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Effect of metastasis suppressor gene Kail/CDS82 on proliferation of laryngo-carcinoma Hep-2 cell line
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[Abstract] Objective To study the effect of metastasis suppressor gene Kail/CD82 on the cell proliferation of Hep-2 cell
line. Methods Recombinant adenovirus rAd-Kail was amplified, purified, and was used to transfect laryngo-carcinoma Hep-2
cell line. Cells transfected with blank vector and untransfected cells served as controls. MTT assay was used to assess the
influence of Kail gene on proliferation of Hep-2 cells; RT-PCR was used to examine the expression of Kail gene in cells of
different groups. Results  The titer of rAd-Kail reached 6 X 10 PFU/ml after expansion and purification. When the
concentration of the adenovirus was 30 MOI, the transfection rate of Hep-2 cells could be higher than 90%. MTT assay showed
that the cell proliferation abilities were similar in the two control groups, and the proliferation ability of cells in the Kail
transfection group was significantly lower than that in the non-transfected group (P<C0. 05) ,with the inhibitory rate in the Kail
group being 29%. Conclusion The Kail/CD82 gene can inhibit the proliferation of Hep-2 cells.
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1.1 smES5mie WA AR Hep-2 th AR EH
B R S R K 2 2 2 Bt 25 W Ak o B0 A b R L
B, Kail 3 [H 363k AU R0 5 & HEK293 40 g
R FR A 5 A B B3 B P B K 2 B i S 5 v 0 TR
PR,

1.2 &K #A RPMI 1640 ¥ 3£ W0 T 25 H Gib-
co A F B A /N A I I WA B U 2 T A A TR A
B FRZAE . DMEM ., B 2 (1 E  MT T, DMSO (7
FDO W T £ Sigma 24w, B-actin W T30 3% il 58 #j 4=
P AR AT BRA | PBS I FAb s h A2 A AE W H AR
AR F L DNA # B &  Kail ZEE K PCR 514
K PCR 38 HR &0 F il A T AW TR H AR MK
FHMRAH,

1.3 EZZFEHBF &

1.3.1 Hep-2 4 # % Hep-2 HMHKRIEFRT
T 10 % A /N I A9 RPMI 1640 85 3201, T
37°C 5% CO, MR A 5 & . 8] 8 & 508 W2 H A K
Bl 1+ 3 AR AR IS X B A K 1 A0 i IR O AL
T 1 % YR 2 A RV L A A R 2 R AT A
ik,

1.3.2 rAd-Kail B4 35 HEK293 40 il k4 Fh
THEFE L 55 57 2 A MR R R AT iIn A 10 MOT Y
rAd-Kail J5 5 FiEW .3 d J5 77 40 4 50 A8 BB T
I B A B K b W, 4°C VKA B R R AR RS s,
FE 5 s 3k 3K, B0 BRI AR o BT
4°C 35 000X g MBSO 6 h, W45k 5 . HE T PBS
O 1L 34 g/ml CsCl 100 000X g, 4°C #8538 B .0
12 b, W BN B L bR 1 A5 HH

1.3.3 rAd-Kail &3 Z 0 25 HEK293 4 Mtk
% 1}X10° /FLEEFP T 24 FLAR L 48 h J5 24 20 0 T
KALIE 2 80% B, Jil A rAd-Kail %8 L& W 0.5
ml, 541 6 fL,24 h J5m A 42°C B 09 4 3R (4l
WK :2XDMEM 10 ml o/NEILE 1 ml L0, 1% H
21 mliBAJE 37°CAEIR . B 10 ml 50°C 2% Bilg
BA) 2 ml/FL.2 d J5 HAb 708 FRBUR (ALl . 2 X
DMEM 10 ml, /NI 1 ml 0. 1% HPELT 2 ml
3%5iME 10 mD) 2 ml/HL, 8 37°C H F= 46 4k L2 s 5
HEZH I AR AN, B B R
B (PFU/mbD)

1.3.4 rAd-Kail xt Hep-2 §# 5 20 i 09 & 3 2
Y Hep-2 4RI FN T 24 FLAR L 25 80 Y0 1t Fil it
SPHIIA 10,20, 30 MOI rAd-Kail, 6 h J5 3% i
WL 3B 10 Y08 A /AR I VE 1 RPMIT 1640 3% 37 W 4%
SRR R 24 h G RE 980 W i B LSS 45 L, T AR g
R, 4T A B R = T 0 M A/ 4 A

B X100% .
1.3.5 rAd-Kail & % B8 4 j 6 PCR &0 5535

48 h WS EEXT FRZH AN , SE g 4 T Y I 48 h AR 4
JL L o3 i SR B S RNA, Kail BS54 .5-AGG
ATG CCT GGG ACT ACG TG-3', FiF5I#.5'-
GCT CAG CGT TGT CTG TCC AGT-3", /=¥ K/
735 bp, B-actin LiiE5[4.5"-TCG TGC GTG ACA
TTA GGA G-3', FiF 51 #.5-GTC AGG CAG
CTC GTA GCT CT-3", 779 K/ 247 bp, P 3%
1 :94°C 2P 30 s,61°C iRk 30 s,72°C #E{H 1 min,
30 MEH

1.3.6 MTT %Ml Kail 2 K 2t Hep-2 40 8tk 3 74
By om S Ay R EE YL S RN AL R B e Al
FAE 6 B AL, BOG B K 040 i, B A RN A
Je o FHA 10 Y0 /INAR I T 1 58 4 35 3% VG 1 B 5 400 i
B R L A0 I R 2.5 X 10" /ml R F 96 FL
M, B FL 200 pl 7E 37°C .5 % CO, Bt AN B 3 B8 T
WHLEE SR 24 h, 3 LWEW. 3 4 0m A 30 MOI
rAd-Kail .30 MOI %5 i 95 # . JC Il iF RPMI 1640,
6 hjg 7 L& & 10 %08 A= /N I VE 1) RPMI 1640
W R W AR LSS 55 . o3 WIAE G YL 5 24.,48.72 h, B AL
JIA 20 ] MTT WL 48 N LS55 4 h, S B3
WL EFLMA DMSO 200 pl. %% 10 min ffi 45 & 9
. 2 ALEEE  LLEEFR ORI 570 nm &b
(6 FEAB (Do) o 530 200 6 258 B 410 1) 2% . 40 B 34 5
PR = (1 — B Y Doy /40 M X BB 4] Dyry) X
100%.,

1.4 %t a2 KM SPSS 13. 0 84 % 5 s
PTG b T R R L 25 RoR Y SR
YU 2 (] AR FH NS ¢ K23, P<<0. 05 R ZERBA S
ES-9'

2 & R

2.1 rAd-Kail ¥ 3 3 % & &8 £ rAd-Kail &
HEK293 4 Mo bRy 34 K A4k J5 L i BE v 35 5] 6 < 10"
PFU/ml,

2.2 rAd-Kail 5 Hep-2 ¥ %5 20 i 4k 69 B % F )
% 10,20 & 30 MOI B9 rAd-Kail 58X Hep-2 41
JiL A% B4 JBR e SR 43 0 Sk 239%6.65%.,90% . i I B a2
30 MOT 24 LA F S2 40 i B e i (B 1)
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Fig 1 Infection rates of Hep-2 cells
with rAd-Kail at different MOIs

2.3 #34 Hep-2 zmfJé Kail mRNA # k& 1F
Kail B Y al 934 1 29 735 bp AYFER A B, i H
T 20 A LA B Y 254 R 3R aE L BOAT LK R i
Y Kail R A 40P A Kail mRNA B2k, 45 5%
LK 2,

2 RT-PCR #ill Kail mRNA B K&
Fig 2 Expression of Kail mRNA by RT-PCR
M :DNA marker;1: Kail-transfected group;2: Blank control; 3: Non-

transfected group

2.4 MTT 2 mpetKgaAaENL MTT k4
WoR Y 24 48,72 h I R e s I RE AL 5 R B
H Da G227 (P>>0.05), Kail HYd 5
KRIL Y 21 L3 MR 50 16 96,24 %6.29% . 22 5%
HE 22 E L (P<<0.05) 45 R IL#E 1,

£ 1 MTT E#M Kail 3t Hep-2 40 B 1 74 B9 2% 1

Tab 1 Inhibitory effects of Kail gene against Hep-2 cell proliferation as determined by MTT assay
(n=6, x+s)
Time after transfection ¢/h
Group
24 48 72
Non-transfected 1.403+0.032 1.59740. 062 1.838+0.018
Blank control 1.387+0.019 1.603=40. 045 1.79440. 031
Kail-transfected 1.181£0.025" 1.22540.037" 1.305+0. 040"

* P<C0. 05 vs non-transfected group
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Mk 9 2 B AL P9 Sk 0050 20 P i g L 0 o) R IR B #%
J2 HETMRIR I T AT i 2 — . Kail EH (Kang
Al D AN 11 5 3 0k b 4y 89 3 1 5% 7% 5
AT6. 1 4 2 H B0 B8 4 S M 0 ol B e 5 3% 00 6 T
J& T B8 B K % R (transmembrane 4 superfami-
ly, TMASFE) 2 —, J& 2% A 9 Jif 58 e 5% 41 #f] 2k ) 2
—0 L ARG BE AR S B IR YT 1918 8 R 4L T AR
KRR, ZIREETE T, A SR 2
KRR 22 A AR E S RNA T 1Y E B P 3k 2
— L WFR R Kail KA A2 2 RO v i
WAEAERINT WG P78 1% AL I B 3Rk T RE7E 2
o fie 8 e ®p v R R PR L AR AR AR E R
Bt Y 7 21 TR pCMIV-Kail il A i A S5 40 it 36 5
Z N B, WP IS i AE TR A S e Y, B
e Kail 75 800 40 i 09 AE K 2 B 5 12, 0d B

Kail B LA A4 i 928 40 0 A 1 A0 356 5 g . A8 L
il 7 1 A BF S IR Kail 38 PR ] fid 5 200 it 33 7 fi
J1 0] fig 5 H R 4 e A T s A e,
U & B, Kail 2 ERE K EGFR 15 5 ¥
S W AU R o S AR Y L Kail 56 0] BB E i
il EGFR V& FHAM i b i 56 % . 59 A SCk A
Kail 5& AT 28 Sre A< 14 38 i 175 5 W] 28 40 i 2R 4R
DN B IE 55 551 . Zhang &8 i %) Kail 3
[R5 A 8 B8 PO F Y & B Kail 3 PR AT os 20 40 o 4%
0TI 5 P130CAS-Crk [T & A I 1L, i 10 il
YNMIFERS . 32 A 0 S0 3 kX I A A% G Kail
1E 45K B2 R % B, Kail AT AE 4 15 AT 968 20 At Xk 40
L A 326 55 8% B T B0 o e A R (R R R AR B . AR
TR A U AF 9 R P 8 A A 2 v e s A T O
TR LR Kail MM F£RKF, I 52 HL M FE
KK HEAT T X LA T, & B g A1 20 Kail %5
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Kail 3 P Bl 2k 7] Bl 2 0k i 2k DUIR T 19— A BAR
A R RIS T Kail 78 ) 8k K
H 5 Rk A RN R PR Kail I3 35 78 Wk
g 1) S HE R J v T RE RS 25 E EEAE L TR AR Ry ik
{35 L 3012 W L TE A I 98 A0 B 42 28 e A T B R
WRRE R B BE I AR bR 2 — . SRR RE T IR T
Kail/CD82 P2 #E £t K ) 3% ik 5 Wk Jiw 12 1 7 5% 1) AH
Kbt R Kail/CD82, P2 ik £5 F 75 Mk g b Rk &
56, Kail/CD82, P2 # # R Bt A 2 15 7T LA
Mg T RS oL, I R AEV T BESE T Kail 2R
T I 55 R 200 A g o A 3% 3k B LI PR R SC L 45 R R
Kail mRNA 3RiK T Al 68 5 M i bR 40 i g 1) g 28
AL Ak L 45 55 A5 4 6,

ARSI o R A M A Kail B
20 R 3 (rAd-Kail) J5Zh % ANk Hep-2 4
kR, R S g 95O BB AR Kail % 4 41 i
M EFRI ARG R, N RN 30 MOI B,
XT Hep-2 4 Ml ik 09 5% Je 3235 90 % LA I, it RT-
PCR # — 2 )\ mRNA /KN Kail 5K D % Y
WG SEE AN b, S MUTT A6 I, % Y 25 i 9 5
RN ) SRR A LR E R EEF
(P>>0.05) %4 rAd-Kail i) Hep-2 40fiitR 5 K2
R 15 % Y 1) Hep-2 4B RR LL 3. B T Kail ZEH 1
BEON BG4 20 R 3 5 A7 BB AN i L 25 SR Si it
B X (P<C0.05), % LAk, Kail 3 B A7 LLAp i i
57 4 MR 109 A S BE R 0 FF Kail FH 0B 98 19 5 1
BT BAT W AE I N RN E
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