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WE S TNF SHRATARX TNF S SThEEX AR R EM £, WH PCR EAMET
—FHRARERIEEF (TNF) 2 FHRGER, FHRRBERBARERE, ¥EXBTE, &
SREEFRET ERE. EHEMEMSRRY, HEA TNF X L929 M4l F S ERER A
TNF 7+ 7 10° 4.

X MEXEET. TEBERN, BERE

MREFEHE T (TNF) Z2EE LAY
A ME T, © X R 4 2 A0 R 40 i 5
BFRAGER, GEHAERFERNEREEEY
HEAEY. HE, MEHWEERRAREH,
TNF EREMFREAY, TRXEED
fER R TNF " Z H TR Ka e, 1N HE
A TEMNFEX TNF 4 i F s,
EG RSV, BREERIER, 2R
REH— k. RITEFADHT T TNF 4
FREHERI AR X TNF B 566X Z/
RS RAER £, RAPCR EAR, WET —
PFHEAN TNF o FRRIBER, IH7EXBF
HPERE T EERE.

1 #ME5E%E

1.1 ERERR

JRRI N TNF EAFH. pRL-hTNF i3S
A% A# ), IM103, MV1184 KB B ®
A AR RS 57 LR85 5 E Biolabs,
pharmacia KAEEEY T/ H]. L9299 MK
AR IR 7.

1.2 TRAZ%

1.2.1 PCRE|¥MEH KA ERBKEE
ABI Applied Biosystem 2+ @] # DNA & B {Y
Eam. HTHEZREPEBERE DSAREY
R XG5 5101H
5" GCCATATGCGCAAACGTAAGCCTG-
TAGCCCATGTTGTAGCAAACCCTCA 3',
%S| —1 Nde | B§YIN =, ERIBFERT
Ja % ¥ Arg Lys Arg BT, HERRXAZBA
TNF +F 11 P EMEEREBGFS: 39
2 & 5" CCGGAATTCTCAGAAGGCAAT-
GATCCCAAAGTA 3', Z5lMMBE RXRA
TNF157 (i) Leu B8 F B4 Phe B+, H
& A EK R A TNF C %4 05 7 51 4 5% 7 51,
EHZILEN T & EcoR 1 B8UI0 XK.

1.2.2 PCR H & B K*iE#t# FDDK-1
DNA #3¥%if7 & 1 #47. LUER A TNF %
15 fORE pRL-hTNF 1E b3 1% f B4R

"EXAREFEESH “s63” T RiFHmMA.
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1.2.3 PR BHREREERE 1§ PCR M
PV AT DR AR R L F Yk o fER A B 0 (=] i
31449 DNA KB, #R/5H Nde | #1 EcoR 1 j#
AOMY, FS5RAREFEREMY N RER
& pJLASO3 BEATHEH, ¥ 1k IM103 T8 £ .,
WESHAWEA N BOKILTF, XM EFR
HIT RS RIE.

1.2.4 REFYN S BEAELRIEERN 4
WAk SRR (3] #f7. BEFDOEHR
MRHEREERD FERNA T, 4 L929 44
B Y 40 B B A 0. 96 FLAR AL L929 4
B 2X10%, 1% 3% 24h T OUA lpg/ml B R
DEAFEREME RS LSty
TNF. 24h EREARORGHEEL, URH
50% 48 MRt &) TNF oy B4R — A~ 51 AL
EARMEERA Lowry's %55

1.2.5 FHABMAFFINE WMEHEAXKSE
REN Y MK BT RS pUCL18 M pUC119
MRRLE) Sma | M EcoR 1 (i & Z 18], # LR A
iR 1 £ X P Bh ROk Y0, Bl Pharmacia T7
MY & T DNA (/55 M E.

1.2.6 SDS-% /5 #% Bt B 8¢ B ik #%
Laemmli f b 177, MBI E X 5%,
SEBAN15%—17%, ®E 150V. FLE5E
5 R250 Qfufa.

2 4 R

2.1 PCRYNMKE
HEI 1 2 P18 T —1 470 BERTS
DNA K E:. @M 1% PCR ¥ ¥~ o B o 5

B1 PCREMTWMBENENRR
B0k

. I,

4 . Hind I /ADNA.

BHEAMER. ZhBREMNTERFISE
RIA TNF 4 T, &6 N REBRET 7 P EE
B, H¥ A A TNF8. 9, 10 {9 Pro Ser
Asp M 5 Arg Lys Arg. 157 {189 Leu 2 %
Phe. X fh# & A TNF (14 5 hTNFD3) A K
RETER Met, 21 150 MEER. ¥y
DNA HEASFB A TNF ) 3' E8iRK.
2.2 hTNFD3 ZE MR

I3 PCR 7" 14445 Nde | #1 EcoR 1 I
MUfG, HARBEEK pJLASO3 89 X TR (i
2K A Nde 1 1 EcoR 1 2 [i]. FH B B
% phTNFD3., H B4 M F K 4 Nde 1 £
EcoR | YIEE, U ANTAEAN
Bt . % ¥ N i Bt LpRL - hTNF ) TNF ¥y
cDNA 8 [ 130 82 (RIH 2).

i 2 3

B2 phTINFDIRIEE
1. phTNFD3;

2: pPRL-hTNF,

3, Hind 1 /A DNA.

2.3 hTNFD3 XA EANENEL

e LA By 8T R RS 4L IM103 1 &
W, REEFREG. BFERNEE. /.0
B Eoikty SDS-EAMB B RB dLik. 25 R
U, phTNFD3 g9 & ik & pRL-hTNF @& —
L. WEAH#EBRAE hTNFD3 &RiE
REEESEAMIIOY. HHTNF HEEE
FHEA 13%. Bk R WA 3.
2.4 TNF Y8 {e BRI /LR

AEARSHERALS. B8 L
HITEEET. BB — AN BALL R, 7K
B FELEISYL L EMEMATNF R
hTNFD3. #@4i{k ™= ¥ X 1929 4 Kl &4 40 i
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#EEVHEREAF SR, HFHFER A TNF &
hTNFD3 ik, 5 R WM& 1. 45 R KR,
hTNFD3 ¥ L i5 3 I8 A TNF &5 10° #
L¢3

B3 E&Eob)SDs-
EANRERR
B8 ok

I. rHES Bt

2,03 RiEG R 42C%K
S 1 pRL-hTNF
THEMN,

b - 41 12CH% $ # phT-

NFD3 T.#2#.

®1 FEA TNF 5hTNFD3 L ESL R
® (1 X TP HIGTE/ (U/mg)

RN TNF 1.563% 107
hTNFD3

5.010x 10"

2.5 hTNFD3 SR EFFHMNE

K B X R 8 K o &% 1E B € (19 hTNFD3
FImESFDI A 4. MEL R LW, hTNFD3
a3 IE 5| RB A TNF ¢cDNA #9258 H &
T RUME SR, 51986 R & PCR ¥ iy

3 i ®
3.1 PCREARBTERNSE

PCR 6y HHBL B3 0 2 FE D F WA
—~REAREM, TED LIERRERTH

e A 48 48
-L-TF 2.1?1]!‘&"93 AI!IEI.’AID_ITTFJUEBPE -4 W'l

. UERXFHMTHEFENVHEK TMREN
AT, BUIHESEAR, R Ret. )1, A1
HOLRRAGER, MHRHBH AT, N
A PCR i RN 547, M H-—WK PCR K1Y
af LA A e AT 2 SR OLAY IS, WM N E
EAARLRES. RITROGEREESBR
T PCR B ARMXEL A, K PCR [F BT 3[R

BRI TNF fE T =483, 7869 hTNFD3 &9
wmBFH SN e —R.

HPHOOOORR»N0=

B4 TNF i MARFRNNE
(@) BUE N KSBBBER: (b) BEC K
Bl R B,

3.2 hTNFD3 KA BREIRBW A TNF & —
UL, RIRHo[RE S BIG /S8 DNA F5)
A X. hTNFD3 ¢y %83 5 5 pRL-hTNF
JFR A TNF cDNA #l, BBKT 21 8%
¥, AEEAEERYEBFAR. BHERE
MiFEFN M ERiEEEERBRFETHR
%, FHMVLEEAMTM AR T. AARY,
R PR S R 0 BS F B B AR T SR e 4R
SHESANTEREKEANRHRBRUARX
X £, BRhTNFD3 4R FNESRET
[RRI A TNF cDNA f4 3 JE#EX, HiXfl
FREBHBFVAERD. BRBERET 3
EWEEXHFENA TNF ZEXRFHLHE (5
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BEER).

3.3 hTNFD3 5% A TNF M., LigHFH
ik 10° HER, XHHRMER N H A ER
MK 157 7 Leu % Phe 3] M 1% 4 7+
EaRE KU, HIRE R hTNFD3 £ &
H=RBEERE, EFFA TS5 TNF KB5S
. FARERBE R, SR TNF [§HEH
RAA B MBOR. hTNED3 & &L [ TNF
YERBIHRER, BELEEEE®REY TNF 4
Y, MR — P R. Soma F Y i,
TNF & 955 S ¥k 14 5% v [ TNF i b &% 3
KO, FEE AT EA A TNF8, 9, 10 i fy
Pro Ser Asp ¥ % hTNFD3 & 1, 2, 3 fii #y
Arg Lys Arg, HHRT MR AH hTNFD3 H&E
KM@ (ERRBR).
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WE LY HRFREUHKEERSE (REC : myc :

Y33) A9 DNA KR B, B G REEE

DNAF B NIH /3T34 M, = A F L AL (DNAE R E 3, R HILWNH/STIHARAE KR
REC : myc : Y33 DNA F R#¥LIETEN N-res #£EH, FIAX# PCR fl DNA F 34 HrikiE#i, REC ¢
myc ¢ Y33 HHHF B N-ras G BHTHE 61 N EB T A—>G SEA. NIH/3T3 #{bit 4 B N-ras
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Apoptosis and Oncogenes. Yan Shuizhong,
Zhao Xiaohang. Wu Min. (National Lab of
Molecular Oncology, Cancer Institute Chinese
Academy of Medical Sciences (CAMS );
Peking Union Medical College (PUMC). Bei-
jing 100021). Prog. Biochem. Biophys. (Chi-
1994:21(3) : 222

Apoptosis. programmed cell death. is a natu-

na).

ral form of cell death characterized by active
participated of a cell in the process leading to
its own decrepit and death. Recently. studies
suggested that apoptosis is a result from a set
of discrete cellular events that are regulated by
a cascade gene expression. Oncogenes and tu-
mor suppressor genes are involved in this regu-
lation. Apoptosis is closely related to cancer.
Failure and bolckage of apoptosis in tumor
cells could therefore be the fundamental impor-
tance in contributing not only to the evasion of
physiological countrols on cell numbers. but
also to the resistance both to natural defenses
and to clinical therapy.

bel-2 gene. c-myc

Key words  apoptosis.

gene. pb3 gene

Construction of a Novel Human TNF Expres-

sion Plasmid and its High Expression in
E. Coli. He Xiaolong. Chang Jinli. Cai
Wucheng. Yu Hong. Lu Qun. Zhao

Shouyuan., Wang Chenghai. Lin Baocheng.
Zhu Henian. (Unstitute of Genetics, Fudan Uni-
versity, Shanghai 200433). Prog. Biochem.
Biophys. (China). 1994:21(3): 225

On the basis of analysis of TNF structure and

the relationship betwcen structure and func-*

tion., a novel TNF coding sequence was syn-

thesized by PCR technique and inserted into an

expression plasmid. By temperature induction
the transformed E. Coli with the novel TNF
expression plasmid produced high yield of nov-

el TNF. whose cytotoxic activity to L929 cell

was 10° higher than recombinant human TNF.
Key words

chain reaction. gene mutagenesis

Activation of N-ras Gene is Associated With Y-

Radiation-Induced Transformation of Rat Em-

bryo Cells. Chen Changhu. Yao Kaitai. C. C.
LING.
Medical University. Changsha 410078). Prog.
Biochem. Biophys. (China), 1994:21(3): 228

A cosmid library. constructed from DNA of
the 7Y-radiation-transformed REC: myc cell
line. designated REC: myc: ¥Y33. was trans-

fected into NIH/3T3 cells. yielding foci. An-

other round transfection of DNA from the first
round focus into fresh NIH/3T3 cells produced

second round foci. An active N-ras gene which

originated from rat REC: myc: Y33 cells was
detected in the NIH/3T3 secondary transfor-
mants. With PCR and direct DNA sequencing
techniques, rat N-ras gene was found activated
in the REC: myc: Y33 cells by CAA - CGA
point mutation at codon 61.

REC: myc cells. Also rat N-ras gene was iden-

tified as a point mutated gene in the NIH/3T3
transformants. and the endogenous N-ras gene
in the NIH/3T3 recipient cells remains nor-
mal. What was found to be more interesting is
that five out of six 7-radiation transformed

REC: myc cell lines bear the same point muta-

tion (CAA—CGA) indicating association of ¥-
radiation-induced
mutation in the N-ras gene.
Key words

embryo cells, activation of N-ras gene

tumor necrosis factor. polymerase

(Cancer Research Institute of Hunan

but not in the

transformation with point

Y-radiation. transformation of rat



