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Expression and identification of human TGF-3, gene in NIH”3T3 cells

LI Yong, HAN Ben-li, WANG Huixin, IONG Jianyin, LI Kun (Department of Hepatohiliary Surgery, Southwest Hospital, Third
Military Medical University, Chongqing 400038)

Abstract  Objective : To inwestigate the expression of and identify human TGFg1 in NIH/ 313
cells. Methods : Human recombinant TGF1 was transfected into NIH-31T3 cells with the karyocyte expres-
sive vector. The clone cells were selected by G418. All the clore cells were tested with southern blot north-
em blot, PCR and RT-PCR and a subclone of mink long cell line (CCI:64) was used to measure TGF1
activity. Results : Human TGF31 gene was stably recombined into NIH/3T3 cells and its mRNA was ex-
pressed in them. It was proved by flow cytometry and CCL-64 cell giowth inhibition that clone cells secret
ed TGFR1 potein. Conclusion : Human TGFR1 is recombined and expressed in NIH/3T3 cells after the
gene transfection. There is no human TGFB1 sequence in wild type NIH/3T3 cells.
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10% . (CCL-64), PCR.RT-PCR 1.5% . EB s
ATCC , RPMI 1640 10%
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1.3 LT HBEF T 2X5)
Sigma » XGal, NP40 G418  Sigma 2.1 Fi Rk BB AR
s TGF}%] Promega , DMEM  RPMI 1640 , DNA
GIBCO , TGEFg LC(130-D, Bethesda , X X
Spom . (Lipofectin) ,
DNA CIBO -, FCR RTPCR 2.2 AMEIHE Rp A TOFR: & Ml &
BM s -
Amersham ) 13 ) )
1.4 FaRXBHRMERLE Z TGFg: . NIH/ 3T3 (NIH/
PTGFg: ¢DNA Xhol  Neol ’ 3T30). (NIH/3T3— ) . 1.
1.35kb s s PMAM Niel
, ) TCFg! Tab1 Comparison of TGF-B, levels secreted
by different clones
1.5 A 4645 AL O ik Clone N Ba TGP (npnl4sh)
B- NIH/ 3T3 NIH/3T3 31.056 38.2
, , NIH/AT30 3.007 45.1
6.4 *1 NIH/ 3T3( ) NIH/3T3 - 3.083 .5
. 377G 50600 5~8h, 10% DMEM NIHSTOL + 3 538 110.5
/
s 48h , G418(450 tg ml) NIH3TOZ + 2 454 2.3
’ 3 - 4 d 1 ) 2 ’
NIH3TO3 + ** 2.206 156.8
L NIH3TO4 + 2.612 100.2
1.6 Zlempn TGFB: F8 AN Fe F N E
(4] NIH3TOS + 2.397 130.2
TGFﬁl ; NIM3TO6 + 2.653 94.4
L3010 0000 GFITC(L #10), NIHSTO7 + 2.2 1.1
'ICF‘Blﬂ NIHATOS + 2.768 78.4
1.7 £R %fﬁﬁ\%iﬁ%—?ﬁk}i NIH3T09 + 2.470 120.0
s , NIH3TIL + 2.626 98.2
[5 NIH3TI2 + 2.612 100.3
1.7.1 DNA, Southern blot ( - NIH3513 + 2,390 131.2
e % :More than 100 ng-ml~"-48 h™' were secreted by the
1.7.2 mRNA (30 1) Northen blot ( - most clones; #* :Highest level of secretion
Do
1.7.3 DNA, PCR , . 2.3 g TGFR: &G &3k FCM M =2
5'GGAATTCATGGCCCTGGACACCAACTA3' » KM 1
5 TTA TCAGCTGCACTTGCAGG3' , .+ TGFB,
, PCR 360 bp. (P <0.001), TG
1.7.4 mRNA, DNA, PCR . ’ TGEg TGER ’
(P <0.001), 2 1.



70 22

Tab 2 Comparison of TGF-f; expression in different clones
NIH/3T3 NIHA3T3 + NIH/3T3 -
MFI 66.50+2.258 75.33£4.926™° 63.33x1.367"

Tot% 23.37+2.246 32.77£2.3107° 16.67+1.283%

MFI: Mean fluorescence intensity; Tot% : Total precentage of the

positive cellss * ; P < 0.05, **: P <0.01 w NIH/3T3; “ «-2.8 kb
AP <0.001 w NIH/3T3 -
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