.,
2007b). Subsequent 305-day lactation curves of clones, as a health parameter, were also
comparable for yield, fat and mean cell counts. The mean protein content in milk from the
clones was significantly higher but this could be accounted for by the fact that three of the
heifer clones were from the same source mother, which had a lower milk production but higher
protein content, and by the sample size (12 clones and 12 controls). There were no effects on
health and subsequent reproductive data showed no significant differences.

The same study found other significant differences between clones and control cattle although
there were no outward signs of health effects. Variations have also been observed in
haematological and biochemical parameters, muscle metabolism, fatty acid composition and
higher oxidative activity in the muscle biopsies of the semitendinosus muscle at the 8 to 12
month stage (Tian et al., 2005; Yonai et al., 2005).
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The growth rates of 11 Friesian heifer clones at 15 months of age was comparable with that
seen in non-clones reared in New Zealand (Wells et al., 2004). The same workers report that in
52 cattle clones there had been no sign of obesity. Reproductive ability in cattle clones showed
no significant variation from that found within a population derived by normal sexual
reproduction, and subsequent foetal maturation and development were normal (Enright et al.,
2002; Forsberg et al., 2002; Wells et al., 2004; Shiga et al., 2005; Yonai et al., 2005;
Tecirlioglu and Trounson, 2007).

A study of clones derived from an aged infertile bull concluded that although their birth
weights were heavier than those of calves produced using artificial insemination, their semen
characteristics and fertility were normal (Shiga et al., 2005).

Five gilt clones (of which four were transgenic) were mated to a clone boar and gestation
length, litter size proportion of pigs born live and birth weights were comparable with those
achieved from controls (Martin et al., 2004). In this study no significant differences were
observed in the parameters studied between the clones and the transgenic clones.

Data provided by ViaGen Inc. showed that porcine clones had lower IGF-I (Insulin like
Growth Factor 1) than the comparator group after birth and before slaughter, although the
levels, with the exception of one pig clone, were within the comparator range (ViaGen Inc.
USA). Similarly, estradiol-17p levels were lower in the clones than in the controls, but within
the comparator range. As these clones reached market weight within the normal time frame and
were able to reproduce successfully, the relevance of the differences in these parameters for
alterations in growth rate or reproductive function remains to be seen (Walker et al., 2007).

4.1.3.5. Mortality of adult clones

As SCNT is a developing technology, the number of animals reported as reared and remaining
alive for their natural productive lifespan remains limited. Thus the use of the word ‘old’ in
reports often refers to animals only a few years past weaning or birth (Chavatte-Palmer et al.,
2004; Heyman et al., 2004; Heyman et al., 2007a). It is unlikely that animals reared for
production purposes would ever reach their natural lifespan and, therefore, judgements as to the
likelihood of a reduction of lifespan or other aging-related effects are difficult to assess at
present.

A study reported that between weaning and 4 years of age the annual mortality rate in cattle
clones is at least 8 % (7 out of 59 died in the age period 1-2 years; 3 out of 36 died within the
age period 2-3 years and 1 out of 12 died in the age period 3-4 years) and that the main
mortality factor is euthanasia due to musculoskeletal abnormalities (Wells et al., 2004). In a
study on 21 heifer clones of 4 different genotypes, all but one animal survived the study period
of 4 months to 3 years of age (Heyman et al., 2007a). The one animal that did not survive died
just after calving during a warm period of 2003.

4.1.4. Health of progeny (F1)

In New Zealand it was found that out of 52 progeny of cattle clones delivered vaginally, 85 %
survived after 24 hours and their survival was similar to the calves of control cows (84 %)
(Wells et al., 2004). Illness in the progeny of clones was also reported to be of no greater
prevalence than in conventionally-bred animals. Similar results have been published from
cumulated data on calvings from clones, showing that 21 offspring (F1) were naturally
delivered and most calves (20 out of 21 animals) survived after birth (Heyman et al., 2007a).
Also a recent review of the data collected on a total of 32 offspring from clones produced in
Japan supports these findings (Watanabe and Nagai, 2008). A report on the physiology and
genetic status of 19 females and 11 males sired by a single bull clone showed that the offspring
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from clones had normal chromosomal stability, growth, physical, haematological and
reproductive parameters compared with normal animals at one year of age, although they
displayed lower heart rates (P=0.009), respiratory rates (P=0.007) and body temperatures
(P=0.03) in their early period of life. Furthermore, they showed moderate stress responses to
routine handling (Ortegon et al., 2007). In a study, an aged infertile bull was used as cell donor
to produce two bull clones (F0) that exhibited normal fertility both in vitro and in vivo.
Conventional cows were artificially inseminated with the semen from the clones and after
normal gestation lengths produced ten F1 with normal birth weights and growth (Shiga et al.,
2005).

Semen from four boar clones were used to breed 49 conventional gilts and 293 offspring (F1)
survived to weaning (Williams et al., 2006). In a follow-up study, 242 of the pig offspring,
raised under commercial conditions, were reported and showed no difference in health status or
mortality rates compared to offspring (n=162) of control boars (n=3) (ViaGen Inc. USA;
Walker et al., 2007).

Six gilt clones were artificially inseminated with semen from a conventional boar and produced
44 (23 male and 21 female) offspring (Shibata et al., 2006). The birth weight of the F1 were
significantly lower compared to the controls and after day 30 the growth rates of the F1 were
significantly higher compared to controls. However this difference disappeared at weaning.
The mean litter size, the numbers of piglets born alive and surviving to weaning were all
similar in the F1 compared to controls.

Nine gilt clones were bred to a conventional boar (Mir et al., 2005). There were no differences
in the means of body weight and average litter size between clones and controls, 7.8 + 2.6 and
7.4 + 3.0 respectively. At 15 and 27 weeks of age ten blood parameters of 14 and 8 offspring
(F1) respectively were reported. Two out of the ten parameters (Blood Urinary Nitrogen and
Alkaline Phosphatase) were significantly different between the F1 and controls but they were
not consistently different at the two time points (attributed to an outlier animal).

4.1.5. Conclusions on animal health
From the available data, mainly concerning cattle, the conclusions below can be drawn.

The infection status of the somatic cells and oocytes source animals (specifically concerning
the tissues from which the cells and the DNA are taken) and of the surrogate dam must be
taken into consideration in the choice of the animals for cloning.

In relation to surrogate dams it is concluded that:

* Increased pregnancy failure is observed following the implantation of cloned embryos.
Based on information from ARTs this may affect the future fertility of the surrogate
dam.

* Increased frequencies of hydrops, dystocia and consequential Caesarean section are
observed. These effects may affect the future fertility of the surrogate dam.

» The above-mentioned adverse health effects have all been observed in surrogate dams
carrying pregnancies produced by ARTs not involving SCNT, albeit at much lower
frequencies.

In relation to clones (FO) it is concluded that:

» Although the data are limited and variable, the mortality rate of clones is considerably
higher than in sexually produced animals.
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- Increased embryonic and foetal losses occur during pregnancy, mostly observed
in cattle rather than in pigs.

- Increased mortality is observed in the perinatal period for pigs and bovine
clones and during the juvenile period for bovine clones.

- A small number of studies report an increased mortality in adult clones.

= There is evidence of increased morbidity of clones compared with sexually produced
animals.

- A proportion of bovine clones show several altered physiological effects.

- During gestation, mainly physiological adverse outcomes, including Large
Offspring Syndrome (LOS), are observed in cattle clones at a higher frequency
than with other ARTs.

- In the data available, there is often no clear indication of the causes of morbidity
and mortality.

- The low number of animals and the few assays carried out do not allow precise
measurement of the impact of cloning on the immune functions of the cloned
animals. Such an impact, if present, could modify the carrier state of the cloned
animals with respect to infectious agents of animal and human health concern.

- The close similarity of adverse effects observed in animals reproduced either by
cloning or by ARTs suggests a common genesis although conclusive evidence is
still lacking.

- High levels of husbandry care can enhance the survival and health of clones
during early life.

= Bovine clones that survive the juvenile period, and pig clones that survive the perinatal
period appear to be normal and healthy as determined by physiological measurements,
demeanour and clinical examination.

- No long-term effects have been observed on the reproductive ability of clones.

- Most clones have not yet reached the end of their natural life span for their
species; therefore it is difficult to draw any conclusions on possible effects of
SCNT on their longevity. Further, the production life of animals is shorter than
the natural life span.

In relation to progeny (F1) it is concluded that:

* From the data available there is no indication of any abnormal effects in those species
examined.

4.2. Animal welfare aspects

Qualitative and preferably quantitative data are required to assess welfare indicators directly on
the animals concerned. Since animal cloning is a relatively recent technology the availability of
such data is very limited. It is therefore difficult to draw any direct conclusions on the welfare
aspect of cloning. The current welfare assessment is largely based on the interpretation of data
related to the physical health of the animals as presented in the previous section. The
interpretation of affected physical health of animals as an indicator of their mental well-being is
hampered by anthropomorphic extrapolations and is of a qualitative and more general nature
only. However, the Scientific Committee considered that, in the absence of quantitative direct
animal welfare indicators, this somewhat conservative interpretation of animal welfare
indicators is the most appropriate approach.
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In the context of cloning, the welfare of the source (nucleus donor) animal, the gestation animal
(surrogate dam), the clone (F0), and the progeny of the clone (F1) should all be considered.

4.2.1. Welfare of the source animals

The cloning procedure itself does not normally affect the welfare of the animals which are the
source of the somatic cell nucleus or oocyte. Ovum pick-up is not detrimental to animal welfare
providing the operator is licensed (Chastant-Maillard et al. 2003; Petyim et al. 2007).

4.2.2.  Welfare of the surrogate dam

Due to the effects of SCNT on the placenta and foetal membranes, as well as the large foetuses
carried by some of the surrogate dams both during gestation and around parturition, the welfare
of the dam is likely to be affected. These adverse effects have been noted primarily in cattle
and sheep clone pregnancies; similar effects have not been reported for swine clone
pregnancies.

From a welfare viewpoint, dystocia carries the risk of unrelieved “extra” pain during birth due
to the large offspring. If the dam has to have a Caesarean section then that itself carries the risk
of pain and anxiety due to the procedures involved, including a failure to provide adequate
post-operative pain relief. If the Caesarean section is not planned then there is the added burden
of the pain of both the dystocia and the Caesarean section. For the neonates Caesarean section
may be less stressful.

It has been reported that the occurrence of late gestation losses in surrogate dams carrying
embryonic or somatic calf clones was linked to a high level of a specific maternal serum
protein (PSP60) (Heyman et al., 2002). Elevated PSP60 levels could be detected as early as day
50 in surrogate dams that later lost their foetus and could be used as a marker for foetal death.
Therefore assessing the placental development by day 50 or even day 34 of pregnancy by
measuring PSP60, especially when carried out in combination with ultrasonography, could lead
to more specific care for the bovine surrogate dam (Heyman et al., 2002; Chavatte-Palmer et
al., 2006).

4.2.3. \Welfare of clones

The evidence for an impact of SCNT on welfare is reviewed in the context of the various life
stages of a clone. Data have been compiled by comparing clones with animals that are not
clones, but which have been bred by natural mating, artificial insemination, or some other in
vitro technique using gametes and embryos.

4.2.3.1. Welfare of clones at the time of birth to weaning

The period immediately after birth is critical for all newborns as the cardiovascular, respiratory
and other organ systems adapt to life outside the womb. Offspring delivered naturally show a
number of compensatory and regulatory mechanisms to minimize the stress of birth. Hence,
even though a neonatal animal can certainly show severe signs of abnormal function e.g. so-
called respiratory distress, it does not necessarily mean it is experiencing adverse effects, as
adults might do under such conditions. In fact, mild postnatal stressors might instigate
beneficial consequences relating to stress coping, fearfulness and learning ability (Casolini et
al., 1997).

After birth, the newborn gains a raised awareness due to the increased flow of oxygenated
blood in the brain, and may then experience distress. Distress and pain reception have been
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shown in neonates in premature human infants and lambs (Slater et al., 2006; Mellor and
Gregory, 2003). Distress in newborns could be due to various perinatal resuscitation and
survival techniques, e.g. slaps, clearing out the mouth, vigorous rubbing of the skin, forced
feeding including gavaging with colostrum.

Clones exhibiting LOS may require additional supportive care at birth. Planned Caesarean
sections combined with special postnatal resuscitation measures for the clone neonates may
reduce this problem. Calf clones are slower to reach normal levels of various physiological
measures than their conventional counterparts (Chavatte-Palmer and Guillomot, 2007,
Batchelder et al., 2007b). Endocrine studies of cloned calves have shown lower cortisol
concentrations at birth, although according to Batchelder et al. these results are difficult to
interpret because controls were not born by the same method (Chavatte-Palmer et al., 2002;
Matsuzaki and Shiga, 2002; Batchelder et al., 2007b).

In cloning the frequency of placenta dysfunction is increased and, therefore, foetal stress could
arise due to altered oxygen exchange or altered placental blood barrier (Kato et al., 1998; Galli
et al., 1999; Wells et al., 1999; Young and Fairburn, 2000; Batchelder et al., 2007b). Painful
stimuli in late gestation have been shown in other species to cause irreversible effects on later
development (Smythe et al., 1994; Grunau et al., 1994a; Grunau et al., 1994b; Lloyd-Thomas
and Fitzgerald, 1996; Braastad et al., 1998).

Stress elicited in the dam carrying clone foetuses, such as pain or distress during late gestation
and calving due to large foetuses, may also affect the foetus. It is not known whether early
pregnancy distress exists in dams carrying clone foetuses but small variations in endogenous
steroid hormones have been shown to exert programming effects on the developing brain
(Ward and Weisz, 1980; Sikich and Todd, 1988; Grimshaw et al., 1995; Martinez-Cerdeno et
al., 2006; Roselli et al., 2007).

In LOS calves and lambs various stressors are likely to be detrimental and cause pain, but in
apparently normal clones or clones that can be effectively resuscitated after birth, the pain and
stress experienced during birth or postnatally may be no greater than in their sexually
reproduced counterparts, whether they are delivered naturally or by Caesarean section.

4.2.3.2. Welfare of clones after weaning to puberty/slaughter/end of natural life

No data on welfare effects have been reported in clones approaching reproductive maturity
compared with conventional animals.

There is no evidence that non-genetically based abnormal behaviour traits of the source animal
will occur in the clone (F0). A comparison of four FO clones from one 13-year old Holstein
cow with four age-matched control heifers was made to determine whether juvenile clones
from an aged adult behave similarly to their age-matched controls and whether clones with
identical genetic makeup exhibit any behavioural trends (Savage et al., 2003). A range of
behavioural indicators and behaviour challenge tests were performed but no significant
differences were observed except that the clones tended to exhibit less play behaviour than the
others. Trends were observed indicating that the cattle clones “exhibited higher levels of
curiosity, more grooming activities and were more aggressive and dominant than controls”.
The significance of these observations are, as yet, obscure.

An observation of five clones (from three different origins) and five non-clone Holstein heifers
has indicated that social relationships (agonistic and non-agonistic behaviours) were not
different between the two groups (Coulon et al., 2007). When exposed to an unfamiliar
environment heifer clones showed more exploratory behaviour than controls, however, the
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authors concluded that this difference was probably related to the early management of the
animals.

Daily activity, reactions to new events, and food preferences have been observed in two
genetically identical Duroc clone litters consisting of four and five pigs, respectively, and two
non-clone Duroc litters each of four pigs (Archer et al., 2003b; Archer et al., 2003c). The
clones were similar to, but more variable than, the non-clone controls. However, according to
another paper this study design was not amenable to inferential statistics, in addition to the
considerable statistical noise (Shutler, 2005).

From the few publications available, and taking into account the very small sample sizes used,
it is difficult to draw any conclusions on possible behavioural differences between clones and
their age-matched controls. In addition any observed differences should be considered with
caution as social behaviour and reactivity are dependent on the early environment of the animal
(Veissier et al., 1994) and on their genetic background (Le Neindre, 1989). In particular calf
clones were subjected to more intensive care which could explain the few differences observed.
Another explanation is that the few differences observed could be due to the fact that the calf
clones had experienced stress during the gestation. One route of transmission of prenatal stress
between mother and foetus involves maternal glucocorticoids and this effect is mediated
through the transplacental crossing of glucocorticoids from mother to foetus, at least in the last
part of gestation. In conventional animals, such stress has been described as changing the post-
natal behaviour of male goats (Roussel et al., 2005) and calves (Lay et al., 1997).

4.2.4. Welfare of progeny (F1)

No specific studies on the welfare of the progeny of clones have been reported in livestock
species.

4.25. Conclusions on animal welfare

* Only limited data are available on welfare implications of SCNT on surrogate dams,
clones and progeny.

» The cloning procedure itself does not usually affect the welfare of the animals from
which the somatic cell nucleus and oocyte are obtained.

= Reduced welfare of clones can be assumed to occur as a consequence of adverse health
outcomes.

» The occurrence of late gestational losses, dystocia and large offspring in SCNT is likely
to affect the welfare of the surrogate dams carrying calf clones. The frequency of these
adverse health outcomes is higher in SCNT than in conventional reproduction or by
using other ART.

* Due to the low efficiency of the cloning process, a high number of surrogate dams
suffer pregnancy failure.

5. Safety of meat and milk derived from clones (FO) and their progeny (F1)

5.1. Molecular, biological and chemical aspects considered for safety

In line with the recommended safety assessment strategy, i.e. a case-by case consideration of
the molecular, biological and chemical characteristics of the food and the determination of the
need for, and scope of, traditional toxicological testing (WHO, 1990), the Scientific Committee
considered the following aspects for the evaluation of the safety of milk and meat from cattle
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and of meat and meat products from pigs derived from clones and their progeny in comparison
with milk and meat from sexually reproduced animals.

5.1.1. Compositional comparison of meat and milk derived from clones and progeny of
clones

Compositional data of products derived from animal clones (FO) and their progeny (F1) are
compared with the corresponding products obtained from sexually generated animals of the
same breed which have a long term history of safe use. Comparisons include details of the
nutritional composition. The composition of milk and meat from cows is influenced inter alia
by the nature of the animals’ feed and the environment they live in, leading to large inter-
individual variability in foods derived from conventional animals (Palmquist et al., 1993). If
subtle changes have occurred that would alter the presence of important nutrients, the most
likely dietary risk for humans would be the absence of, or significant decrease in levels of,
vitamins and minerals whose daily requirements are in large part met by milk or meat.
Therefore, nutrients for which milk or meat make a large contribution to the total daily dietary
intake in humans should be examined. Compositional data of meat and milk vary widely in the
literature depending on breed, feeding regime, age, stage of lactation. Reference databases,
indicating the range variability in the biochemical composition observed in sexually
reproduced animals, can be utilized for comparison with the composition of clones and their
progeny (Jensen et al., 1995; Caballero, 2003; Belitz, 2004). Therefore it is important to make
comparisons only with appropriate comparators, of similar genetic background, managed under
similar conditions (Smith, 2005).

Several relevant studies with respect to human nutrition have been conducted on the
composition of bovine milk and meat from cattle and meat from pigs derived from clones (F0)
and their progeny (F1).

In an extensive study, more than 150 parameters in 37 cow clones (F0) from three independent
cloning experiments and 38 control animals were examined over a 3-year period and consisted
of more than 10,000 individual measurements (Heyman et al., 2007a). In this study some slight
changes were observed in all 3 groups of clones, compared with their controls, e.g. in fatty acid
composition of milk and muscle of bovine clones (FO) and a slight increase of stearoyl-CoA
desaturase in milk and muscle. However, these variations were still within the normal ranges.

A study on meat composition for five pig clones (FO) and 15 comparator animals showed no
biologically relevant differences in fatty acid, amino acid, cholesterol, mineral and vitamin
values (ViaGen Inc. USA). In a study of the composition of pig clone offspring, 242 offspring
(F1) from four boar clones and 162 control pigs from the same breed were compared (Walker
et al., 2007). In this study 58 parameters consisting of more than 24 000 individual
measurements (clones and controls) were examined. Only three individual values of the
offspring were outside the control range.

Several other studies have analysed a number of parameters including carcass characteristics
and meat and milk composition, including water, fat, proteins and carbohydrate content,
amounts and distribution of amino acids, fatty acids, vitamins and minerals, and in the case of
milk, also volume per lactation. These studies did not identify any differences outside the
normal variability (Walsh et al., 2003; Takahashi and Ito, 2004; Tome et al., 2004; Norman
and Walsh, 2004a; Norman et al., 2004b; Tian et al., 2005; Shibata et al., 2006; Laible et al.,
2007; Walker et al., 2007; Heyman et al., 2007a; Yang et al., 2007b).

In summary, none of the studies mentioned has identified differences outside the normal
variability in the composition of meat (cattle and swine) and milk (cattle) between clones or
clone progeny, and their comparators. In addition no novel constituents have been detected in
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products from clones or their progeny. However, it should be acknowledged that the data base
1s limited.

5.1.2. Toxicity and allergenicity testing

Conventional toxicity tests are designed for individual chemicals and have major limitations for
the testing of whole food. Foodstuffs are bulky, lead to satiation and can only be included in
laboratory animal diets at lower multiples of expected human intakes. In addition, a key factor
to consider in conducting animal studies on whole foods is the nutritional value and balance of
the diets used, to avoid the induction of adverse effects, that are not related directly to the
material itself (ACNFP, 1998). The testing of large amounts of milk and meat may be a
particular problem in laboratory rodents with respect to departure from their normal diet, which
is primarily plant-based.

5.1.2.1. Feeding studies

A subchronic oral feeding study (14 weeks) was conducted in rats to investigate the possible
effects of a diet containing meat and milk derived from embryonic and somatic clones. For
each product three different concentrations were tested; based on the protein content in raw
milk and beef the highest amount administered exceeds the usual daily intake in a human diet.
The rats were not affected in any of the groups studied (Yamaguchi et al., 2007). Similar
results were obtained in a 21-day feeding test with a diet containing milk and meat from cattle
clones (F0) (Tome et al., 2004; Heyman et al., 2007a; Heyman et al., 2007b). A 12-month oral
toxicity study in the rat (which included reproduction performance) fed meat and milk from
progeny (F1) of cattle clones has recently been published (Yamaguchi et al. 2008). The meat
was derived from three progeny (F1) of conventional cows inseminated with semen from an
SCNT bull. The milk was derived from three progeny (F1) of cow clones (FO) inseminated
with semen from a conventionally bred bull. There were no biologically significant differences
in the parameters examined (haematology, blood biochemistry, necroscopy, organ weight and
histology) between the rats fed meat/milk from F1 compared to those fed conventional
meat/milk products.

5.1.2.2. Genotoxicity

Meat derived from cattle clones did not show any genotoxic potential in the mouse
micronucleus assay (Takahashi and Ito, 2004).

5.1.2.3. Allergenicity

Rats fed for several weeks with milk and meat from cattle clones and controls developed, as
expected, a weak immune reaction. This reaction was qualitatively and quantitatively similar in
rats given milk or meat either from clones or controls. The antibodies were in both cases IgG,
IgA and IgM but not IgE, indicating that the consumption of the cattle products induced a
classical immune response but no allergenic effect (Takahashi and Ito, 2004).

The allergenic potential of several in-vitro digested samples of meat and milk from cattle
clones (F0) and controls was further assessed by intraperitoneal injection into mice following a
classical immunization protocol. No statistically significant difference in the allergenic
potential was observed between samples from clones and comparator control cattle (Takahashi
and Ito, 2004). Also, Heyman et al. did not detect differences in the allergenicity of milk and
meat obtained from clones in the rat compared with the same food products derived from non-
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cloned animals, age and sex-matched, maintained under the same conditions (Heyman et al.,
2007a).

These results are only indicative as the rat and mouse models are not specific for human
allergenicity predictive testing (WHO/FAO, 2001). However, changes in the primary protein
structure or the presence of novel proteins in the edible products of clones and their progeny
are not expected because the nuclear DNA sequence is unchanged.

5.1.3. Probability of novel constituents to be present

Animals commonly used for food production have never developed organs and/or metabolic
pathways specialized for producing toxicants to kill prey or avoid predation, as is the case for
some wild animal species. Therefore, it is highly unlikely in domesticated animals that genes,
coding for “silent” pathways to produce intrinsic toxicants, exist or that their expression is
possible even in the case of epigenetic dysregulation. This is in contrast to many food plant
families, which do contain genes that code for inherent toxic constituents of the organism, such
as glycoalkaloids in potatoes, furocoumarins in celery or nicotine in eggplants. Furthermore, as
no new DNA sequences have been introduced into the clones, the generation or the occurrence
of new substances, such as toxicants or allergens, are not expected.

5.1.4.  Animals and animal products for human consumption

In accordance with EU legislation, animals belonging to species used for meat production are
individually inspected ante- and post-mortem to determine if they meet existing regulatory
animal health and food safety requirements. Animals, including clones, which are found to
show clinical evidence of ill health at ante-mortem inspection, along with their carcasses and
offal, would be removed from the food chain either prior to or following slaughter and would,
therefore, be excluded from the human food supply. These requirements relate to actions to be
taken following the detection of overt signs of disease or injury, either at ante- or post-mortem
inspection. They are also complemented by criteria concerning maximum permissible levels of
microbial and chemical contaminants.

Likewise, the production of milk from cattle (and other animals), both conventionally produced
and cloned, would be subject to comparable EU legislative controls.

5.1.5. Microbiological aspects

Pathogenic microorganisms are likely to be found in both conventionally produced animals and
clones even in the absence of clinical disease. These agents may later be present at slaughter on
the carcasses of these animals and in their tissues. Any diminution of immunological
competence may lead to clinical disease when the agent is pathogenic for that animal species.

5.1.6. Residue levels

The level of chemical contamination of meat and milk is influenced by feeding, environmental
conditions and veterinary medication. As animal clones (FO) generally need more intensive
care, especially in the early life stages of growth and development, the use of veterinary
medicinal products for treatment may be greater than that in their natural comparators;
however, no reliable data are available on comparative levels of veterinary drug residue levels.
In all cases, veterinary medicinal products residues in meat and milk have to comply with
existing EU regulations.
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5.2. Conclusions on food safety

Based on current knowledge, and considering the fact that the primary DNA sequence is
unchanged in clones, there is no indication that differences exist in terms of food safety
between food products from healthy cattle and pig clones and their progeny, compared with
those from healthy conventionally-bred animals.

This conclusion is also based on current evidence that indicates that:

» There are unlikely to be significant differences between healthy clones in the
physiological parameters measured from their healthy conventional counterparts (see
Chapter 4).

= Differences outside the normal variability are unlikely as regards the composition and
nutritional value of meat (cattle and swine) and milk (cattle) between healthy clones or
clone progeny and their healthy conventional counterparts.

= Toxicological and allergenic effects related to the consumption of food products from
clones and their progeny are unlikely.

However, as information is limited on the immunological competence of clones, it is unclear, in
cases where the pathogen is zoonotic in nature, whether or not the prevalence of such infection
or infestation (and related public health risk) is the same as that of the conventionally produced
animal.

6. Impact on the genetic diversity, biodiversity and environment

6.1. Genetic diversity

Cloning does not appear to have a direct effect on genetic diversity in that no new genetic
modifications are introduced, but there could be an indirect effect due to overuse of a limited
number of animals in breeding programmes. An increased homogeneity of a genotype within a
population may increase the susceptibility of an animal population to infection and other risk
factors. This would also be the case in conventional breeding schemes and is not caused by
cloning as such. Reduction of genetic diversity in the farm animal populations has happened in
the last 100 years when the number of livestock breeds has been significantly reduced because
of the rapid spread of intensive livestock production (FAO, 2007).

6.2. Biodiversity

Cloning offers opportunities to save endangered species or livestock breeds and can be used to
restore populations from infertile or castrated animals (NZRBCS, 2002). This implies
preservation of the DNA in frozen cells. Cryopreserved tissue samples (for example, skin),
which are easier to obtain than gametes or embryos, or tissue obtained from infertile animals,
can be used to generate reproductively capable animals that could be used in subsequent
breeding programs to expand endangered populations.

6.3. Environmental impacts

There is no indication suggesting that clones or their progeny would pose any new or additional
environmental risks compared to conventionally bred animals. Cloning does not involve
changes in DNA sequences and thus no new genes would be introduced into the environment.

In the event of an overall increased need for the use of veterinary medicinal products in clones
there might be an impact on the environment, but no reliable data are available that compare
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the extent of veterinary medicinal product use in animals produced by SCNT with those
produced by ARTs or with conventional reproduction.

6.4. Conclusions on Impact on the Environment and Genetic diversity
Based on current knowledge:

= If used appropriately SCNT technology is not expected to adversely affect the genetic
diversity within domestic species.

* Cloning can offer opportunities to restore endangered animal species.

» There is no expectation that clones or their progeny would pose any new or additional
environmental risks compared to conventionally-bred animals. There is also no
information available to suggest that such risks may exist.

OVERALL CONCLUSIONS AND RECOMMENDATIONS

CONCLUSIONS

Somatic cell nucleus transfer (SCNT) is a relatively new technology in animal reproduction
with limited data available and is increasingly being used in some countries to produce clones.
These clones can then be used for further breeding using conventional or other methods.

While cloning has been applied to several animal species, only in the case of cattle and pigs has
there been sufficient data available to perform a risk assessment.

Uncertainties in the risk assessment arise due to the limited number of studies available, the
small sample sizes investigated and, in general, the absence of a uniform approach that would
allow all the issues relevant to this opinion to be more satisfactorily addressed.

The health and welfare of a significant proportion of clones, mainly within the juvenile period
for bovines and perinatal period for pigs, have been found to be adversely affected, often
severely and with a fatal outcome. Epigenetic dysregulation is considered to be the main source
of adverse effects that may affect clones and result in developmental abnormalities. The use of
SCNT in cattle and pigs, however, has also produced healthy clones and healthy offspring that
are similar to their conventional counterparts based on parameters such as physiological
characteristics, demeanour and clinical status. The production of clinically healthy clones
provides evidence in those cases that the epigenetic reprogramming has taken place
successfully.

In relation to food safety, there is no indication that differences exist for meat and milk of
clones and their progeny compared with those from conventionally bred animals. Such a
conclusion is based on the assumption that meat from cattle and pigs is derived from healthy
animals as assessed by mandatory ante-mortem and post-mortem examinations, that milk is
produced from healthy cows and that in both cases these food products are in compliance with
food safety criteria regarding microbiological and chemical contaminants.

No environmental impact is foreseen but there are only limited data available.
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RECOMMENDATIONS

General recommendations

» The health and welfare of clones should be monitored during their production life and
natural life span.

= As food animals other than cattle and pig have also been produced via SCNT, risk
assessments should be performed on these species when relevant data become available.

= This opinion should be updated in the light of developments in cloning and/or with new
relevant data.

Additional recommendations

In relation to epigenetic and genetic aspects of SCNT it is recommended to determine or
further investigate:

= The role of the epigenetic dysregulation as a cause of adverse effects.

*  Whether, and if so, to what extent epigenetic dysregulation occurring in clones is
transmitted to the progeny (F1).

= Whether, and if so, to what extent SCNT may induce silent DNA mutations.

» The possible consequences of mitochondrial heterogeneity in SCNT.

» The effects of telomere length in clones derived from different cell sources.
In relation to animal health it is recommended to:

= Conduct further research on the possible effects of SCNT on the natural life span of
cattle and swine clones.

» Investigate further the causes of pathologies and mortality observed in clones during the
gestational and postnatal periods and those observed at a lower frequency in adulthood.

= Further investigate the immunocompetence and the susceptibility of clones and their
offspring to diseases and transmissible agents when reared and kept under conventional
husbandry conditions.

In relation to animal welfare it is recommended to:

=  Perform studies on animal welfare, including behavioural studies, in healthy clones
under normal husbandry conditions.

* Monitor the surrogate dams for early markers of abnormal foetal development which
could lead to adverse effects on their welfare.

In relation to food safety it is recommended that:

* Should evidence become available of reduced immunocompetence of clones (see
animal health recommendations above), it should be investigated whether, and if so, to
what extent, consumption of meat and milk derived from clones or their offspring may
lead to an increased human exposure to transmissible agents.

» The database on compositional and nutritional characteristics of edible animal products
derived from clones and their progeny should be extended.
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INFORMATION MADE AVAILABLE TO EFSA

EFSA published a call for data on its website between 27 April and 29 May 2007.
Information was received from the following organisations:

AAVS (American Anti-Vivisection Society), USA
- Comments on the FDA Draft Risk Assessment. 47 pages.

BIO (Biotechnology Industry Organisation), Belgium
- BIO Comments to EFSA, Implications of animal cloning, May 29, 2007. 5

pages

Center for Food Safety, USA
- Report: Not Ready for Prime Time. FDA’s Flawed Approach To Assessing The
Safety Of Food From Animal Clones. 25 Pages
- Citizen Petition before the United States Food and Drug Administration.
Petition seeking regulation of cloned animals. 24 Pages.

CIWF (Compassion in World Farming), United Kingdom
- Report: Farm Animal Cloning from an Animal Welfare Perspective. 10 pages

Danish Centre for Bioethics and Risk Assessment Institute of Food and Resource
Economics, Denmark
- Information on current research activities and selected references.

EFFAB (European Forum of Farm Animal Breeders), The Netherlands
- The importance of cloning in bovine selection. 2 pages
- The European Perspective for Livestock Cloning. 19 pages
- Summary. 2 pages
- Possibilities and Concerns — Perspectives of Farm Animal Breeders. 24 pages

Faculty of Agricultural Sciences at Aarhus University, Denmark
- Information on current research activities and selected references.

IETS (International Embryo Transfer Society), USA
- Terms of Reference for Food Safety Subcommittee of the International Embryo
Transfer Society (IETS) Health and Safety Advisory Committee (HASAC). 2

pages

- Terms of Reference for Research Subcommittee of the International Embryo
Transfer Society (IETS) Health and Safety Advisory Committee (HASAC). 2
Pages

Institut national de la recherche agronomique INRA (Jouy-en-Josas), France
- Information on current research activities and selected references.

I-SiS (Institute of Science in Society), United Kingdom
- Is FDA Promoting or Regulating Cloned Meat and Milk? 7 pages
- Cloned BSE-Free Cows, Not Safe Nor Proper Science. 8 pages
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ViaGen Inc, USA
- Letter. 3 pages
- Data (29 files, XL and Word) provided also to US FDA. This data is publicly
available in the US FDA 2008 Report. “Animal Cloning: A Risk Assessment”,
Appendix F, which can be found at:
http://www.fda.gov/cvm/CloneRiskAssessment Final.htm
(Last accessed 27 June 2008)
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GLOSSARY AND ABBREVIATIONS USED IN THE OPINION

To assure a consistent use and understanding throughout this opinion, some words of key
importance are defined.

Glossary

Term Definition used in the opinion

Allele A gene that occupy a particular chromosomal locus. A diploid
organism has two alleles, one on each chromosome.

Blastomere Any one of the cells formed from the first few cell divisions in
animal embryology. The embryo usually divides into two, then
four, then eight blastomeres, and so on

Blastocyst The early stage in the development of mammalian embryos. The

blastocysts have an inner cell mass which will become the foetus
and an outer cell mass (trophectoderm) that will become part of
the placenta.

Caesarean section

Birth by surgical intervention

Chromatin

The complex of DNA and various proteins that makes up the
chromosomes

Cloned embryo, embryo clone

Embryo resulting from somatic cell nuclear transfer

CpG

A region of DNA where a Cytosine nucleotide is separated by a
phosphate to Guanine nucleotide. A CpG island is a region which
has a high concentration of CpG sites.

Cytoplasm

The living content of the cell, except the nucleus, consisting of an
aqueous protein matrix or gel, and where vital cellular organelles
(e.g. mitochondria) are located

DNA methylation

Biochemical modification to the DNA through the addition of a
methyl group

Donor animal

Animal from which the cell is obtained to be used in the cloning
procedure

Dystocia

Abnormal or difficult birth giving or labour

Embryo

A multicellular structure of diploid cells formed after fertilization
of the oocyte and until all organs have been formed, when it is
called a foetus

Embryo, Reconstructed

An embryo that has been reassembled from its component parts
by micro manipulations in vitro

Epigenetic processes

Alteration of gene expression by biochemical modifications (e.g.
methylation) of the DNA or of DNA-binding proteins. The
process does not involve changes in the DNA sequence

Epigenetic dysregulation

Abnormal or impaired control of gene expression

Epi-alleles

Alleles that are epigenetically modified

Fibroblast

A cell found mainly in connective tissue, involved in the
formation and synthesis of extracellular matrix (e.g. collagen
fibres)

Foetus

A developing mammal after the embryo stage and before birth

Gamete

A mature reproductive cell from a male or female containing a
haploid number of chromosomes that normally fuses with a
another gamete from the opposite sex to form a zygote (diploid)
from which a new organism can develop The oocyte and
spermatozoon are gametes.

Gametogenesis

The process of the formation of haploid gametes

Genetic diversity

The total number of genetic characteristics in the genetic make up
of a species

Genotype

The entire genetic constitution of an individual

Germ line cell

A reproductive cell such as a spermatocyte or an oocyte, or a cell
that will develop into a reproductive cell
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Heteroplasmy The presence of more than one type of organelle (e.g.
mitochondrial DNA) within a cell

Healthy Within the range of zootechnical and physiological parameters of
mean of any given character from the point of view of food safety
and animal health

Heifer A female bovine that has not yet produced a calf

Hydroallantois Abnormal fluid accumulation in the allantoic cavity of the

placenta

Hydrops fetalis

A condition in the foetus characterized by accumulation of fluid,
in at least two compartments (e.g. subcutaneous tissue, pleura,
pericardium, abdomen). Hydrops sometimes leads to spontaneous
abortion

Imprinting

A genetic phenomenon by which certain genes are expressed in a
parent-of-origin specific manner.

Juvenile period

A period referring to young bovine of up to six months of age

LOS

Large Offspring Syndrome. The size of the offspring is greater
than mean + 2SD for the species or breed. Symptoms .includes
clinical hydrops, placental oedema and asynchronous growth of
organs resulting in increased heart and liver size

Natural life span

The typical length of time an individual of a particular species
can be expected to live

Oocyte

Unfertilized egg, the female gamete

Oocyte donor

Animal providing the oocyte used in the cloning procedure

Parturition

The act or process of giving birth to offspring

Perinatal period

A species dependent time period around 7 days before and after
birth for livestock

Phenotype

The totality of the observable and structural characteristics of an
organism as determined by genotype and its interaction with the
environment

Placentome number

The number of interfaces between the cotyledons of the foetus
and the caruncles of the dam’s uterus forming the cotyledonary
placenta in ruminants

Pluripotent

The possibility of a stem cell to differentiate into any of the three
germ layers. A pluripotent cell can give rise to any foetal or adult
cell type but has not the potential of as a totipotent cell.

Postnatal period

Time period (a few days) after birth

Progeny of clone

F1 and subsequent generations of animals born by sexual
reproduction where at least one of the ancestors was a clone
animals

Sexual reproduction

Normal way of reproduction between male and female, involving
fusion between spermatozoon and oocyte

Silent mutation

DNA mutations that do not result in amino acid changes in a
protein.

Somatic cell

Any cell of an animal that is not a germ line cell

Surrogate dam

Animal carrying the cloned embryos

Telomere A region of highly repetitive DNA at the end of a chromosome
Totipotent The possibility of a single cell to divide into any differentiated
cell. See also pluripotent
Transgene Foreign genetic material inserted, e.g. in a cell, embryo or
organism (also: genetically modified)

Trophectoderm The group of cells in the blastocyst that form the placenta

Zona pellucida The thick glycoprotein layer surrounding the plasma membrane
of an oocyte.

Zygote The cell that results after fertilization of two haploid cells (usually

a spermatozzon and an oocyte)
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Abbreviations

Term Definition used in the opinion
Al Artificial insemination

ART Assisted reproductive technology
IVF In vitro fertilization

LOS Large Offspring Syndrome
mtDNA mitochondrial DNA

SCNT Somatic Cell Nucleus Transfer
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