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Single Colony Preparation and Amplification Culture of Fetal Fibroblast and Mammary Gland Epithelial Cell of Human Lactoferrin
Transgene from Goat
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Abstract
culture. [ Method ] Fetal fibroblasts and mammary gland epithelial cells of single goat fetus of pBLM-C, which specifically expressed human

(College of Animal Science and Technology, Henan University of Science and Technology, Luoyang, Henan
[ Objective ] The aim was to explore technical system of making single transgenic positive cells become colony cells by amplification

lactoferrin were cloned. Single cell colony of single transfection cell was prepared with 3 concentrations of 0, 50% and 100% conditioned cul-
ture media. Transfection cell and non-transfection cell were carried out amplification culture by con-culture, neo gene was as screened gene,
genome DNA of transfection cell was detected by PCR method. Chromosome karyotype analysis of single colony cell was tested. [ Result] Com-
pared with non-conditioned culture medium, 100% conditioned culture medium could greatly increase survived rate of single colony cells.
Compared with control, con-culture of transfection cell and non-transfection cell could greatly increase rate of transfection cell single colony af-
ter amplification culture (FF: 53.33% vs. 10.00% ;MGE: 33.33% vs.6.67% ), confluence time of amplification culture was significantly
decreased (20 —30 d). The result of PCR showed that the colony cell obtained by above method contained ALF target gene. The result of kary-
otype analysis showed that most cloned cell chromosomes were normal. [ Conclusion] The study provides a reliable method for separating trans-

genic cell, inserting and diagnosing ideal vector, and can save expense and time for transgenic animal production.
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Table 1 Effect of conditioned culture medium on colony growth of transgenic cell

22 Y TR AR SRR /% HRILEL /A I SERERL FEIE FEREA /) %o
Cell types Concentration of conditioned culture medium  Number of inoculation hole =~ Number of survived colonies Rate of survived colonies
AT A2 g 0 27 1 3.70 a
Fetal fibroblast 50 28 3 10.71 ab

100 28 6 21.43 b
FLIR bR An 0 24 0 0a
MGEC 50 23 1 4.35 ab

100 22 3 13.64 ab

T [AIFIAR] T BER IR 225035 0. 05 B2 7K (P <0.05) s 7715 SERERCH 20 d b (8 A 45208 7 TG SE R = 1A se el e FLEL
Note ; Different letters in the same column indicate significant difference at 0. 05 level ; The number of survived colonies is the investigation results after 20

days; Rate of survived colonies = number of survived colonies/ number of inoculation hole.
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Fig.1 Effect of conditioned culture medium on colony growth of
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Table 2 Effect of co-culture on amplification culture of single transgenic cell

e I PR/ 7L 5 RS F /] % LA /d
Cell type Culture method Number of samples Amplification culture colony rate Confluence time
N JLIRET 4RI FF IR 30 53.33(16/30) A 18 ~21

X HRZH 30 10.00(3/30)B 40 ~49
FLIR 1 K 4 MGEC Biga S| 30 33.33(10/30) A 20 ~22

Xt IR 30 6.67(2/30)B 42 ~49

1 FFR R OR 22 535 0. 01 2K F-(P <0.01)

Note: Different letters in the same column indicate extremely significant difference at 0.01 level.
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B389 AR YL b B ARk

Note:M. DNA control; 1. hLF ¢DNA; 2 - 3. Fetal fibroblast strain

with transfection; 4 — 5. Mammary gland epithelial cell strain
with transfection; 6 —7. Fetal fibroblast strain with non-transfec-
tion; 8 —9 Mammary gland epithelial cell strain with non-trans-
fection.
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Fig.2 PCR result of transfection cells
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growth factor-B, TGF-B) 2545 4H 214 £ [H ¥ ( Connective tissue

growth factor, CTGF) %>~ 20 fF 53 F A Al 4 e 40 i 835 5

FRRAR RIS R M S R R TR ORI S LR FRE . 45

X5 A Y A . A 18 S8R WY e T AR I M AR
I

T A NG LT AR s B D FLAR b K 0K
Note: A. Fetal fibroblast; B. Mammary gland epithelial cell.
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Fig.3 Chromosome Kkaryotype of goat
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