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rat cardiomyocyte conditioned medium

GUOQO Zhi-lin''* ,WANG Xin-Zhuang? ,ZHANG Yong' ,WANG Mu??,
WANG Yi-Min?, HU Wen-Ju'*?

(1 College of Animal Science and Technology , Northwest A & F University ,Yangling ,Shaanxi 712100,China;
2 The Research Center of Cattle Engineering Technology in He 'nan,Zhengzhou, He’ nan 450003, China;

3 The College of Animal Science and Veterinary,He’nan Agricultural University ,Zhengzhou ,He'nan 450002,China)

Abstract: Effect on isolation and culture of rabbit embryonic stem (ES) cells with rat cardiomyocyte condi-
tioned medium was studied. Results showed that isolated rabbit ES-like cells clusters cultured by SD rat cardio-
myocyte conditioned medium were island-like;alkaline phosphatase staining of rabbit ES-like cell was strongly posi-
tive; rabbit ES-like cells could become embryonic bodies-like structures in vitro,and embryonic bodies which stuck
to plates could be differentiated into epithelial-like cells or scattered single cell;rabbit ES cells cluster were identical
island-like image and grew coincidently by culture after routin freeze; karyotype analysis of the 5th passage rabbit
ES cells was researched,and the karyotype normal rate was over 75%. The essay showed SD rat cardiomyocyte
conditioned medium can be used to isolation and culture of rabbit ES-like cell.
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KT AEERSNERMBT AL, FRE LMY
mptY, HFESCRAA2EH. BRS5ERT
BEA MK IEEAMEES E3WHARS M2
BEET —EHR. AIAREFHERNDY . EHAE
A, R R E M4 Mok R B R A, W AR
FHARESRTHEARNEROBERBESE ", H
HLESCHBR—-HERER, S EHAEREHK
B FX MRS HEEsEEY ESC &,

HARROHRIE T ESC RHRE B 11X
RFILMERSA, HMbs ESCREFELR
REGXATRESH ESC AR ARA X, BIR
ARBEUNRESCERIENSE HRAGBY#
ESCHEBAFE., MAME . Graves FVH BT
T%—#% ESC &;DU Z* i & ESC &% B
AR E Z A ; Luc %V B4R ESC B 2h I 4E & B &
&1k, B4 ESC # R R, EHrf ESC 5ok,
HTIREARESCHERAER BEHBRR
RZ,AXZRFEFTTARONARESE KRB R
ESC BB R M, LII5E# 4% ESC 95
BREAR HRESC ENETRItS %,
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1.1 RBHE

1.1.1 #&®%¥% HEAKER AWHEELEINY
A OREE FR 2.5 kg LU E,f8B;SD KR
WEAERREZRIIY P ORA.

1.1.2 &&H PMSG(TEHBEHBARAF
A48 040604) , HCG (MU M T s &5 B T 4
7=, 415 :030210) , DMEM 3§ 3% W (98, XN B R
#,GIBCO ARl =&, #t 2. 10566-016),2. 5 g/L
BER§-0. 4 g/L EDTA RAMW(GIBCO AR =&, #t
5. 25200-072) , 4 X E E C(Mitomycine, Sigma 2
A7 5. 0403) , B = Bs 4 i 18 ¢ FCS, AT D
FEEY AR A, H#5.040203), 3 OB & 1 E
(Hyclone A a7 & . #t 5 : CH30160. 03), AEHH
i 5% W % B F (LIF, CYTOLAB 2 8 = &. #t
5 :300-05) A (AL X LY /A E ™= & L5 . 0304),
B-3i # Z B (B-ME, AMRESCO 2 7] &, it
5:311855), R ESC ¥ W H K DMEM+ (A
S I5% R4 MiE+0. 1 mmol/L B3k Z 8+
0.1 mmol/L IEMNHEFEEM+1 000 U/ml LIF+
100 U/mLEBEEZ 100 U/mLBEE. KAELN
MEAGERERNESEYHNES " REN T .

1.2 REROKNEIER

EEAEMBEER O R, NLAEH
PMSG 100 U/H,48 h FMB R EH O . ¥R WAiE
RUBHBREARAE. ARLER. XRFER
Bkt g HCG 100 U/H,96 h FERN T E ik %
B, shBRE A E Ca®* \Mg™" B9 PBSH KB 8 5Y
FCS, M&a 57T DMEM + & B2 % 10%
FCS 7 853 %R :37 C KB H 5% CO,,
WHBE.
1.3 R ESCHAKBENH&E

B R 14 d WRIER 12 d MR, £ k.
VO R B e, 5 AR T 884 BYBE K Ca®'  Mg®' By
PBS ¥, F 2.5 g/L iR —0. 4 g/1. EDTA 4
b3 fLER 100 pm WL, FIEFR M PR, &L
KB 1~5 B LR A 4 mMiE Rz, Hal
PLO.01 g/L 2 WM E C b3 1 h.HH 2.5 g/L B
B—0.4g/1. EDTA i§4k,1 000 r/min B.L> 5 min,
FEERE.AIXI0 ml ' HEEMT 1 g/L WE
7K % W A B S A AL SR AR L £R A
1.4 ®REROSE

Keay wBHERA S /L EABKER1~2
min, EHEEAR> ERHF CEABRETAN
FRMBEEHEERBREVF . FHRABERI/NEH
BN 40 L ] A B RN O UIBR I IR R AR, Bk
WA MLE . B 0 ESC S F M M LIE e i, 37
TP S%CO, MMBERGFTHEF. GAN
#2307 ICM I8 K ICM 7% 44 BLA9 it ] .
L5 ®ICMEENSLE

HRICM £% U S W5 RER, X T
SE. EAABRET ARANHMNERER
ICMYI T %A PBS Rk 2 K. BRRALEN
HAOWMM 2.5 ¢/L BN —0. 4 g/LEDTA KL
R CO, $ERMPIEAH 5~8 min, HF — XK
Aam#EEREBEOOZNT ICM ARAMNEKE,
BRI PR BT B R 3~4 IR/ BR K B BUR
0 0 P9 5 0 AT A A4 3 12 L 8 A P K
g EHNE.B2dFH 1 KERHE.
1.6 ®ESCEENIBRIMGRER

SEUR KSR ICM 8k EE3E 9% 3~7 d, RSt B
ESC#%ic A F.. AREEEBH ICM # &kt F
#TFNE ERE.EFERTRARR L HKH A
B9 ESC £%iCH F. R BT 00 8 R AR
18 2% ESC, M itk 7.
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1.7 ®RESCH¥E
.71 HARNE HEHEDHETHER ICMA
ESC WA Fxt ES M THRaO 6, MEHLE
1.7.2 Wmnsisss(AKP)# & % ESCHAZEM
AMAN L EPHEE.PBS %Xk, T4, MAFR
4| NBT(0. 35 g/L)/BCIP(0, 18 g/L)IE fM#,37 C
B IESNE 30 min, EBFRKBKER, BMETMWE.
1.7.3 #A S BESREKERMSKR ESC.H
0.2 mg/L KM EALATE 1.5 h, % K, S5 TH#.Gi-
emsa Juefa BT MERA . EXF 4 K.
1.7.4 kstoieht h 5% R ESCEEZHLN
N EERRAE 1 g/ L BRI S K ¥ VR AL BB A9 F I A 3%
.8 HIRIE 3~4 K, EFBAREM LIF # ESC
R
1.8 @ ESCHIAEXSRAE

B W8 DMEM+ & 814 8 20% FCS+
KFR4 % 20% DMSO, BRI k% ESC,1 000
r/min B.L 5 min, F L EHB. MAREHERIPBRER,
AR H0.6~1.0)X10" mL""/V, Ll EF
ImLAEFEEEACEH2hE . BTREES

H1 D3FERER100)
Fig. 1 Rabbit embryo after dissect ( X 100)

B3 RSG5 ESC £ (X100)
Fig.3 Rabbit ES cells cluster after passage

HEE 30 min, RABBIRT. B %K ESC#E
VCHATHRER RER I FERTERBRESR,
LA 1000 r/min B> 5 min [ B EE, RE B DMSO,
AT SR, Bl mL 4R A0 10 pll ]
g/LEMEEMEHR20.1 g, BEM —=50.6 ¢, |
fbgh 0. 81 g, ZKMBAK 100 mL), BS54, 88 10
min, WEBE AWK E T WE HEHRTE S .

UERBHT RN FMGERBRREAR
ESC & xt B4,

2 HRS5HW

2.1 %RESHMBHSNE

ZhE 96 hNERNRTEHEHEERT, BHHLF
—EHEMBRERE, ARENE -BRENBEE,
P4 B R AR X 8/ . R BB BE X LA 7E SR AR BG BT
HHMMEAREE EREERK(RERN 10%) . /DR
FERG 4T AR A 32 2 LG BB B AW &
RO HRRAEMREFRER. REERZEL
BEZRERT I RILRAEARARE L, 7~8
dEA AV IR ICM G 8, ICM R & 3 45 K
(8.8%), i HLWGRE /54 K AE ¥ 218 .
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B2 WBisE48 h &R ICM &% (X100
Fig. 2 Rabbit ICM cluster attached after 48 h

SRR 2R (B DL, ICM W TE 48 h I
BEHE AR BE B R B MR T W R AR L 5 60%,
RERYEE 48 hICM BEEREREREE
%M )RR R 2). FIBEEN AL LS
ES 45 7 82 /1, 5 0 A2 4 00 5 48 7% . 291 0 B o (P
3). FBEEEMALERE, S 1,2.3 {44 ESC R
WAL 4 RIF IR M3 75 SR W 5 6
BUEE%. % 2.3 {tf ESC 2R HREBRKS,
90 % B I A 4 L LA ESC B SR RIE A5 , 7 JB K ) 5
SR T AT EAR 35 R A K AT 8 — 3
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2.2 RROMBBFHIZREN K ESC 48 .1

FU RO M

EZ1RH, KRLOUBREGEFRA SR ICM
WHEER N 590, B E® T X H4A(P<0.05), WA
ESCHBEEAB M KR OMKGHEREHAR
ESC £ H B B A R A2 4L5 24 b, T xd B4 (ESC
B 10 pg/mL BB )T 48 h KL L, T
B RO LA B &4 58 S 4 % ESC i g5 R
RAOBMBARGERD.

21 FEESCHENEIR ICMBBRREM ESC

BEERBOEER
Table 1 Effect on rate of attaching ICM and

maximum number of passages of rabbit ES

cells with different ES cells media

FRE ICMEEE/% BEERK
Embryos Rate of Maximum number
number  attaching ICM of passages

s
Group

KRLRAREHE 32
Rat cardiomyocyte
conditioned medium

x§ B R 28

Control group

W RS HAM LR BEF(P<0.05),

Note: * indicates significant difference( P<{0. 05) between con-

59" (19/32) 6

25 (7/28)

trol groups and testing groups.

2.3 RESCHISEHR

R ESCHRBRE/NRAE BHELE. A1 8L
M, RESCHRE-BBHMMGIER . ZRK
Rk . 1,3 f15 {R4% ESC £3%,AKP a3 23 M
. X585 A ESCHEEMILERE, ¢ MEAN
R R IERRSFR 78%,81%,76 071 85% ,
Bh oY%, —HBRBRERERT 75%,3 MHEA
H XY B, 1A KR XX R, B ESC /MR & 5~
10d BRERBERLBEE BXTEEH BEE
FRERN, KEEREATMERBARAN . HE
M FEER M.
3 3w #®
3.1 EAEAXEX ESCHRERNRAEM

REMEARREN ESCHYEMEFAEERER
MEEw. WEIS B R/, LB ERK, B
RART2EE. FHAHRE AP 16~22 Al
MBHEES S ESCHBI R ARKEFE LY,
ZABRHI R R ERD S HB) %R ESC,X8H 4 H
BT £ ESC 1) 4 B #1 % . Piedrahita %

74 B 3% ESC i, XF 55 BE BG BUET 4k 43 . MEF .STO
1 Buffalo X B4 (Buffalo rat liver, BRL) & {4

BEESBITTHR.SREAE ESC R#E STO 4
MEARELME. KRBT R ESCERES
HAMIEREM MEF ERMBETH. SRR AR
ESCHERBMAEMMWEARZE LELIMELK, &
MEF R E LM EAGHELK , RAE S E B
#: ESC 8}, AR 514 ESC EXRWHAXRBEMELRE.
3.2 HREAXN ESCHRMERMOER
TE# AT ESC At M By X A&
EwE ESC M BBUR. €T EMREEFRE,ICM
MRRAHSEFENES A Y, Y F
BHEEORAERRE KA FEEHE TARBM
E.HICM MRS RFREEEME A BEZ RS
gt kETORNE. MNABBEEATHE.FH
ERFBRPTUINE, MERREHTREALNE R
BEMBE AREL,ICM BN EEFEDES
K, FUUBEAE, BT AL MLh g, &iXREH
EHMHEAERREKRREMR 2 BH, S
RIS, B EWE T ICM BRER i T ICM &
WA TRESCHER. X—-FREHRRES
MBFRE R —3.
3.3 MEENESCHMERYRHER
SEMEFELERE ESCIEERAEKAMERFL
HMEREHNXBEE, RO EEREIE PR
N ERAEKARME LN BRI,
AmERE AR E MY, AR EEHEETD
Wmimo.ol g/LERB R, S RAH ICM 4 15 %
B, R E, T REFEHR ESCEBS.F
MBERERREA —ERIEHD., AWML r@E,
AR I8 UL /DN B RA £ 4 40 R 3% 24 S 43 1k 4
YR FEIR AR EPERMT 1 000 U/ml LIF,
B8 T8t % 4 ESC ML R . B T8
RAWER, FEBHWESCUEEIRRELT,
HEZ T, KECULAE RS FBREHA T ICM B
UGEE, MR T ESCHERBN. BREATEZE 6 1R,
Meng S U KB DML A SIS RBAIERE, KA
¥ 0 78 o 7 AW BN ARG TR, R8T
BEHNBERERE. Ancey BUHIREH, FAEH
BACUAKAT LA 4 W LIF,IL-6 #1 1L-11 % £ &b
HMWERF. LIF f— BRI KRR gploo(Xmy
LIFRB) , 55— 1~ & gpl130, gpl30 Z KX} 11.-6 F K
REFERRZERN, STURBEXLHARAN T2
BRI XN, A TR ELCNAESEFRD
LIF.IL-6 1 IL-11 R H— L ESENFENHE
M F. 78 ESC 4 B 3% 35 i 2B b 3t [ 4 L M i 48
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