$EE (N1 F - SATHAI> X HESD)

ES Mg AL R 2 8 < % i DBl

ES MilaERIFTE O C 2 REDEM

~BEEOFEBEFMBI L —LICOVWTOZEER~

SERE 20 4EENA T T A TH A TV AFTESE 4 A

da’l

fsH

(=M

iPS M I1Z, ESHILCTHREL &> T 5 MmHY 72
MR A OB 2 e LT, BMlilaz w7z
AR F RN EBT 5 720 0 EH R & LT
HEIhTwib,

—7J5C, iPSHIIEICIE, EfETEAHE ) b i
BNDHY, REMTOREIHRIN TN L, AR
S Co iPS ML FEALICIT TIE, [ =3 v I 4
A (ML) #O b RN AR D 2B 70 &
BT AMAZHEMT LI EPRELEbDNRE, Zh
50 iPS ML DL AEVEIZE T 2 FRIZ O WL, ST
35 ESHMRTHRONIZZHANSEZELLLTHA ),
L% 0 iPS IO 781, ESHMNLofZE L oM T
RAELHELEROREL TV D EFHEEINS,

COZ L, N RBE,ISANE, 5%, ES
MR IZ D CREIC L L 72557725, iPS ML ICBI§ %
FERF B 6 U C e B B S OSHERIBE B D Ak 4 72 Je) T
WCBWTREEZ LT REZ R L TWwE, 2
T, Al LA O ES ML AR O T AR AR
THME RS REERIL, 5% 0 iPSHIIZEY
% KRG O —B) & TR MRE &2 170 ThTz,

HH L7z ESMIEEEARRERFIX, w1 X3y vk
SRAREZERETFFE B ] (The Wisconsin Alumni Research
Foundation : WARF) O KEFFFT, FFiF 55212 H
FAF RSN, BAED —HTHEHIHN TS D
DTH5bo

1. ES HiREXRSFFLHEEHK
1-1 EXEFOBE

AR Y U % ES M 2E AR FFRF I, 1995 4F 1
20 HiZ, WARFIZL 5T, W14 AV Y RFETTA
VOBDY 2 —ARX bAY VEBZERWZLELT,
O M B (Application No. : 08/376,327) »37% X1
720 T, HEl-kBHEEE R T, DTo (A)~(C)
D3 ODUFHENRVLLTWE, THEHDEFIE b b
ESAHila%, i) Wik, i) #sE i) ~—7—%3
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TaT7 7 ANICESTHELLZLDE RS> TWD,

(A) US7,029.913 (913 H#iF)
- FEHH O X FR
[ Primate embryonic stem cell |
- Bk H
200144 ] 18 H
- EHOER
t b ESHIE @ in vitro 55 22 B # Y (Replicating in
vitro culture of human embryonic stem cells) (29 %
CBERT L — A

1. A replicating in vitro cell culture of human

embryonic stem cells comprising cells which (i) are
capable of proliferation in in vitro culture for over one
year without the application of exogenous leukemia
inhibitory factor, (ii) maintain a karyotype in which
the chromosomes are euploid through prolonged
culture, (iii) maintain the potential to differentiate
to derivatives of endoderm, mesoderm, and ectoderm
tissues throughout the culture, and (iv) are inhibited
from differentiation when cultured on a fibroblast
feeder layer.

2. The preparation of claim 1, wherein the stem
cells will spontaneously differentiate to trophoblast and
produce chorionic gonadotropin when cultured to high
density.

3. The preparation of claim 1 wherein the cells are
negative for the SSEA-1 marker, positive for the SSEA-4

marker, and express alkaline phosphatase.

(B) US6,200,806 (806 45&7)
- FEH D 4
[ Primate embryonic stem cell |
- Bk H
200143 H 13 H
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ES Ml AR % 2 <" 2 iRt OBl

- FHOER

t ~ ESHiIg & Z o438 )5 (Human embryonic
stem cells-cell culture and method) (ZBH9 %,

S BERT L — A

1. A purified preparation of pluripotent human
embryonic stem cells which (i) will proliferate in
an in vitro culture for over one year, (ii) maintains a
karyotype in which the chromosomes are euploid and
not altered through prolonged culture, (iii) maintains
the potential to differentiate to derivatives of endoderm,
mesoderm, and ectoderm tissues throughout the
culture, and (iv) is inhibited from differentiation when
cultured on a fibroblast feeder layer.

(claim 2-8 4W%)

9. A method of isolating a pluripotent human
embryonic stem cell line, comprising the steps of :

(a) isolating a human blastocyst :

(b) isolating cells from the inner cell mass of the

blastocyte of (a) :

(c) plating the inner cell mass cells on embryonic
fibroblasts, wherein inner cell mass-derived cell
masses are formed ;

(d) dissociating the mass into dissociated cells :

(e) replating the dissociated cells on embryonic
feeder cells ;

(f) selecting colonies with compact morphologies
and cells with high nucleus to cytoplasm ratios
and prominent nucleoli ; and

(g) culturing the cells of the selected colonies to
thereby obtain an isolated pluripotent human
embryonic stem cell line.

10. A method as claimed in claim 9, further
comprising maintaining the isolated cells on a fibroblast
feeder layer to prevent differentiation.

11. A cell line developed by the method of claim 9.

(C) US5,843,780 (780 45it)
- W D 4R
[ Primate embryonic stem cell |
- BEkH
1998412 H1 H
- FEHOUE
R ES M & Z o4 J1: (Primate embryonic
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stem cells-cell culture and method) (2B %,

CBERT L — A

1. A purified preparation of primate embryonic
stem cells which (i) is capable of proliferation in an
in vitro culture for over one year, (ii) maintains a
karyotype in which all the chromosomes characteristic
of the primate species are present and not noticeably
altered through prolonged culture, (iii) maintains the
potential to differentiate into derivatives of endoderm,
mesoderm, and ectoderm tissues throughout the
culture, and (iv) will not differentiate when cultured
on a fibroblast feeder layer.

(claim 2-11 24 1%)

1-2 BAFFORBHEER
(A) US7,029,913 (913 4¥#%)

913 KFiFid, & b ESHIf %, i) #%8E i) ~—h—
BRI T 7ANIZES>THELLZLDTHY, %7
L— 2O PR RIEIIROBY L hoTnd (F1
ZH) o 2?9 B, KO [MEREEGHRE | OBLE A [LIF
(leukaemia inhibitory factor) #RINS&M] TH 5 2
OSBRI W TEELRSHE R D,

B, BEERBICBIAHOMIETIE, S5I121)
HIR 2 Ble 3 2 AR e FIE (DFRFIRER) 2558
mEnsz &l b,

JL—A1

i) HERE

O R 5 i (immortality) : LIF RIS 2B
W 1AERL RIS AT BE

@I B R (euploid karyotype) : 1F %5 Bk #%
% MRS 50

®4%bhe (pluripotency) : PIIEEE - HEZE - ALIE
BRI D LRE Z MR T 50

@HR 5 bHER (undifferentiated) : 7 4 — ¥ — A
ETRSCIREZ MRS 5

JL—A2

i) HEAE

OREBLEE © MEEREICL D, KEBIHML

L, BT FFFrorzEtss,

1L —2A3

i) ~—A—H7a7 74

® SSEA (-), SSEA (+), AP (+)

(B) US6,200,806 (806 H&r)
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maintaining the isolated cells on a fibroblast feeder layer to prevent
differentiation.

F1 [913453F] (VL —LH#3) ORBBTER
i oK IH BE7 L— A FEIHE 2 HIH

1 A replicating in vitro cell culture of human embryonic stem cells comprising | i) %
cells which
(1) are capable of proliferation in in vitro culture for over one year without (D FR B4 5 fig

the application of exogenous leukemia inhibitory factor, (immortality)
(ii ) maintain a karyotype in which the chromosomes are euploid through | @I #kA% R
prolonged culture, (euploid karyotype)
(iii) maintain the potential to differentiate to derivatives of endoderm, | ®%4x5LiE
mesoderm, and ectoderm tissues throughout the culture, and (pluripotency)
(iv) are inhibited from differentiation when cultured on a fibroblast feeder | @A/ LHERF
layer. (undifferentiated)

2 The preparation of claim 1, wherein the stem cells OF S 3 - Slai:
will spontaneously differentiate to trophoblast and produce chorionic
gonadotropin when cultured to high density.

3 The preparation of claim 1 wherein the cells i) ~—#7—3HU7Ta 774NV
are negative for the SSEA-1 marker, positive for the SSEA-4 marker, and (6 SSEA (—), SSEA (+),
express alkaline phosphatase. AP (+)

%2 [8064%F] (7L —L#11) ORBEBEEEE
f oK IH BEko L —24 SRR g HIH
9 A method of isolating a pluripotent human embryonic stem cell line, | i) H:¥
comprising the steps of:
(a) isolating a human blastocyst; (a) WRfEHL 55
(b) isolating cells from the inner cell mass of the blastocyte of (a) ; (b) ICM il o 55-#ik
(c) plating the inner cell mass cells on embryonic fibroblasts, wherein inner | (¢) WEAF#EAEIFMNL ETo
cell mass-derived cell masses are formed; ICM H a3 DI
(d) dissociating the mass into dissociated cells; (d) ICM a3l o 55k
(e) replating the dissociated cells on embryonic feeder cells; (e) MfFHiR7 4 — & —Hila
FTcoau=—IgE
(f) selecting colonies with compact morphologies and cells with high nucleus (f) Mg E &% Al g
to cytoplasm ratios and prominent nucleoli; and ZE B au=—oEjl
(g) culturing the cells of the selected colonies to thereby obtain an isolated (g) BPlsh/izaog=—n
pluripotent human embryonic stem cell line. Ml % 5528 L C ES AL
135
10 | A method as claimed in claim 9, further comprising (h) %8 X 72 ESHI R %

MEMESF AN R 7 4 —
¥ — g kTR G LIk
MR L CHET S

913 $FiF A Sz e b ES HIfZ in vitro 552841
B ERELTWDLDITH LT, 806 FFFD 7 L —24
1~8iIcHEsh/ze b ESHIIEIEX, 2L —29~10
BB S NGB EIC X ) GBS R 2% O ESHl
fazBELZdbDEEZ SN, b ESHINLICIRS
7 LV—25u 1~ 8 DFPRE R, 913 KFaF DT MEY
FFHO~O® L IZITFAMTH 5,

v M ESHIlLD 558 ECHRE 7L =29 ~100D

I L—209
(a) WAL D75 HEo

(f) HHiha

R EREIIKROBEY) THDL (R2BH), 2hbd 145,
O ESIHIE, & b ES Mo 7 TIE %2 BE 9 7 L —2A 10

5L0THY, e PESHIED i) HEkZHFELZD
@(‘:&Ofb‘%o
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(b) ICM (inner cell mass) g o 55,
(c) MEAFHHE e b
(d) ICM a3t 554,

(e) WfFm*7 1+ =& —Mifacoam=—H,
SREL M M X A au =— @),
(g) #Eplsh7zav=—oMfgx 554 LT ESHla

TO ICM HESLD IR

(h) 75#E S N7z ES M 2 S 2F filig ok 7 4 —
& — M b TRGACIRIE 2 MRy L THE T 5o
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(C) US5,843,780 (780 H&r)

780 HFEFIX, b b AR EEF ES ML & Z 05
L, 806 4O BEHMTH 5. 780 HFir o
7 L—2uit, 806%iFD» 7 L — 2% ® [human] #
[primate | |28 X2 72 DL %o TWb, 780 F5iF
&, 3ODHFOR TR FELEHFINTVS, Th
&, AREFRFDe MRS ELTE ST, LAY 2 R
Wl hollzotEZON%,

1-3 EH48E

CNDIFRFFFICH L, 200647 H17H, 7 A Y
71 @ I F) O K 7 B ALK T & % The Public Patent
Foundation (PUBPAT) & {4 % & & #H /K Consumer
Watchdog (IH Foundation for Taxpayer and Consumer
Rights : FTCR) 28F &A% aiok L7z bR,
—IZF edsr e [ bESHINEIE, BEICH LI T
W7z A ESHIBLIZ OV THESIZESNZH DT
HhH| LVIbDTH %,

TRRAE, 780 HEAT ML TN 806 JFAFIC DOV T A E R
(Control No. : 90/008,102, 90/008,139), 913 4 &F i<
DWTIELFEER (Control No. : 95/000,154) THib
720 780 FFFF K UF 806 HFRTFIE, JrHEE % 0 ES Mg
WARD DI L, 913 F#aFix, iz o e + ES Al
% in vitro B8 L 7B Y TH - T, WRFOHIEH
WA S, EBEICHH ST AR b0 L% -
TWbo TD72®, IFFFFITOVTIE, FRCHHE
R TOHBENSBIRINI-OTIE 2w Eb s,

DT, 3fiFo) biRdbEELEZ LM, HF
FHRFREIIB W C—HIZIEHA B 2 S 7z d
DO, FREFFFIHMER S N, AR TIZ & ) BIAE
b FHFTORIAHN TV B I3 FFFFIS OV THiff
WO ZFHT L (B12H),

2006 4= | 7 H | PUBPAT & FTCR ASFF4 A% % iR

9 J] | USPTO 23484
WARF 737 £ & v ZBEOREM % J8 K

USPTO 28427 L — Ao+ 7 4 &
77 g vk

2007 4 | 3 J

5 H | WARF 3 USPTO 128 RL# - fiiE&E %
PR

USPTO 78427 L — 2 B iFfE o F
TAAT 7T a vzl

2008 4 | 2 JJ

7 H | PUBPAT & FTCR %3 % H 8 12 A Ik B
LiLT

1 B4EROBE
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2. B8
2-1 BEEFEK

2006 4£ 7 H 17 H, PUBPAT & FTCR i, [WARF
DOFFFFIL, KREIRAYES Mg % H 72 B R ERIEZE O
WRICHTZ2HEZES T, EROBEZERKICTSD
DTH5H] & LTHFFIGEZ KO THFERAHREZIT-
72

PUBPAT fili%, [WARF O¥#F Dz k T, B
AT E ROV b OWFFEE AYERT % [0l 5 5 72 D iEF A~
WHLTEBY, KREHNOWZEE A ES Ml % v/
AERBTZEIC ST & 2 WIRAE L Cn b | &8s
L, [—HBE>EGZODDICHT 2HEMZ MY 5
ZLEFFFEIN W] EFERLTWS,

INLOFERE, [REOMLE] OME D S I1340 7%
POTHEHFTVWD X ICEDbNDA, BEICHFER
DI & 725 H DO TII ARV, HHEEGRKELRD
AoREEHIE, © DA OFE(w Y X, ey Y T F)DES
ML 2 BHZR U 72 Je A7 23240 Sk & Fi 2 2 o218 2 @,
HMROFS % #72 LT, [e b ESHIED 58,
20 4E L TSR R E N TN S M SCHRIC IR DWW T
BHIR L0 THE| ZLEBEELTWS,

2-2 BEERSE WARFIZLDTA 2 ZEHOREM
FHEAGFRICH LT, 200649 A 29 H, [WARF
DIFFFICITELENTH - 2T 5 ME
(Substantial new question of patentability) 2SHi#e X
TV | LOPENRRIN, HEEESH N,
HELRBOREE 2T T, WARF X, %4, &<
D ESHIFHZ 1RO T2 5 4 vy 23 a 4
YV T4 —OFIE, ThTI v 7 UIIEEF O
ZEREBI ORI E TR L CTRIAEL T2 51 & v AZff

DFFMEZFELR L 720
7, FAKE oA Y )74 —0FHEIT S

California’ s taxpayer-funded stem cell research
program 7 5 DY EE L2 MIHET A Z L KW L 72,
N, [WARF ZA%ROFIE L D b B EOFL %
BETLEOTHICL > TEEEINTWS | (John M.
Simpson, FTCR' s Stem Cell Project Director) & &t
HERHETLZELHMNELZBDTHA I,

2-3 #7414 X743 3> (Non Final Office Action)
200743 H30 H, HHEEOME, &7V —2%H
T LT TAAT 7V a ryBEELNI,
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ZDF T4 AT aryTlid, ¥9, PUBPAT #
HERLZZEDHEZ, [ MPALofEo ES Mz
B/R L7224 SCikZ b > C, & M ESHIlE%Z 5 BEs %
72ODEREMT E T 5720121, BHMRICX HAEE O
A TN TH Y, BFAT 3647 SRk D RE RIS
Lo ThENZTFNELL W] L LTRIFTWS,

ZDET, 806 HFFDOFELATIITIHINZb DD,
N3 FFFFDFATIIBIH SN2 o 72516 CREFEFF
5,166,065 5, LA [Williams | &9 ) #7225 1H L
C OGN HED < FBIE R O A& S % Fi i L 72,
2-3-1 Williams O#IE

Williams 1%, in vitro (23813 % <7 2 ES Ml DR53E
FHFECHET 5% TH Y, LIF (leukaemia inhibitory
factor) OHEMICE > T7 4 =¥ —ffgx b2 L
7 < ES Mg %2 R MLIRTEIHERF L TR 5 Kk
RAEEFTH D,

(D) US5,166,065 (Williams)

- FEH DR

[ In vitro propagation of embryonic stem cells ]

- Bk H

1992 4 11 A 24 H

S BERT L — A

1. A method for the isolation of embryonic stem

(ES) cells from mammalian embryos in vitro which
method comprises deriving and maintaining said
embryos in culture medium containing an effective
amount of recombinant leukaemia inhibitory factor
(LIF) for a time and under conditions sufficient for the
development of said ES cells.

2. The method according to claim 1 wherein the
culture medium is free of feeder cells.

(claim 3-11 24 1%)
2-3-2 Williams [C2WTDEEEDRE

HAE L, Willams I22WTH 74 AT 27 ¥ a v
TUTOREA ~NEDNT, 93 HFFFICHRL L b
ES 1%, Williams it %> ES Mg & 928 912 W —
ThbHELT, FHEROESMELR LKA TLT
Wb,

Williams O ZEREHIZ1%, 913 FrFF il S 7z o0k
FHikEFgEOFNE (Ldo (a)~(h) OFIE) 12X
A< A ESHlaoSEEESRIRE N, F2%8HO

Vol. 62 No. 8

- 37 -

ES Mg AL R &2 8 < % i DBl

A 2B, CoaE kA e N &GO iEE ES
MR~ CTE 2 2 LA SNTWE EIHEHLTY
%o
BOAE T

EHIC, BEEIEL CZOHEL->THHESNE <
Y X ESHNEAS, 913 4F#F b RIH 1 ~3ICHES
7eOEE R RE, @IERERMERER, ®4sfbig, @F
SALHERE & V) IR E FIHEZ A TV D LR L
720

REIE/ N

ZL T, #A&EIEX, Willlams 1213G%#EE ML, ©
SSEA (—), SSEA (+), AP (+) IZ2oWTig#k &
NTVWLRWERD- LT, Ihbide M ESHfifas4

B R 2 EHICHE v e L7z,

T2 ZOFT7AAT I Y arTiE RIBHEER
DFTREMIE (Wb w B [EGHINE ) 124 5 K E T
5,690,926 %5 (LLF [Hogan| &\ 9) 272125 L T,
SEERFIR LR 00, FERE L TH OIS TREM
faix, 913 HFFFIciR5 L M ESHILE — R LT (prima
facie) X T& W& LT, FME R OHEREZ GE
LTwWh,

Z D EG#INLIE, %O WARF IO KEIZB VT
B EIND LH12, BERKTH-T, oKD
fa#s 105 ORI AEZOBIF 2 HF 67z
DTHb, He-T, W ICM Hkd WARF ot
ESHilL (1212, OA&KRMEHEETH 5 2 & & WfEL)
i, 1) HRICBWTKRELLELLLDTH b,

2-4 WARF IC& 2fIEE - EREDRE

200745 H30 H, WARFIx, ¥ 74 A7 27 v av
W L CRREFEROHIES 23N LUK %217 - 72,
WARF &, [~ 7 A ESHIIZHEDZ 20 4F3 < Al
FEAZL SN TWBAS, FEZ, I EFBEDFEICE -
Tk b ESHIeEGEEL &9 &3 2 AI 20 i<
b7 TR EFITTWS] LT, & ESHN
EB LMLV CEZODRE R QD TR L7 B
T, b M ESHfEE, i) Bk i) ~—Ah—FBT
a7 74 NMIBWT~< Y A ESHlE EG il & 135
bl LT, FEEOBREA ~NIH L TROMD K
L7270
AT - XL T

9, v FESHifgo i) BEEIZOWT, [@OXK5
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ES Ml AR % 9 <" 2 iRt OBl

ALHMEFR ] ICBIM L, <~ 2 ESHINLIE 7 4 — 7 —
A7 { T LIF #HmINT ERSLIREZ MR T & %
A%, & M ESHlEORGACHERIZIE 7 4 — & —HMiffaas
VHTHY, LIFRMoOATIEGILLTLES S L
ZLTC, [®%FEpBSME] (CBEL, ~» 2 ESHila
WERBEADEDTEZ 57w, v b ESHlIIER
#ZEIZobL, MEEITF N uEr2EET LI L
ZFkL7,

20— =BT 7 74 VIZOWTIL, [®
SSEA (=), SSEA (+), AP (+) | |[CBH#L, <~
A ESHMif2iX SSEA (+) THhBZ L xFiEL 7,
BEAICK LT

A2, [Williams 1213, 913 4FFFICRLIR S M7= FIH (a)
~() 12X 2~y X ESHIIRO G EE S B2k S 1,
CONEER e MOEHTE 2 2 SRS TW
51 EwHBEAICH LTI, 9, Williams (21
FME (a) ~(h) OFIRIERWE L THES W25 K
LTWa, BEMZ, FAFFFIIE 2L, FEhf 1 oL
£ 2 (col.6 line 52 ~ col. 7 line 4) (2B W TCHFHLIZ ES
ML D SR Y M SN THWEDORTH L7720,
FAEEOREIIN#EY & b b,

Z L ¢, Williams i&, & b~O@EHREN: 28X T
WAIZEEY, FEBEICe FESHREZRRTALDOT
w2 e, Mz T, TOHREBEIIBNTY T AL
MOFEIZEE T 2 FEMETREEMEREZ 7 ) T TE Ldo
TG B E IR L 72,

EoZ &5, WARF 1L, Williams iZH < £ T
T4 —=F—HMilax b LR~ X ESHMIEE &K
SACIRRBIZHERE L TR T2 2 L 2 WO E L35
boOTHY, b b ESHINEKETZDDHEEIZOWT
AL EMAMN LR EHRD 2, Thtdbo>Tk b
ESHIlaZ 2 720 DM LT HI LI TE RW
LT, FBivk - AR E R OEAGE HE A AL T
bHrEETFERL

B, MiiE#ETIE, Hogan (ZBI/R X5 KM ik
DO EGHINBIZH T2 1) HROENZHEIITL L
ZHWELT, b ESHBROHRZ [@F KM
3k (derived from pre-implantation embryo) | & BIHE{L
TAHMIEERIT> T\ b,

HilEZ L—21
1. A replicating in vitro cell culture of human

embryonic stem cells derived from a pre-implantation

INT > b 2009
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embryo, the culture comprising cells which (i) are

capable of proliferation in in vitro culture for over one
year without the application of exogenous leukemia
inhibitory factor, (ii) maintain a karyotype in which
the chromosomes are euploid through prolonged
culture, (iii) maintain the potential to differentiate
to derivatives of endoderm, mesoderm, and ectoderm
tissues throughout the culture, and (iv) are inhibited
from differentiation when cultured on a fibroblast

feeder layer.

25 #7414 2ZX7% 3> (Rightof Appeal Notice)

2008 4£ 2 H 29 H, USPTO &, Williams {2 i & b
ESHllL % /38§ 57200 [HBR 2 IO BIAA |
237 <, Williams 12516 & L Co#@EE KL LT,
PN - AR E K OB 200 L, B0 AR
PEE L7,

C O HOREIE, WARF O F5E 2 £WHI2%
FTANTZEDERSTWDE, T4hbbH, Williams (2
it b ESHINLZ 4B L2 ERmE % <, & M ESH
NaD 5T 2 BN BB IE - nwZ &,
F 72, Williams H & AR5 E S 2240 © T,
FROF LTIk M ESHIfaZ 58T E v LR R T
WnHZE, 61T, ThETe b ESHileL 5 8EL X
) EFTLRANE L I3 NTIEM LT TE S L
7 &% 22 F, Willams 12 & b ESHIfso 0D 72012
HWEOEEZBENDLHDTH-T, INEHRATTYE
HA'e N ESHIEE2EET A Z LIIAMRETH L LD
WARF O £k %88 T\ 5,

WARF O FEED S b, FFICROTFL o725 DI,
10, Williams H & 25K EIF##F 5,166,065 5 (2 5L #
SN HETIE Y AU OH T ES Ml % T X
BWERBDTWALHETH- b5,

2-6 FEREAIL T (Appeal)

2008 4£ 7 H 18 H, PUBPAT Ml &, 4% 7 4 £ o ¥
Wi ARE LT, BHHANONIRE L TEIT - 720
2009 4E 5 H QW i CHRHFBIC L 2 HWHIERShTH
57, FHIEIRET LR TWVD,

9 H 18 HA T o BHAFEIC BT, PUBPAT fllig,
AT AR RO AR KO THWME] o
HWHIZBWTEKREIAZPLZEFELTWS, C
DL, [HENZEORAAR] 2OV TIE, H#E
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EHRZOHWLEZ BEICECEELTWSL ETEEL
Twb, §74bb, PUBPAT i, H%EEZETHNIP
WARIZ Williams D F:% &~ ES #0258 # ] §
BT LERMRDLTHAI L, #H L THRIGEITHE
FTREEMILLIF ORMOAER 7 4 — ¥ —Hilgof
W EOMONTZDDITHE L\, iEoT, HEHZXT
& 1E Williams OEIRIZ X - TH o AW 2 KT
DRAAZREDL > T M ESHINZ 7EET 22 L TE
HEFRLTVS,

3. BE
3-1 BETBRTOS#AEZRLLBRERIL— L
DH Y

PSR N AR LA T T, Williams DAHZ b 1
ik @ Hogan % & O EE O 516 L V2% kAT |
TW5AA, F4%iix [Williams ICHREN L <7
A ESHlao 5z e MC#EHT 52 EREST
Holzth, TLTHEHTAIEICL> THEBEICE
N ESHIIRZ 5 BET 52 DRSS TH o 72 hEmh] 12
R&sEHIZBbIhG,

Williams (2 BA/R & 5 508 7 (SR 1 o T2
2 : col.6 line 52 ~ col. 7 line 4) %, 806 4¥iF~7 L — A&
IDGHENE LIS THHIZE LDOTAL LT
DY) TH b,

F 4 Williams & 806 4F5F D ES 3Bt 5= DX

Williams 806 HF7T
(Example 1 Step 2) (ZL—2409)

(1) ezl o5 (a) WD 57 HE

(2) ICM Ha D55 (b) ICM il o> 55 H

. | (©) BEAFRRHESF MR BT o
(3) ICM SR DK ICM LSO T Bk

(d) ICM Hifasto 55k

(e) MatrHik7 4 — 5 —Hilz

(4) ICM M3 2 & FToau=—EE

BLL 7z ES il
a0 = — 2 R R

(f) MRRIERE & 8% Ml & b
12k Aao=—mEj)|

LCESHIEZE% (g A ENhiau=—n

ez 552 L C ES Mg
5

Williams @ 92 Jiti 51 1 T, ¥ # i & L T 1,000
units/ml LIF %701 L 72 15% FCS DMEM % flv»CT\»
BHo L L7%&AS, Willams X, FOWHMEORLE.S
DIZBWT, LIF2 74— =MoL LTHw
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Murine blastocysts were isolated from 129 Sv He
mice at day 4 of development (day 1 = day of plug)
into either Dulbecco’ s or Glasgows modified Eagle's
medium with 15% (v/v) foetal calf serum, 0.1 mM.
beta.-mercaptoethanol and 1,000 units/ml of purified rE-
HLIF. ES cell lines were then isolated by two different
methodologies.

In the first method the blastocysts were allowed to
attach to the culture dish and approximately 7 days later
the outgrowing inner cell mass picked, trypsinised and
transfered to another culture dish in the same culture
media. ES cell colonies appeared 2-3 weeks later with
between 5-7 individual colonies arising from each
explanted inner cell mass. The ES cell lines were then
expanded for further analysis.

The second method for isolation of ES cell lines used
the immunosurgery technique (described in Martin,
G. R. (1981) Proc. Natl. Acad. Sci. USA 78:7634-7638)
where the trophectoderm cells are destroyed using anti-
mouse antibodies prior to explanting the inner cell mass.

(5) “Strategies for the isolation and characterization of
bovine embryonic stem cells.” Reprod Fertil Dev. 1994 ;
6 (5) : 569-75
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