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Construction of hTNFo/CHO genetic engineered cell and verification of its protein secretion function
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Abstract: Objective To construct the genetic engineered cell line which can continuously secrete human tumor necrosis factor
(hTNFa) in Chinese Hamster Ovary cells( CHO cells) ,and observe the change of its protein secretion function. Methods ~Constructed plas-
mid which carries hTNFa gene expression through vector GV141. Selected stable transfection cell lines by G418 and transfection with lipo-
fectamine. Identified its gene expression with Real-Time PCR , and identified its protein secretion by ELISA. Results GV141-hTNF« expres-
sion vectors were constructed successfully which were proved by sequence alignment. Real-Time PCR proved that it contained hTNFa gene in

hTNFo/CHO cell line. ELIAS identification results showed that the cell lines can continuously secrete hTNFa within a certain cell propaga-

tion. Conclusion The hTNFoa/CHO cell line can continuously secrete human tumor necrosis factor within a certain cell propagation.
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1.2 Fik

1.2.1 EHFRAYH %  hTNFa JERFRE, hTNFa
78] ¥ ACGGGCCCTCTAGACTCGAGATGAGCACT-
GAAAGCATG . F i8] % AGTCACTTAAGCTTGGTAC-
CGACAGGGCAATGATCCCAAAG, ¥ 14 - B K /N oy
741 bp ,PCR ¥4 J5 % HIWEEH . ¥ H L H A
P U 28 A 3K 75 0 20 BB, 28 PCR % 7 01 B o I 1
FF. PCR % % I it 2 4 CGCAAATGGGCGGTAG-
GCGTG . Fii75]4) TTATTAGGAAAGGACAGTGGG, J
BER/INAL 071 bp, K A =4 i 4l Ak J5 1% i+
AL LA FARAT FRA RN o TSRS il 45 i i 1)
KGR B2 A A0, HEA T E AL RS 3G [mlfie

1.2.2 20 B % G Ko R&E Rk O CHO #iiJf & T
37 C,5% CO, 1A B 256, DL & 10% iR 4k

IML3F #Y DMEM-H 1558 T T25 JiFefirh, 1 0.25% iy &
EDTA B 1 mL {8 AAE A, OB AR 1 191 1Y) 4 i ik
FToEm, AL 2 x 10° FhF 24 FLARP K595 24 h 54y
A 300,400,500 ,600 ,800 .1 000 wg/mLE5 A [A] it
RSN G418, LA 1 14 d N BEE A SE I A 40 i 1Y
e/ G418 Jr i Uk BE N e A B vk B . e AU K
1 CHO 4l a5 L 5 x 10* #fF 6 FLA H, G 1L 75
DMEM-H 7 10 wg 4 Uk 2 100 pl, Fim A S
{RFRNE JFifAs Lipofectamine 2000 235 ( B4 %) BE 26 16 F
GV141 #AFURL) , % i T UE 5 min, fff DNA 45578
BRBTR o 325 400 b i 15 37 WL, PBS Vg R 5 A
2 mLJC Ifi i DMEM-H 85 3% ¥, 15 45 L b B 8 A
200 pl DNA/JE IR Z & ),37 CHi 3% 24 h, W
DMEM-H/ 8 20 SO/ Jig B4R & Wy in A BT it 10% FCS
i) DMEM-H 3 37 &, B fL 2 mL, 3% 3% 24 h, $# M
CHO #iifify G418 & P i 25 % , % FH 600 pg/mL [k
B OIMAS G418 ) DMEM-H 53R dk 2%, 14 d
J5i , BRIEAE T AT 01 A0 BR v e o 4 20 BB, A T
B, IR B R A M 2 55 10 pl 1 4>0 7E 96 fLtk b
INARE AL 150 pl, P50 A 40 L2 i AL 10 ul,
PEAT ALY, 3% hTNFo/ CHO 2 fitgk .
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CGAGTGACAAGCCTGTAGC , T 75| ¥ GGTGTGGGT-
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DH, 5 BER/INA 191 kb 36 O PR S5 7 B 1 210 B R
PG R, R AR I B TR 17,4 000 /min £
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242 ABFAFRE

J REG ANAT OPER SURG 2016,25(4)

http : //www. jjssxzz. cn

0:Marker;1 ~5: 4 4 mpotk 1 ~5 5
B4 #4HE PCR =4 ik E

GAPDH FE %, 1 2524191 kb {4545, iF 524 hTNFo/ CHO
AR 5 LASE, HABAN AR I 6L & hTNFo SE 4L, H
H LA RE 1.2 5 Btk

2.4.2 WEARN WFE PR, Y BN
0/CHO 4il Jig # A~ 73 W hTNFo; %% Yb 8 4 2K 1
hTNFo/CHO 4143 3 hTNFo, FL 6 25 40 % A% AR 5000
B, 43 Wb BE Z 9820, £ 10 AR Z P, 4 AR AR AN
K, 220 RO WD, 7R AT REAF 7L & R 1%
3 itig

TR IRIR YT ALY TR IO T B BRSO
PEAERH BRI IR N IR R Y A AR [ 4

®1 TRHEAEMESF LS hTNFa b E

e ob fi WTINFa 3 4iHAR AT AMM 530 WTNFo Y BE BAAANAR A Mh it o5 1AM S | 43 1L
(ng/mL) ( x107 /) (ng/mL) (%)
25 N B2 0.074 +0.008 - - - _
[0 R 0.077 £0.010 - 2.25 - -
B LEH B/ 1.822 +0.008 * 35.68 2.30 15.51 100
#1048 1.701 £0.025* 33.13 2.18 15.20 97.99
#2048 1.002£0.015* 17.67 2.03 8.70 56. 11

x . 5 EGarBAiz,P<0.01
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