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Tablel Theeffect of L IF and IGF on bovine enbryos grow th and cloning of enbryonic stem cell
5d
N umber of A ttached .KN /h I(‘lta\/ldianeé:nof = = : /
ooz bnes SN abnooiurer BBl mines Mo
Contrast group 12 8(66 7) 120 144 218+ 15 2(33 3) 2
o group 12 10(83 3) 9% 120 325+ 16 3(50 0) 4
E group 12 10(83 3) 120 144 256+ 13 3(50 0) 5
o+ LIE aroup 12 12(100) 9% 120 368t 18 6(75) 6
Note The number in bracket are percentage, the follow ing tables are the sane as this
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Table 2 The effect of digestant concentration and digestion time on efficiency of Bovine ES cell cloning
/ fin M/ a ES ES
Diges Tempera- D igestion N unber of Scatter of ES clone
: produed Passage of
tant ture time Iav oM by IOM ES cell
1 37 2 1 Small mass of cell 8 10 4
4 1 2 10 2 10 cell population 2 3 2
6 1 Single cell 0 0
2 37 2 1 M iddlemass of cell 6 9 4
4 1 Small mass of cell 10 15 5
6 1 2 10 2 10 cell population 2 3 1
3 37 2 1 Big mass of cell 3 6 3
4 1 M iddlemass of cell 6 9 4
6 1 Snall mass of cell 10 15 6
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Table 3 The effect of bovine quality on clone of ES cells
oM / oM ES
Type of Embryos for A tttachment Embryosproducing Shape of :
enbryos experiment enbryos IC™M Iav Embryg; pég?lducmg
Excellence 6 6(100) 6(100) M ass 5(83 3)
N icer 6 4(66 6) 4(66 6) Strip, netlike 2(33 3
Poor 6 2(33 3) 1(16 6) Scatter shape 0(0)
3 y ) ’
Iavi Iavi ES
) Iav ) ES 24
; Icm TQV 199, DM BV ( L4 5 g/l )
, , ES DMEM (  ,10gA )3
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Table 4 The effect of culturemedium on clone seperation of Bovine andM urine ES cell
Iavi ES
/ / Embryosproducing ES cell
Culture  Embryosfor Embryos
’ : A ttachment ;
medium experiment anbryos prolccilldlzl:mg 1 2 3 4 5 6
TCM 199 46 32 24 10 0 0
DM EM (H) 48 44 40 15 4 0
DM BM (L) 44 42 36 34 24 18 14 10 7
4 ,  TQM 199 , ( (316+ 18) um), 96 h,
: Icv : ((110 Icm Iom ( 120
+ 12) tm), 120 h Iom : h), Iom , ES
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, M , oV
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Table 5 The effect of quality of new bovine serum on grow th of murine enbryos and ES cells seperation
/ 24h /  48h /  72h > B
Growp nmber forzenour . for3nowr . for72howr . EMbryosproducng
1 48 45(93 7) 48(100) 0 0
50 43(86 0) 45(95 0) 50(100) 4(8 0)
43 26(6Q 1) 35(81 3) 39(90 0) 8(18 6)
24 h 85% ES
. ES .
ES ES , NBS
, 15%
, ICM ES
6 Iavi ES
Table 6 The effect of concentration of nev bovine serum on grow th of murine enbryos and ES cells seperation
/% Iov / ES /
NBS Embryos for experiment A ttachment enbryos Embryosproducing ICM  Embryosproducing ES cell
5 14 6(42 8) 6(42 8) 0(0)
10 12 8(66 6) 8(66 6) 2(16 6)
15 11 8(72 7) 8(72 7) 4(36 4)
20 14 10(71 4) 10(71 4) 6(42 5)
26 ES ,
AV EF ( ) BTF( , 50%
)2 : Icm 60%, 20% ,
ES A EF ES
, 72 h
108 144 h BTF 3
96 h , 120 31
158 h : M EF Strojek™ DM BM :
Iavi BTF 10% 10%
, PMEF Iov Q 04% Q 1mmold B
Iavi ,BTF PMEF : (o] ES Booth!*
168h 156 h AV EF Iav ES , DM EM 10
BTF BTF pg/mL 10mg/mL hL IF, ES
ES 2 ES ES ,
,BTF 1 000 ng/mL hL IF, Q 1%
10 mg/mL Q 1mmold B
27 ES DM EM + 15% NBS+ Q 1
Iav mmolA B + 0 1 umolA NaSes
) ES AV EF 5 ES )
ES , , 1 000 ng/mL L IF, ES
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T he influence of supplement and digestant on isolation and clone of
bovine and murine anbryonic stem like cells
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2 College & A gronany, Zhanjiang Ocean U niversity, Zhanjiang, Guangdong 542000, China)

Abstract: The effect of nav bovine serum, feeders, culture medium, additives and digestive juice on
efficiency of isolation and clone of bovine enbryonic stem cells (ESC) w as studied through bovine enbryos
and murine enbryos T he results show ed: First, the high efficiency of isolation and clone of bovine ES cell
w as obtained by supplementingw ith 15% super NBS (the ration of mouse enbryo hatched are more than
86% w ithin 24 h culture). Second, the ration of bovine ES colonies cultured in DM BV (low glucose) were
more than those cultured in DM EM (high glucose) and TOM 192 Third, super Bovine enbryos fomed
mass IOM , the efficiency of ES cell clone-derived mass ICM w as higher than that of stream IOM and net
IOM derived nomal enbryos Forth, the ration of clone of bovine ES cell was highest in DM BM  (low
glumse) culture medium supplemented with 15% NBS, @ 1 pmoLA NaSes Q0 1 moL A B
mercaptoethanol (Signa), 1 000 ng/mL L IF and 10 ng/mL IGF. L ast,when IOM or ES cell coloniesw ere
treated w ith Q 05% trypsin and Q 01% EDTA for long period (6min), the efficiency of clone of bovine ES
cell was highest in this research
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