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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
AR EZEAE, (8 NIH/3T3 488869 NI TE N-ras ZEF 0 Jo i 3225

X@iE YK, RERARE L, Nras EEEL
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ARBOE A X AXHE Y HERFR KB
WA FE AL T30 T M A9 N-ras 2[H, 3
#—#R I N-ras ZEF R EIE 2 HE TR
RIS 61 L% Y 7 R H 9 B9 0 & B I
5 61 (& ZEBR B F 09 5 AWML AN d MR
S8

1 HME5FE

1.1 AREMEEEF REC K BUAE G 4
fa; REC : myc 40 & %2 PMV-7/c-myc A
W wE AR YL K 4L & A A c-myc ¢cDNA )
REC #H. REC : myc 4 Hd §E 7F & #b T B
AR, HEXKERTAERAREE., &
BEE AR LEEYE. REC : myc = ¥ Z0 1Y
AT FEFALN REC + myc A0tk A9
F1 A7 A REC ¢ myc : Y33, REC : myc : 714,
REC : myc ¢ Y41, REC : myc : Y66, REC :
myc : Y93, }& REC : myc : Y95 ¥ EEfE B8
FAK BER R AR B S NIH/3T3
MR DR AT RN, EARLRPAERR
KB Z RN, A5 P i 2 A ER 7
RSN E S H 109 R R4 LT, & Bk
#@9 DMEM K E$F 37C, 5%8 CO, F 5
K.

1.2 ¥53 (cosmid) BEFEMNERR S EEE
DNA f9#2E  #% Dilella 14 08 7 ik AT
AEAEEEE K HpWELIS(E1).
REC : myc : Y33 418 DNA 4 Mbo | #4314
LG HATRER & M & O, WEMN T 31—
50kb #5 DNA K Bt 4% BamH 1 {4k, 5' &
PR AL i pWELS 8k E 85 #HiTR M %,
5 TRk NM554 75 £ B Bl 545 6 3£ A
. R AR T T il 48 SO ] DNA.

1.3 DNANSHNEBREE XHUAR®
Graham 882 T 0. B B HE E DNA
i) & DNA-BEBR¥SUTIE, A% NIH/3T3 32
HAME RS, KHFXTBERS IR
B, A BRIk LRI 5% 24h. RIS
RS AL G L 15 10 5 A & F 400pg/ml G418
) DMEM 3% # 85 AL p i k. & A #l K,

H £ AR A W E Fe 4kt i B

1.4 F4%F 3 DNA 93 & Southern E[l
FIE RSO BT

1.5 PCR, ¥R PCR & DNA B354 %%
#—1 PCR RN BB 100pl, 56 1pg
4 M 4 £ B DNA, 400pmol/L 3| 4,
200pmol /LANTP, 50pumol /LKCI, 1. 5gmol /L.
MgCl, & 10pmol/L Tris « HCI (pHS8.3) fl
2. 5U Taqg DNA Z ¥ E. PCR F PCR {{ 3
fr 30 MR, BAIEF A 95C 1min,
59 C 1min, 72'C 1min. PCR £ J5HL 10pl /=
Y VE R 518 3557 A X BRPCR (asymmetricPCR )
LA 4 BT DNA FF31 5 i) 848 DNA. Axd
¥ PCR 45 PCR A AMF, HEEHF AR
¥ PCR W AHXNH 514, A% Pk PCR 7
B EE DNA & (i, EIRALEE
T 30pl Z{@ K. B 7ul B5E DNA fE N
i, ¥ H Sequenase™ version 2. 0 DNA J¥ 3|4y
frif il &, LU¥S-dATPZ A frid - &) &
(United States Biochemical, Cleveland, OH,
USA) 24t #1ER/FHET DNA JF 515 1.

2 £ B
2.1 REC: myc: Y23 B2EE DNA F¥{L&
HiE

REC : myc : Y33 ¥R A B FEHBR IR

BEEF P DNA e uidl. ATHRERERE
B pWELS A —FREK, SHE I
HE (HD, ~PTAHEFEFERIHEERA, 5
— P EHEBREERN. AERRZEARY

il Notl
T3 +
WELS i BamHI
p

l&‘.\
3
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SVIfan EcoRI

B1 RATHARKNERENNE pWELS
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NIH/3T3 MR RS 1 G418 I F I Ak
K. EE £ iRl 5 880pg (0 X K 4
DNA $# Q)5 G418 AT P51 £y 6 X
10 MARAE, BIEA 7 DN AT DMLt
HE (R D). ¥ 7 MEELED AR RS S
4+ 1% DNA it {7 Southern F13% 4% 2. & BUFF
BRI A PER AR,
W5 AHEN., LW 20—30 4B, E 2 HH -8
LA A DNA 57P-4ridfy pWELS #4k 4
ZiG AT BH RS A B, LR R
B A DNA P& 5. YRt A
NIH/3T3 % (& 40 M1 )5 BE {8 JC5% b il JE L% 1k
b R AR A A T S DNA.

1 NIH/3TI PR

LR/ (FHE
th/ug IINA)D

DNA TH ik G418 §i

iX Fe (LAt
feRitn /ug 143 3

60 000 7 0. 008

R 880
TR 500 300 5 0ol

B2 NHAIMIW— KN
DNA 5%& pWEIS R MNA
LEB
~7RRIR T AE R
M DNA. 8% NIH/3T3 ‘B
DNA.

2.2 N-ras BEAETF REC : myc : Y33 4

ok 30 375

BT (T REC « myc ¢ Y33

7 Bd b i 5% {1k NIH/3T3 2 0k 40 B i) 8% fb 2
. § b4k « 94080 K9 78t DNA 8 G {ER]
I NIH/3T3 Mes s R ke F -8
e A R R 1 Gal8 RIS A AT
. (AR A S e B A
B xf G418 fUHirE X1 -5 56 (b Mo S B 3F
B OAMRAM G418 FirkJE . 26 {E A
FpWELS &k, & 1 Fr W R 5 ae iyl
DNA It % 500ug. I F) 5 L. 5
TR IR KR, RS &
DNA 53517 Southern B3 44 %, 4 3a M5 R
kK pWEILS RSB N WK, 1-5
A5 R R ME DNA. of Wil EH
Re)g MU -8 pWELS fE4¢ ) ip 55 1L L
IR . 6% NIH/3T3 40 M DNA. BAR R
X4 pWELS JE5. 1M 3b X5/ N-ras R
LIRS H B R, 3k 6 4 NIH/3T3
40H DNA, U4 2.5kb 4} [ -S4,
MlfE 1540 R AL m B W B -
&L NIH/3T3 AIH -HE0 5 it R 2. 5kb (1)
K BTV AT — R £ RtEE K (30—32kb)
IR A% e i . 2.5kb W M ST H
3T3 ZKAMHE AN B N-ras 3614 . 1fy 30—32kb
o B s P2 B S R UR T R VRt s 2l LR A -
P HAEM Noras KN, B -BHEIEFHR
3T3 ZAMAMET I, [LINEFSIERANYT
S R ERTRTERAF IR HEE
FMHRSHP R¥ELLAFAKRDNAS/IE
Neras S HHEXHHMANEXESEH
pWELS 8{KTF 9| R e A B X2
A&, U4 KRy N-ras L pWELS (%
AR X RPN 8R4 REC ¢ myc :
YISDNA MR ERAE . -PMEAEL
N-ras LG EARBNESR —AH R RT
B L LR, M 3c B A Ha-ras AR}
¥ §F #E 17 Southern EI 3B 2438, TE 5 Fr¥cfb it
M DNA A &% & MY Ha-ras B[N {7
fE. [FA+H K-ras. myb, fos. fms BA A S5
Wakf&mﬁﬁfﬂﬁﬁfkﬁﬁﬁﬁxﬁ%m < 2%
iy
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B3 NIH/3T3 S H{LALSBM DNA 53815 pWELS (a); /MR N-ras ZEA (b): B A Ha-ras
EE ) ATEHRMEZIED
I—=54%A s F R FELLLMM DNA, 6 %4 NIH/3T3 M DNA.

2 2 N_pac MEEH DO ¢ enwn ¢+ Y22 MBarhch
&+ J IN-TaGd 3BT REVW ° Iy * 732 Z@mic T

FRARERNE

N-ras # B A {F 7 I REC : myc * 733
MR A, M REC t myc + 733 E
REC * myc #i% ¥ §F £ 5% (b 459 PIAY E1E A
Bk LARTAYYEH BRCT. REC + myc + Y33 41l
N-ras 2FF L EHMAD W, EAREFREK
KM, N-ras 7£ REC : myc * Y33 40 B &
MIGH RO BV Bl S RE. AT FEE
X -, KA PCR i A¥ N-ras EF § 1
i K i fT DNA 4. RITAE, ras B
HEBEHAREEZREERIHNBTFAHSE
12, 13 XF 2 4+ B FHAH 59 Bl 61 (LR T
W, MEEHITH 1% 2 4B FH DNA P
P4rtr. A AR N-ras EEMBEIFREN 4
XS, AE PCR 514 W R 4% /s Bl N-ras
BT, S1EsImE 2 BiR. W

%2 PCR, F¥¥ PCR RAEFNI 80314

a 5 ATGACTGAGTACAAACTGGT 23/
b 5' CTCTATGGTGGGATCATATT 3’
d 5" CTGTAGAGGTTAATATCTGC 3’

B4R, PCRETHAERSI4 a #1d ¥ N-ras
WBINBTF. FINTFEE 248 FP %

el NNA B dy BRIAAH DD 20 e U o, Y
1T *) LANM A «X Ty DT TAOJ 1 VIN ] TH N PR
W RS a A4 # PCR. &£ 5) 5
ol Bl AXFI e £ 2
2
= N PCR
€y
&
R —a——— %
PCR
R N T 5 5} B
4 “d

B4 PCR. FX#PCR & DNA N
SFES I MSRIBNSSEL
HANras BI1SBF. BIAEF
BB 2HBF.

FrRI % ek DNA, 25451514 b #d X3
N-ras (%% 1 1% 2 4+ 8 F# 17 DNA F3 4
Br. & 5a X REC ' mye #iif N-ras % 2/ 8
fH#5R4r DNA F5), §FLFrEaL 05 61 {
EBFCAA . B OEAHRK . As5bB R
REC t myc ¢ Y33 N-ras 5§ 24 8 FEIBO F
5, W5k FTIEH5E 61 BT, BR— T EXND
FUERF 6 (UEMTHCAA M, HF--1+%
VERGEIFRFRET XERHCCA,
ZENTRENAERUBENMHFEAREE
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MW ERE. N-ras B 1 48 897 §) REC »
myc * Y33 40 R R A B AT R A fETE.

CTAG

{a) thy (c)

BS5 KR N-ras BEN 2 5 EF845 DNA
.2
W PRI ERGL 5% 61 (B 6Y . (a) REC +
myc M N-ras B 2 5+ B FRB2IER. (b)
REC * myc + Y33 N-ras 3 2 #+ 8 F A2 15 4.
(¢) NIH/3T3 B _RH R (5(keh 400
$)¥H REC t myc 1 Y33 N-ras R 2 4+ 8
BB 4> DNA Y §1.

{E}ﬁ PCR #{ Ry 1§ REC * myc + Y33 ¥
B R R4S R BT 8 B9 NTH/3T3 3 8 56 ekt
MR A N-ras BEOT- - & SR E R 6B
45 B AT NIH/3T3 Z{K40 B 9 | ¥E N-ras
MERTIBRPTBANNEYE N-ras PEHF
REC : myc Y33 ¥R 3£ FE MY N-ras 8 1 §
F 28 T8 DNA JFR 6. WA 4 TR,
A58 a fidi#fr PCRIHFERIGY A B
BRfU& N-ras ¥HAFE 1 5 2 408 T ML
FHREMSE 1LAT S o FRBAN/NBE 48
N-ras ZEZ 1 NZTRKELHER, HE
B¥ {19 DNA #§7 PCR B EF 85I 3
FHI1MB248 FULS 1 AE-1# N-ras
BEHRB¥H /DB 3T AN KYE N-ras (9
BXAHETEPIBANKE N-ras KM K
X/, 8 PCR B A4 FRAHY ~ 1
DNA KE. B6X5 1B RikitMi
DNA 5 NIH/3T3 Z{k48 M DNA LA & REC +
mye * Y33 4408 DNA £5|# a fi1 d i§ 47 PCR
J5. PCR P S e 0 i vk M AH. M 6 P o]

RPIsH#HE R ADNALPCRE HAIH
A DNA B I - 5R 3T3 4@l
DNA #17 PCR B Fr i i kb Bt 4> + B #HIE , %
B 2N B YE N-ras BEH,; B--H
B4R 5B REC » myc : Y33 DNA 317
PCR B 4: 04 DNA }Y B 5y RN, WA
ot BrhEA R M YE N-ras JEP. 5 S
L4 DNA BEF7 PCR B BF #8494 £ DNA
HES RIS MEEER P UTT, Sk fs 4 0 1k
HREHIT A PCR 4 98 DNA 5
k1T N-ras 53 2 408 -1 DNA JF 35 8.
B Sc A% TR AL MM AR Noras 5§ 2
YW FH 9 DNA JF5). o GRS  61
W NRE (# CGA, L AIERE S5
W, IR AR RS EEMN
N-ras BN R EE T N-ras, ERE
NTH/3T3 ¢ & 4 B % 4 % 46 T 72 B &% L 4t
5 R BRMIFSITUES R BRED T 3T3
ZIRMMAY N BYE N-ras. F 1, F 240 F6
175 L/ BUE B ) N-ras JEF T 5 3¢ 2 #14).

8 7 6 5 4 3 2 I

e PCR WO MMEESE LB
JHi3l%a, d 17 PCR 38 NIH/3T3 %
A MMM Noras XEMH | b8 F+F
IRASTARIABTHIDNARNR. | A
REC * myc * Y33 DNA: 2 % NIH/3T3
DNA; 3--7 % 5 ¥ ¥ (LA ¥ DNA,

8 X ¢X174 Hae 0 53 F Wt b7 &,

2.4 Nras 6l IRBFARNEH REC -

myc : Y HIRPR— M HREEPHEAR
B REC : myc ¢+ 733 4 DNA £ "R &
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RiIFEZTH—TIEHIEN N-ras A7+, B
i1 PCR & R DNA HEMF®EM B4 5
#% REC : myc : Y 1, REC : myc * Y14,
REC * myc t Y41, REC * myc * Y66, REC ¢
myc ¢ Y93 2 REC * myc : Y95 4 BdAY N-ras
B 258 FittfTr DNA FRIoth. RBEFAX
B2y gt & F 109 % 1E A B, B REC ¢
CTAG

CTAG CTAG

1118

'f“.'._'

R

i 11
({1 e

N1
NIRRT

fa) th) {c) (G}

CTAG

myc ¢t Y95 LASPH N-ras B 61 B FHE
£ TRE, HERG CAA X R CGA, BFEH
RPEYAERHSERETANEAR. A 78
X TV MMEBRP N-ras EE¥ 2 4B T8
#45r DNA 3. #FkFrie@RL 8% 61 (U ¥
FhEe— T EER.

CTAG CTAG

te) (3] (g

B7 ZBFEHBREA N-ras EEM 2 )L EFHOMS DNA KN
Wk P ¥ 61 (LB F. (8) REC ' myc M N-ras, & (b) REC ' myc * ¥95. (¢) REC * mye *
Y14, (d) REC * myc * Y41, (e) REC * myc * Y33, (f) REC * myc * Y66, (g) REC * myc t 793 i
H N-ras 2FH 3 2 40 B F845 DNA A,

3 #

shuin B S X H & 1L iy C3H/
10T1/2 MF c-myc B FEH B MR c-fos
FETRE. AR —HHAREITHRTHARLBR
BEROEAERS ras RERL A MIES
o), [T R X 3 50 #F 48 R A 4R 0 40 LAY
HLERAREMBMIEHM R EETHHILER, B
EHRMBGELEL L.

A WUBE B 40 A LA T 8 R Zh M A T 9 5% ras
5 myc EEREHRBHE LBV R FERYY
Land § R ML ras I myc EEAFRET 2L
KRR AR, REENEEE/HA B IEX
M5 L ¥k, Endlich IR B ¥ B4R
AE{fE REC iR {LEREFS L H A c-myc X
B @) REC : myc i@, A& Y 4B MIEN
Rbi 55 -+ R ZBERSANIGAN
c-myc XX & tE A REC 41l 5¢ ¥ 1k.

XA RERTYIHEE &
REC : myc M2 T¥IE T MEPIAY N-ras
A, HUEH T N-ras 9IS R HH 61 (U
T8 CAA=CGA A REH M HRBNED
BE 6l B ERHENNTARKTRME
BMATS. A8HEE6 BT 4HHK REC::
myc ¢+ Y FRPH S %A N-ras 5 61 (LR T
M RETEHEE CAA—~CGA.

UETANAREEBE B ERINS I RAR
HARETSREMEREHRENH. xR
HRUMANER Y 55 EE S MG N-ras &
B, 38T N-ras 5 myc 98 @ 1F A A AL 8
REC fpass k.

ERPH bk Y HEHLAYNR REC
myc : Y95, R¥E K RAEM N-ras XH, HH
Y B ERE o M 3E N-ras {F A B R 1k REC
myc HRAIME —3K . REC : myc ¢+ 795 i
DNA 7E NIH/3T3 A Rt R P WIEASH
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M LR E B — 2 B e X AT 2B T Y
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GRELERB S THEHFHHIE, LA 100037)

WE —FEATMSYREZHLSKRTE (SMA) Bk S EA ANFHSE LY B LE
(rhCu/Zn SOD) SLHr 38k, HG BN, X 20 BB B, REME NN 88Y. BEA TR
FHEGWAEEEAR. SXAMAL, SIS EYEENERT 2264, REAKRBEHTE

FIT 38 3.
*@id

BELYLEE (SOD) 1E 2 35 R0 Bl i 37
AAREMERME B&2d FE¥EENE
B St VR S R 0P 25 18] B, (6 0l K W %
IR, ®ATT 1990 FR/ANEXBITFEY &
Bk, 2 aMEN Sl %k 4000U/mg
LA B E A A5 SOD (rh Cu/Zn SOD)™M,
{(HA 2 T8 SOD # ek EEmn
. R R —RAE S T 3718 41
eZEBEN. BELBHDKE T (SMA) 22—
FOCEH S FAEVGY . B AENM S5
i 9% 254 neocarzinostaun (NCS) 2B, #id
IE K A4 e T W@ NCS 9 25 40 ) B & 1
&2, K3 SMA 5 rh Cu/Zn SOD 328K, 3F

ERAE LN, BEORLEER, REZSDKRTE, ZETE

it F 45 125 01 6 6 B AL B AR 2 AR RE AT T R
it

1 #PE5FHE

1.1 #¥

B R, AEHEN S pCZS2 RiKH KB
Frif. BEZHEDRBR T B8, Aldrich & &.
Sephadex G75, Pharmacia j= .
1.2 FHi&
1.221 rh Cu/Zn SOD E KBV EHTHFE
BN FpCZS2H kM K Jig #F B FF T LB
ERIEFEF 32 CHR G I, Y0 F X

ok HBE: 1993-03-31, #E HEJ: 1993-08-16



ABSTRACTS

+ 282 ¢

SHENGWUHUAXUE YU SHENGWUWULI JINZHAN

Prog. Biochem. Bivphys. (China) 1594; 21 (3)

8-hydroxyguanine.  fluorescence products,

lipid. DNA

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



