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A o BRI SRR F E R ER R P iIREA
FRF F T ONEHE K R’

(FEESHPREFEHERERLH LR 100050
(PEESFHERMTIRE LH 1000210°

R l{%,&ﬂ‘f’ﬂfﬁ?ﬁlﬂ% a (Tumor Necrosis Factor @ TNF-a) cDNA HE HRE PG K&
EpActl0 . MESEHH R SR £ M E (Autographa californica Nuclear Polyhedrin
Virus, AcNPV)DNA L5618 1 & M (Spodopeers frugiperda) 5621, 3B EhTNF-a
EEMEARE. Loz ARHFFANBEUMERLD S021 MK 72 MR RERRF,
H1.0x10%/10° MR, A, EEF R vENERIEM hTNF-o A BREREW, S5
% 6% 8 hTNF-o F B3, A% 72 /Bt RILE (K 5. 2x 10'/10° B, ELISA XK
HRIEHH BN hTNF-a,

HKE MWMIRFEEF o« EE. FFRTE, R EWER. REXRE

PR RFE D F o B~ - M B ThAERT AN AR 770, R s . $iim M e iF 37 $ 2
ETEREY . M ERARARTHEMHEERY. AE AHGEKNHE. a1, E
WA DR ER B 8. SRR COS MiaPRA T hTNF £AHS 7 B
SRR R REA RS RA Y A T A A e B R R AT B
R %, ZXHAZES BN TEERE T hTNF«,

1 MHEFFE

L1 5. AiSEk
1.1.1 AcNPV, Sf21 #HTM 1529 4R b 4 Br i .
1.1.2 JRE pHT1 UEAH hTNF-a cDNA BFHB); BRENRES: HERNK
pAcl0 (R FFF R .
1.2 TREBRETEN

FR#(BE. DNA BFEE I (Klenow) FkEZ 3K & 4 Boehringer 2w P d; T4
DNA #1750 BRL AR & Grace's 353748 . TC Yeastolate, Lactalbumin hydrolysate
% J. Science 2 E & A ML HUFILHE =i oA TNF B HE E M T, A%
HEFPFEROFLR=E: P 1gC EHBRIERE) 9 Sigma 28] ™.
1.3 H&
1.3.1 Jiik DNA 898 & & Southern Z?%: # Sambrook 3£ F Mt dE4T, WICEE (107,
FEEAH E. coli DH-5a,
1.3.2 TNF cDNA FEBMH & RS RIKNER. E&HA TNF cDNA FE# R pHTI
A Hind 11 §§40. 3F 1 Klenow K3 BYBEIE ¥ 805 . 75 EcoR1 E§ Y145 BB 3| hTNF-

ELF 1083 H 1029,
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acDNA B (—85% HindIIL i 4, B—HAFWH): HHB IR pAc610 F Xbal B47,
#H Klenow X Fy BYEg 2 #5731 . i Fl EcoRI F§ ¥, )55 hTNF-a <DNA B BT
7,

1.3.3 5% DNA Ml &, OIS FHMIERE. ¥ Summers TR FEW#H4T, Wit
(11). FF Si2]1 MK FE AR IE W TNM-FH (g/L; Grace's 46. 4, TC Yeastolate
3.3, Lactalbumin hydrolysate 3.3, pH6.1), FH A 10% /MM EM 1URERER
(FRBEX.FVBE.BEHEE 100u/mD, SI21 M F 28 CHEEEH, LT H 2 X100
A RERFP T 25em’ HERM, 1 DB REE R, AT lug AcNPV DNA, 2pg BHRK
¥ pAc610-hTNF-a, 0. 75ml Grace's EFEW T 0. 75ml B R E i (25mmol /L. HEPES
pH7.1, 140mmol/L NaCl., 125mmol/L CaCl,) FHEMM, 1535 4 B, BRI, 2
BB T 28°CH5 3 RGBT FiEw.

1.3.4 WAREATREMAL. 2R EERRABARTSFEYHATARSE, BL
ARSZAZTMRERE R Vi BEARE.

1.3.5 kel Aebp EAMR BRI SI21 3> 10° MM/ 1 e, BERF
W, IR Sml BEFRWCT 28°CHEFE. BURRISMAINT, MRS b PBS (g/L, NaCl 8,
KCl 0.2, Na,HPO,1. 44, KH,PO, 0. 24, pH7.4) ¥ 21K, BISHET 1ml PBS, HER
PN, % 10 000r/min B0 5 4r4h . BUAEMIZYMR AR N hTNF-a, L 929 MAIH
HWE hTNF-o iEH . RAEWNLHED FFAE T, TNF A 1929 MMM 40 EE A 209, 1l
FFE 50% L929 MM TNF &8 — NG l, ELISA 3000 . DATHER P48 8 0 %354,
Ec 1 T BifEHifkd—5, RN 1T ELISA T8, THBNEREY
hTNF-a,

3.6 EERESYGERMEMNCER, HARERIY S AHE, £ E 6 B
6] 24, 48, 72, 96 I 120 /A4y FUB AR AU 2R L E WAL I hTNF-o 354,

137 ADNENHEREINEERECYH R . BHREBRR S AIE, 4 3mMAR
EIHEBE NS (0%, 2%, 4%, 6% . 8% M 10%) HIIEIEWE, 7 /RRHTE % 72 /et
4> B AH AT M8 L3 p il hTNF-o 354,

2 #RAit®

2.1 & hTNF-o BEHEHARNGE

B A B K pAc610 hTNF-o FI# R4 1 fi7n. # TNF cDNA FEBI SR EENE
PR (T2 REEXBITE. REERMATHESEARE. FYEARNH
FHEE SR E T Xbal B§HI4L 4, FriLh EcoRI-Xbal XEF AT AR EITEE, i
B hTNF-o 2#F F BRIEWILET A pAcslo E (EKT-A),
2.2 BAWRIENETE

W HA B pAc6l0-hTNF-a HEF 4: 1 AcNPV DNA ¥ Sf2] M, IS S %
FHRREAWNE, FHURERBRALBFEARE AcV-hTNF-q,

BAMAESSH L Xbal M BamHI I HTH K. BEMBIEERL, 1
hTNF cDNANFH 1T Southern 4 2475, &R WEMK I-B, C.
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2 58 4R AcNPV DNA BELEHTHH, WTLARE hTNF-o« ZEREEHARK
T £ fa k55 5 Polyhedrin £H
2.3 hINF-c XEHENEEIF
2.3. 1 FH L929 MMM E A ME hTNF-o ¥ R 8 Ret 3 EE R& K TFHIRE . #&
B 7 B AT 3L 0, SHIF IR R B R AR M AT 28 CEAT AR M R B 35 3%
ZMRNE L WHGESF hTNF-o S5 HRE, FRRE L dE 1 UEY, BEARER
B S21 J54E 72 /pRE hTNF-o RIEREF, 27 1. 0X10'u/10%ells, HLJE hTNF-o 7E4]
B RS TR R BT R 2 hTNF-o FFABRFIE R E P, X5 H EWANPV
f#y Polyhedrin ZH I F AWM —B, RMAT hTNF-« BEFREZ L A KR FPolyhedrin
MR F R .
2.3.2 /b ML B RT3 E A K TR B b ER B AT B R B ACV-hTNF-oft
Sf2l ¢y, RFEWMMAFERE S DE, GEME 2 BiR, MOEEENEHRK
BH hTNF-o« EERZXEWEEK, /M FMEKRE Y 6 W ,hTNF-o« ZEHREZEER,
EF 5. 2X10/10° K, 2 1050 /14 iLIR W BEHY S 45

Bralt1 Mo —
— itiad 10 ?
= 5
o é
8 4r
‘ 2
iuua Il i-““' =
Ylonaw iregmess :: 3 -
LicoR [ * iad Fraitl # a
R — et R ANPL B gL
\I/\_’ s
e A e 3
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\ Time after infection (hours)

M1 BAMRE AcV-hTNF-o BEHY SI21 MK
SRR E#EL hTNF-a {Fi&
Fig. 1 hTNF-u activity in Sf21 cells infected

with the recombinant virus AcV-

2 D& NEREM hTNF-o A EH LA

Fig. 2 Effect of FBS concentration on hTNF-a
gene expression in AcV-hTNF-e-infect-
ed Sf21 cells

hTNF-« at various times
2.3.3 ELISA 1. MIREAREB Y LY, REARE AcV-hTNF-« BR: Si21 )5
72 /ETE TN ZYHF LIS WA T ELISA 8, SR WER D, E, #RRYW, RE™
Y55 HE hTNF-o HRBEM RGN GER R, EHRRE=Y S5RME hTNF-a R
BER ER A . AN R HETT Western %, 5 ELISA ER 5 R HF
(). BEenf LI A& =8 hTNF-a,
EREHLERTN, RINELKBTEH hTINF-« ZEMNERAKRE, EREHME
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IFRIE P4 ELISA, Western 47X LR iF N hTNF-a, RA KT 5B MM B0
B BB P4 KRR, S RRW, 72 /N, D ENERE R s U R, &
BAKEILF 5. 2X104/10° MM, _

EFE, EANSRBREANREIERELHET T AL AEREY RN TTRAEE™,
BRBA RE TNF-R REREZMME. £RA TNF-o ¢9I8:8. FHitk T ERRE
T TNF-« ZEERME RN EMRIE. BARNEE#ITHVERENE SR
RBEXKFHER. REEHHALEHRTS.
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Expression of Human TNF-a Gene in Insect Cells Sf21
Li Xiaoping Li Yuan Liu Juping Wu Min"
{Institute of Medicinal Biotechonology . Chinese Academy of Medical Sciences, Beijing  100050)
(hrﬂi'!rdé of Oncology, Chinese Academy of Medical Sciences, Beijing 100021

Abstract A ¢DNA fragment coding human tumor necrosis factor « (hTNF-a) was in-
serted into the vector pACE10. The 5121 cells (Spodopters frugiperda 21) were co-trans-
fected with pAC610-hTNF-a and AcNPV DNA (Autographa californica Nuclear Poly-
hedrin Virus DNA). The resultant recombinant virus was screened by dot hybridization
and purified by plaque formation technique. TNF-« activity was measured by 1L.929 cyto-
toxic assay. The highest expression level. 5.2 X 10*°u/10 cells. was given at 72 hours
after infection and with 6% FBS in medium. ELISA tests showed that the product ex-
pressed in hTNF-a.

Key words  Tumor necrosis factor a. baculovirus. Spodoptera frugiperda 21 cells, gene

expression
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Li Xiaoping et al . ; Expression of human TNF-a gene in Plate T

insect cells SI21 R S S

a.
(1)
b
a
(2
b
a
(37

A. Agarose gel electrophoresis of digested pAc610-hTNF-a with EcoRI/Xbal

1. pAcB10-hTNF-a, 2. pAr610-hTNF-a+EcoRI,

3. pAc10-hTNF-a+EcoRI[+Xkbal,

4. ADMNA +Hind iII, 5. pAcBle—+EcoRI, 6. pACG10

B und C Southern hyhridization

B. Agarose gel electrophoresis before hybridization

C. Auvtoradiography of hybridization patterns

1. AcV-hTNF-u total DNA, 2, AcV-h'TNF-a+Xhol

3. AcV-hTNF-u+4 BamHI, 4. AcV-hTNF-a+Kpnl

5. ADNA 4 HindIl '

D, E. ELISA experiment

D. First Antibody is monoclonal antibody Ee

E. First Antibody is monoclonal antibedy Ts

a. Sample not treated (from beft 1o right, samples volume increase consecutively in proportion of 1= 53

. Sample treated at 100 C {or 3 minutes {from left 10 right. samples volume increase consecutively in proportion
of 1135

€1) The supernatant of SI21 cells lysis infected by AcV-WTNF-«

(2) TNF

€3} The supernatant of 121 cells lysis no infected by AcV-hTNF-¢
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