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FIZILHREFR AR IR (79. 3%) = T I A M L2 L SCs 11 37 2 LR/ 72 41 (69. 220) A 22 7R 3% (P>0. 05) ; # ik
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ZSRNWE R R E A0 E AL THFE E Jy 2X10" mL "E R4 G JLE AL SCs i35 Z AL B IRl Fixd B4l . (45
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Abstract :[Objective] In order to study the effect of bovine fetal SCs feeder layer on the development of
bovine zygotes in vitro. [Method) 5—7 months bovine fetal testiculus from slaughter house was collected,
bovine fetal SCs feeder layer was made by primary culture and sub-culture, then co-cultured with bovine
IVF zygotes and the developing results was of zygotes compared;sub-cultured SCs was inoculated in 2 X10*
mL ™" and 4 X10* mL™",to carry out co-culture with bovine in vitro fertilized (IVF) zygotes,and made con-
trol group with no fetal bovine SCs feeder layer in the media,to study the effect of bovine fetal SCs feeder
layer at different phase on the development of bovine zygotes in vitro. [Result] The results showed that:

when IVF zygotes co-cultured with sub-cultured bovine fetal SCs (sub-culture group) in vitro ,the cleavage
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rate of zygotes (79.3%) was higher than those co-cultured with primary cultured SCs feeder layer (prima-
ry group) (69.2 %).,but there was no significant difference (P>>0. 05);the blastocyst development rate
(41.3%) was significantly higher than primary passage group (16.7%) (P<C0.01). Cleavage rate of zy-
gotes co-cultured with SCs feeder layer which inoculated in 4X10" mL ! was higher than that of in 210"
mL ', but there was no sifnificant differentce with that of in 2X10* mLL "', but as the lasting of the cultiva-

tion,the embryo development rate of zygotes co-cultured with SCs feeder layer which inoculated in 2<X10*

1 1

mL ! was sifnificantly different,lower than that in 2>X10* mL ! and control groups. [Conclusions) The fe-
tal bovine SCs feeder layer made by sub-culturing cells can efficiently promote the in vitro development of

bovine IVF zygotes,and increase the blastula developing rate;too high concentration of sub-culturing SCs

feeder layer will effect the development of co-cultured bovine IVF zygotes obviously.
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1.1.1 Z2ZRXAH5NE  HAE4E M (NBS).,

DMEM (@& 8 2 HyClone 23 8] 77 & s 48 LVE F & A
(BSA) % (Heparin) | 75 i BR 41 . 12 J2 B IV (Colla-

genase) | JEE [ (Trypsin) . EDTA-Na, .NAA (JE
WA FETR) EAAFE A FE R 4 3L [F Sigma
oA . 8] B 25 B U B B AR Olympus 23 A
A7 s R AR e G S 2R v A H) AR

11,2 #AF& GO BN ARG FR W R - M199 1
FEW A RFU 8L 10 % 4R BRIV +0. 055 g/ L PN i iz
40,075 g/L # % & (Penicillin G) +0. 050 g/L
B 7 & (Streptomycin) + AR/ %% 10% NBS; ¥ 1
RBEW N : BO B IR +20 g/ BSA+20 pg/L JF
XKW N :BO W +6 g/LBSA+20 pg/L JIFE;
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RBUT B 200 EAA; 4 iR LS L SCs K5 R MM -
DMEM (i ) + R FL53 £ 10 0 NBS+0. 075 g/L #
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IR OLcp L E A UL R R TR A 58 A AR
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mulus-oocyte complexes, COCs), ¥ COCs 7E i *F
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AF 1 mL 1 7 51 BE 20 A a5 3R W B AR 35
mm B 555 R Mo, B F38.5 CoR B % 5%
CO, L FNRLE Z5F T ARG IR 24 h, BRERIRAT #
B 241 i S A 8 43 O B, B 1~ 2 J2 B B, 7E fF
5 2 h DL B 2R e 3 A BB A 1 mL 2K
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B0 T, 2 000 r/min B0 5 min, 7 _FIE W @A
FHRDEWAR . FH P 8 3K B VR T R TR A
T RS T B R (2~5) X10° mL ',

1.2.3 F4 TR AP Fmbegtmd (hite
M) W1 mL ERBREEENRETER.ET 24

LR 1 ADIEFR AL B 25~35 FOizh 4 On &
AR TERS . BT 38.5 C MM A%E 5%
CO, AW BE 25 F R 3557 10 h,
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SWLWEEIMTG fFE I 85 a%, fmA 1 g/L K5
fitg IV - 23 T Ak 15 min, H [ HR % 00K . 500 r/min
B0 5 min, F FIFEWLILE P ANA 2.5 /L JREH
fif+0.2 g/L EDTA 4k 1k, iR T iH 4k 15 min,
TSR R A R A4 %0 10 % NBS ) DMEM G B#)
2R Ak, I FL AR 200 pm J@ JE UE R 5 9E . 1 500
r/ming.0> 5 min, F _FIE W TLEE N A DMEM (i
B JR R B %5 B2 6. 0 X 10" mL 'L 4 Fh T 24 fL
Ko, F 38.5 °C ARR 4 500 CO, A AN
KM TFHEFES h,
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AN G R 72 b b T XA A B R AR A G L SR
SCs, W 5 55 32 W, JF H D-PBS #h5E 3 U, A TH 4k
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Table 1

DMEM G i) & 1k w4k, 1 500 r/min &> 5 min,
35 B WL TTVE T A DMEM (i) 8 4% 20 fitg 25 i
A3k 2X 10" Fil 410" mL AT 24 FLEEFE MR
LT 38.5 C VKRR B 5% CO, i FIE RE 58 F
B35 h,

1.2.5 R sbx i 5 4 86 )L SCs 4 5 & 84
£33 (DIEARFERFIRILEAL SCs )2 54
PRSI ZKE 1 25 55 . 43 DK TR AR 2R iR L S8 L SCs
T 35 2 AR B B R 210" mL ' A AR I LS L
SCs 1R 37 2R SMESE 5 h J5 , H SOF K3 il Bk
3K Ve IR T SCs [H] 11 | 1 oA U BE (1% A= 58 41 i, 4%
JE A 500 pL SOF Bi g2l # A - SZ K 00, He bk 57 7
d. A 48 h PB4l 1 R A4 Z G I I & B 150
K SCs RGN . BAKKESR 8 K.

(2) [ A0 % B A AR AR iR J L2 AL SCs 10 37 )2
A Z MRy LR 5%, 2X 10" A1 4 X 10" mL~' A
PERRE B AR 2 iR L SCs 1Al 3% 2 5 4R 1R 41 32 K R
HepEF R R 1. 2.5, LB gk b o4 B L
S2L SCs TR FRZE AT IR . HAlR EE 8 k.
1.2.6 ##EA®E 54 W51 SPSS
for Windows 13. 0 #3175+ 047

2 HR5H

FRILER SCsAFENHEER

e 1 2. 4D Ry 7 kRSN FR 5 h 3RS

JEARAE IR ILEE AL SCs SR E . I 1. 2. 42D

Tk AN 72 h R AR AR IR L SE AL SCs, FE K

HhEEFR 5 h JE RIS A G L2 L SCs 37 2

2.2 BERMERFRILEAR SCs AFE S F KI5

ZIEMEEFNER

JEACAE A A i L %2 L SCs 1 3% 2 5 4 ik 41

ZHRTIPSE R R AR AR 1,

2.1
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Results of primary passage and secondary passage fetal bovine SCs feeder layer

co-cultured with IVF zygotes in bovine

4531 32K 50 KL IECE Y HIERE R/ %
Groups No. of zygotes Cleavage rate Blastocyst development rate
ARG L2 AL SCs 1 3% 2 4L 1 3 40
. . iy 120 69.2 a 16.7 A
Co-culture of the primary passage SCs feeder layer
£ f 1 o 3 FE 2 2 A b 2 4
B A JLSE JL SCs 1R 37 2 JL Rr 37 41 121 79.3 a 11.3 B

Co-culture of the secondary passage SCs feeder layer

T« [ 5 BUR JE b A [ RS 5 6 3 %R

SR (P<<0. 0D WA R/NG P KR Z 7 A B35 (P>0.05) . TR,

Note: Numbers in same column signed by different capital letters show significant difference (P<Z0. 01) , Numbers in same column signed by

same small letter show no difference(P=>0. 05). The following table is same.
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MR 1 AAL JEAC R AR iR LS AL SCs 1) 37 )2
AR AN Z NG BN AL B SR 2GRN R E F A
(P>>0.05) , BEN K F 22 Rl i 3 (P<<0.01),

2.3 AEEMZEEARFBILELLSCsAFES
AR ERNER
NI Fp o AL AR IR LS L SCs M R 2 5

ARG RS R UL 2, Rk 2 AT, X i
ZH.2X10" A1 4X 10" mL LA ARG L % L SCs 17
FRELEE AN Z I AR5 R 710 1%,
76. 7% 80.0% , 22 R R FEH (P>0.05) s WML H
Rk 26, 3% .39, 5% F1 16. 0%, 22 F bR W &
(P<<0.01),

R2 TREMZEERFBILEZEASCARESFENZHBPRERNER

Table 2 Results of IVF zygotes co-cultured with fetal bovine SCs feeder layer of different density in bovine

2157 A I IR/ % HREH R/ N
Groups No. of oocytes Cleavage rate Blastocyst development rate
f B84 Control Group 71.1 a 26.3 Bb
2X10" mL~ "4 Jif JLS2 AL SCs 1] 3% 2 M b 5 41 76.7 a 395 Aa
Co-culture of 2X10* SCs /mL ’ :
4X10* mL- A4 ig JLEE AL SCs 1 37 2 4L 1 = 4 80.0 a 16.0 Ce

Co-culture of 4X10* SCs /mL

T « [ 5 B 5 n A [ /ING 5 B 3 7R 22 5 4 25 (P<<0. 05)

Note: Numbers in same column signed by different small letters show different (P<C0.05).
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IGF- | 2K % 11 (laminin) | [V 8% 8 4% £
P2 (1 B AR TR ik S 2 1 S A KR B o IR
ARG & 7 BELT L 42 E IR IR A A K T I 2 v 4 IR
M. S 4h, BRIAFFE B UESE, SCs HA e #
EADY R 5 HIL R R IR IG e B At ) . T RE &
Ul /D ML B g5 SN REAIR S HE S SR IR G & &
BEL A% 138 7
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ZAF ARG LS L SCs i A K il £k mr 0, JEAR 2R iR
JL SCs MAARSMEEFREE 3 RIF IR 3 AR BUE KL 28
5 KR 3¢ 2 FF 4R T A, B JEAR 4R i JL 52 4L SCs £
HNREFRRT 3 d B RS L SCs Bt B /b . 11 325 09 M
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20 0 PR 9k I AR 1 S2 R OB R B VR T RS s 2 A
b1 55 08 AR 35 2 LU o 43 0 1 200 B DR e 2 38
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B ARG LS L SCs Y27 %% B
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FHAE A8 2R i L %2 L SCs 1Yy 3 Fh %5 B2 Sk 4 X 10°
mL ' A iR LS L SCs 171372 5 4 320K P R o1 A 35
FRiy IR RREE 2 K 43 240G B0 BT . B 3R B IR 0 4k
L. kENR LIRS AR FWRET)
FEAG . R & B OUAR 22 . X AT RE AL 4R R JL 52
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JIf K B A B — 7 002 HE AR L H R B 2R R A 4k
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REA RUE E AR Z R DR I IR AP K

(&% xwt]

[1] Lu R Z,Matsuyama S, Nishihara M, et al. Developmental ex-
pression of activin/inhibin beta A,beta B,and alpha subunits,
and activin receptor-1IB genes in preimplantation mouse em-
bryos [J]. Biology of Reproduction,1993,49:1163-1169.

[2] Dardik A,Schultz R M. Blastocoel expansion in the preimplan-
tation mouse embryo: stimulatory effect of TGF-alpha and
EGF [J7. Development,1991,113(3):919-930.

[3] B4 BB R EIML Jb st o B RO ik, 2003 : 49,
Zhao X X. Theriogenology [ M ]. Beijing: Chinese Agriculture
Publishing Company,2003:49. (in Chinese)

(T#% 33 )



