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EHAMEARSEARF I ALHE SW-480 ARG IMIRGERTR

kA BABK kigm FEN

(B=ZFEEAK¥KFERFEIIRD 630042

# T XPHRETERAAMMKFEETFChTNE)I A S5 S Ak SW— 480 Y B2 RE 40 & 1 48 B B 45
R, BEmM=MTT)%RSE TNF 2 60 000 u/ml #3775 B B i 40 50 % 45 B 3% 9 SW-480 X+ TNF 1% B 4
BT HER BRBER, ERMHIRI TN 10 u/ml BT B IME SW-480 B7% & 4 1, 324 5 2 K #
15, BAER| & 150 u/ml 2L b o 15 B8 B B 5] T 3998 . °H-TdR 2 A\ #5289 TNF 0% SW-480 458 DNA &
AF MTT B3 09 40 B 3 i 28 — 503388 TNF Xt SW-480 #9 T E/E B &M H DNA 4 & . TNF Xt SW-480 i
HEEMENEL RUERBR S AN RS ARASREEE SR EEE SR REARER, X%
ZREMTT HHERERB KX H-TAR BN RBA L &9 TNF Xt SW-480 245 45 H £ B4 3T 40 B4 i 4h

REMEY) DNA SR L.

KT PRIRICE F 4 B B SW-480 IR

PEEHES R730.51

B PR SE B F B A 15 & i 78 4 L TG 95 445 1F
WA R AT RS T R,
Y) LRI AT HAAMIE K FEHE F (recombinant
human tumor necrosis factor ,thTNF)V~% | A& SCHF 5T

rthTNF Xf SW-480 45 % 3% 40 Mk 65 4% ShE B 3 51
YEBALH .

1 #MERFEE
1.1 & fafg ik

51 3k 3 B WUAF MR A R O 25 R B SW-480 MR,
1.2 =£iXH
1.2.1 EHARMMIKEEF hTNF, 3 2 B2 B RS8R 5
TERES, HIEYE 2.5 X107 /mg (Lo A KR B E > 95%
(SDS-PAGE),
1.2.2 RPMIL1640 3Z 5 . 4 RPMI.Hepes(2[H) & NaHCO,
R, AaiimAH . HEERE 100 u/ml & 10%/MEIE.
1.2.3 0.25% BE A B (Sigma),
1. 2.4 0.01 mol/L B§ B h 4% rb 4 ¥ 3k K (PBS,
NaH.PO, & Na,HPO, B2 /..
1.2.5 MWHEMTT,®E). MTT 5 mg % F 0. 01 mol/
L PBS 10 m! B¢#,0. 5 mg/ml ¥R 3F.
1.2.6 +THRAEGIRES(SDS).SDS 20 g A F50% — HALH
BiRE, 100 ml, 1 nmol/L HCI,80% F4&% 18 pH 4. 7,
1.2.7 SR-BIRRVE R 3 CH-TAR) . AL A M VK P 1 mci/
ml AN HEEERRE,
1.2.8 A% (PPO & POPOP).PPO 5.0 g, POPOP 0.5 g

L4

« ERBERPFEEEWEITNE . No. 39270656

IAZH 1 000 ml, A& H.
1.3 #ik
1.3.1 rhTNF 4T IMEHRE ' . 4 SW-48041 fa B37C =
SRS AR S IR I SR, B R 24~48 h,
MEHRMEREERYE RELF WEEAMELS mn 55
£ RS SW-4sQURIT Y L A B, B.L, R ER
M EHOE L X 10°4 /ml,
¥ LR B M 2aFL R 55R 1 ml/FL REFEIE SR 24 h IR
VEEESS IR EiE IS ml 5 ZF. 00 TNF 4 800 u/ml 1
ml BEE/GREL ml A BT HORFHHESS u/ml, @ xt
RASN . HETATE AL BRI, T24.48.72.96 h Bt
HEFAEEME T HHERR KT ERy— % . 87148
BEHALTEARPLUENTMEEENSEH.
ﬁﬁéﬂ%ﬂ$(%>=(1~%§ﬁ§§—§)xmo%
1.3.2 rhTNF 4 & #HiRK 100 . SW-480 1 X 10°4~/ml {EFi7E
10748 EHTH 2L 100 pl/FLB—FLLIE SR EX R, &
ZfL At B8 S = FL iR A0 TNF 480 000 u/ml 160 ul/H.,
BEIEH100 p] AT KB LLFEEED) TNF 1 875 u/ml, F
WA NI R A ERI2 h A0 MTT 10 pl/FL, S E e O A
SDS 100 pl/FL 3EFL K K B EREHR L _E1ES90 nm ik &b 1
EAXEROD. . EY.
ﬁ%f%%(%mu—%ﬁfi‘g&g)xwo%
1.3.3 *H-TdR AWM EIY . SW-480 1 X 10°4/ml £ 7
40FLAR £, 100 pl/FL3EFE24 h B B, IOIEFEH100 pl/
L EBITE—FL AR, ZF =20 TNF 480 000 u/ml 100 pl/









22 ¥ = E E K ¥ ¥ i

B174

RSB ERENEM B THAREE, BT #20%
SDS 524 75 ff . 5 R ISR A BN U 40 B AL IE B, B TNF
Z BE 6 40 R U 5 A B L R R BB AR B E R
(ODYH| EEMMBE R E TNF R H. ALK AN
TNF 3 SW-48049 ¥ 116 X 10 u/ml A 81 B3,
T H IR R (E2),

LR (1)SW-48040 %t TNF & FK&
HMAK, B BAEKR. EEENEBEER
£ (2)TNF X S-4805% {5 /1 BB %, (A3 2 4 I 4R
PE K I E YE I HI/R 3R, TNF 10 u/ml LA EF AW
#4EH . LR IEFIZE2 400 u/ml ¥R BERT SW-480 K%
5% T U2 (HAT MM TR IN R ERRIER B
E ([F1) .5 7F SW-480% TNF RIERH —MBRAEK
BME LR, %I B S TNF #&H %, TRER TNF
TR TR, RAER — E WA (150 u/mDF
BEXT SW-48040 i 10* A /ml F FEEE R & 4F B (&),
(OFA TNF Al HHIERART RN, FRHXHME,
KRR &G R AR BRER A RAH
mEERSHE T SRANES BN FE.,

3.2 rhTNF #4145tk A5 DNA #e 4R % 2

ff iR B BE 4% (TAR) , 22 & A DNA #787E A H
[ {f &°H-TdR # A\ B X Bt DNA & # 5% i &) 1%
% H-TdR B AT EE B AEE, WA R AT K
7O\ 78 B ] B b B i 90 A R T I 2 40 o U,
PV AR RS MTT B3 467 — 8. XiR
il DNA & B8 & TNF 515 SW-48040 i £ & 3
o
3.3 rhTNF Ak ol 2t SW-4804m fio, 1§ A At 22 35 A
3.3.1 BKEEEIRSEERT RS LA, HA]
JFAI AT B AEIE TNF E AR TR GEREA
B MR A TNF HUR BT Z (Kt TNF XX
BC TS A 12 h TNF { SW-480 8 8 & 8l
MELIE, B SPREAR K S ER B ER T H#H
WM AR REEMILRET AZRS
TNF 4 & Gk N S R EBOLE A F5if — B e AL
WHIMH RS TNFHES R HUEFHESXR
K.

3.3.2 *TF rhTNF S EMMBRAZTL. U EEIEH
DNA &b 2 TNF X5 SW-4804 Ml 9 I & 3
W AER ST R AR, &S BT o] WA A 4
M2 — R, ARIFHHETH LI MAENE X
EH-TdR B AR F MTT #%iX5 545 R —5 #iE
B TNF 176 4% P9 e 6 (40f0 B2 b B 8 4 (2R 140 1)

DNA L& m SW-480M 4= 7 5 Rty (HiXE x B
3t SW-48040 M 3 #5501 DNA M 7EL. 2X 10° u/ml B
TR F TR, 7R 3 In 48 i R T T M . Ruggiero™ A /&
“RFET75 R 0561 ERFEMD 4, HIEH %
i o ORI I8
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Studies of the effects of recombinant human tumor necrosis factor on hu-

man colon carcinoma cell line SW-480 in vitro

Zhang Shengben, Zhou Xiaowu, Zhang Lianyang, Huang Xiankai (Department of General Surgery, Daping Hospital,
Third Military Medical University, Chongqing, 630042)

Abstract The cytotoxic and colony inhibiting effects of recombinant human tumor necrosis factor (rhT-
NF) on human colon carcinoma cell line SW-480 were observed in vitro with modified MTT and *H-TdR in-
corporation. It was found that thTNF 60 000 u/ml exerted obvious cytotoxic effect on SW-480 cells and ikhe
effect was not dosage-dependent. The SW-480 cells seemed to be low sensitive to thTNF. However, the
colony inhibiting test revealed that rhTNF 10 u/ml was capable of inhibiting the growth of SW-480 cell
colonies in a dosage =dependent manner. When the dosage of thTNF was larger than 150 u/ml, the inhibi-
tion was increased with the prolongation of time.

The ultrastructural changes of SW-480 cells after thTNF treatment were small holes on the cell mem-
brane in the initial stage, then degeneration and lysis of the mitochondria, pyknosis, karyolysis and eventual-
ly cytolysis.

On the basis of the fact that the curve of the cytotoxic effect of rhTNF determined with MTT and that of
the colony inhibiting effect determined with *H-TdR incorporation were consistent, it is believed that the
lethal effects of rhTNF on the SW-480 cells were mainly on the inhibition of the DNA synthesis of intra- and
extranuclear chromosomes of the cells,

Key words tumor necrosis factor; colonic neoplasms; SW-480 cells
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Study of the P*° gene mutation at codon 249 in primary hepatocellular car-
cinoma
Bt A

FAE & x (B=FRK¥HHEERMHLNB) 630038

ZX KA PCR—RFLP XM EREFARE PEES
249 IL X M) R AGEAT 0T AR IT HEF B R P ER.

b BERFE

HRHFE - DNA L PCR ¥ /5.9 ¥ K B 164 bp, A
Hae I B§ U1/ BF A BI4E Y0 H90,468027 bp =4 K B, AR Y
#136,27 bp B A~ K &I,

2 H#8
P MAR N REFRIB IR, HBSHEILL.FA
YITh @A EREAR, BB MIRFERFSERR TS, TE250 FF 8 A 5B i 3136 bpir , Bl 249 BF R F R £ Fek
—70CIFF R IR LA F 44 DNAYY, 3 it

PCR 5% P EBH# B L BB EW BT & R, L#51 ¥

.5 — CACAGTCTTTATTCTTCAGCG — 3, T #5145 %
5.5 —CGAAGAGTGAAGTGCACAGG —3 .l 41 pg R

DNA ¥ F 40 ul PCR 4 # # % (10 mmol/L Tris — HCI, 50
mmol/L KCl, 1. 5 mmol/L MgCl,, 200 pmol/L dNTP, 1
pmol/L 5{#7,2~3u Taqg DNA £ ¥ 8).PCR ¥ 1 { (Perkin
Elmer Cetus) b ##E .93 C2#35 5,55 CB k40 s. 72 CIEfH1
min JFFR3SWIG . 72,C EAH 10 min B 7 pl J =Y 2% Bk
WS K EWEY R,

PCR ™Y A M/ B, 2Byl Ao T, 48
FRIE#E, 0 Hae DL, 37 CE R MBS UE KB B
Mk 5T B EB B ESE T MBI IR,

PEERPHARMASEMETAX. BERHEA™Y
MAMERERAAZRETETER EHAERSRER
HREEE, MP EERTRAKRENIERRZ — RN
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mEﬁi B,(AFB,W%F‘EB’H&E.W&@H’JEEU &ﬁiﬁ
WX, ZUAEFRARENREZAEES0%, AN PUREE
FIMERTF N AFBER WA AT BT Aguilar &
SPLBIEL AFBVERIME R L E N PU R R T4 F 5D
F AT FRHRERTZZEERWMA), R H X &S ER
(F4 60 50)



