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TFT16% F 53k 3R % Xt Mz & 40 B Hep-2 BY 52 M

R R F B
(BUMITFE K 2 A iy 5 PR B AL 242 Bt B 310036)

E  BRT-PCRY 13269 IF1163L A M Z 3| AA KX i #ipVR1012%F, 133|pVR1012-1F116
Tk, BRE RIS L4t -3 AN Hep-24n/ie.. F & FRT-PCRA Western blot#a | IF116 5 F £ Hep-2
s F 6 o kR, 00 K R 2 %) ik BMT Tk M 2 IFI11 635 B 9 5k & ik 2t Hep-2 4m it 74
B4R, AR IR MIFL 65 B 91 5k £ ik 2t Hep-24a e, ) A BB T 69 % vh1, F 7 5 RT-PCRA#7
45 R & I, pVRI012-TF116°F 48 /7 #3.4% % 6 Hep-2 4 L IF11 6 L I mRNAK-F 2 # F 5 ; Western blot4
Mok R & I, pVRI012-IF116F 407 ¥ 4% 2 thHep-24m I IFII6 A A & & T A A K- F R EH 5 @ik
A Ko &N E LR K I, F2RIF4pVRIOI2-IFI16F 28 i 4244 = ¢ Hep-2m it A K T 12, £ H3R AT
pVRI012-TF116%F 40 /it #3245 % 69 Hep-24m i A ik o B R 1%, Hmockd: e A= HRARGE F1F BB 4m e
A £ 7 B 2 (P<0.05); MTTRZ 25 £ X I, pVR1012-IF116F 40 )7 ¥ 4% fHep-24m 048 h/z, L AR%T
E LA B B E K, Hmockdt e B BAREE xR AR b £ F+ 8 E(P<0.01); AX @R
A 48 R K I, B mockdt e B BAREE Jext R 4m e A8 vk, pVRI012-IF116% 20 7 #2144 4248 h/z Hep-2
2m it 2. Go A 4m L b ) A B T L B AR R E T 5. LR AR 4 RBLU, M AT E] 49pVRI1012-
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IFI16% 48 /7 #2 %

Y £ Hep-24m itL F 91 Sk AR IFII6 A B, IFI1635 B 9) sk & &394 Hep-24m fL3g 34, A

#Hep-2 28 it JF) # £ . Go 514 5 Hep-2 2 & 4 A T,

KHEA

ﬂf%%‘:’?%%éﬁ%ﬁﬁ%ﬁ@,ﬂ?ﬁﬂﬂlﬂﬁ, LR 2 %

E BT H T, 6 M SR R R A g va T
JER TR BT MAdT, @XULEPE@EEH%%EE%,
FE G897 02 197 RO T A BEARH AT AR K 25 @A
I, VT AR DR M R GBI IR TG, T E
(interferon, IFN)J& YT I w42 25597 V2 B 2L 1)
— R0, IFNGE — R AT )2 A (R 0 R T,
HAPURE R Prdi g sE LR 540 i
ISR HAT, IFNCHE 2 N A TR B 2%
MPUIET ¥R, TH0ER 5> 4l T4 2 (interferon-a,
IFN-a). &£T4E T3t % (interferon-p, IEN-B)F1 4 5% T-
. # (interferon-y, IFN-y) =25, H A IFN-y ¥ Hi i I8
1R 5™ BATT AT I 5T A B, TEN-y eI ik
Jee: A0 N Hep-2 ) ¥4 58 I 5 SIFTI65E N (1) Kk, A
AN 5 IFT 65 DA [) — S5 [ MIND A IR 1 3Rk
?széwﬂ IFN-y 41 i Hep-24H i ¥ 384 5 7] A Ao il ik
U5 FIFI165E R ik kA 5 W IFTT63E PR & 19
%T T 2R IE IUTFI-200( 3 FRp200) 5 ik i b2 2 —,
FEE WAL ARG AN R, 4y WEIFII6. MNDA .
AIM2RUFIX®T T4k, AWK IFII65E R 7 3k

IFT16HE D) ; Hep-241Jd; 3895, 240 J4 403 0T

2890 e e o P 0 A RO AR AT 1 i 39
TR A LU R A N TR S HRE HE I L1163 K 7E N
W et 40 i 2R Hep-240 J0 1) 389 i w2 40 4 . A3
LAHep-240 i 4 B SO KL, 18 I # TP 65 DR B A%
FIE W ARPVRIOI2-IFI 6 T 241 7 b, W FVIFI163E K]
A SR T % Hep-240 Ji 34 B 1) 56 R, PR LT 63 K]
FEHep-240 Jf 36 5 Hh (K 45 H, A 1E— 20 48 7R TIFN-y i)
il Hep-241 fu 4 58 (¥ 73 ¥ HLIIBE 5 1 Bt

1 MRS
1.1 #1#}

L1l £ &K A SRNA 2 35k 71 Trizol)ly H
BioBasic/A ], Taq DNAZR A MY 1 Fif i B A Y04
ARA PR ], DL2 000 DNA Markerlt) [ KAR 24 40 B}
(AL H)H B 2 7, Trans 2K plus DNA Marker)l) [

Wk H #9: 2011-10-21 132 H: 2011-12-05

WL A BT A A 71 2 (No.2010R10062) I 1145 1 AR B 2% B &
(No0.Y2090698) %% Bh1ii H
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e XS AW EARA R A7, cDNAK —5 4 ik
A& DNAJ Bealiit/ MG & BamH 1. Pst
I. T4 DNAE#;#5. X-gal. IPTG. 4 il % 443K 71
Lipofecter. RIPAZY fift . PMSF. BCAZ 1k /%
W PG iy T AR . PVDFJEL,
/N B R PEactingt 46 . HRPFR A 19 1L £ Bt/ fllgG.
BeyoECL Plus XMTTIA A H 252 R 25k 2
], 2N W B A R I W [ TaKaRa/A w], Jiokr K &
il £ 771 £ Plasmid Maxi Kith) H Qiagen’y &), /) il
SIS HITFT 65044 A Santa Cruz/E )4 A A 7] 7= 5, Wi
240 A4 53 1 H ik F/Guava Nexin Reagent 2 Guava
Cell Cycle Reagently [ Millipore A 7], RPMI-16404f|
Wk FR 560 A Jb BB A IR A H], H AR N A i
e BN Y ZE S AR TR R TR A A .

112 @iz, AR 8 UNL RN TR
Hep-204 [ Hp B B2 Bt b AR 4k 24 5 40 i A= 4 2
WA ML rh o, B AR S S ARAF A AR AR K dT
W DHS o tH A S50 % A7 . pUCTM-T R H 35 = K
PN A T, AL BEARAE . FORpVRI012
2 [E Vical 24 7] B4 4 £ 4 CMV promoter/enhancer
1) BCRZ R IA TR o

1.2 /&%

1.2.1 pVRIOI2-IFIl6E L /F #9432 Hep-241
L 10 ng/mL IFN-yALBE 48 hJim , i Aiscs4n i, M
TrizoliR FHEHL 40 il 5 RNA, HL 2 pgis RNAF] cDNA
55— 8 AR S 5 5 B cDNA, B2 pL cDNA
Y B PCRY™ 8 TFT1 65 R i i [X. . PCRY™ 1 5|
WIFHh: BRI 5°-GGC GGA TCC ATG GGA
AAA A-3’, TSI : 5°-GGC GGA TCC CAG ATT
TTA GAA GAA A-3’; PCRY™ 4114« 94 °CTilAy
PE4 minfi5, 94 °CAE1E35 s, 54 °CiB K 35 s, 72 °CIEA
2 min, 35/MfE¥R 5, 72 °CHEAH110 min, RT-PCRY" 17~
WAk [ED i v e 31 pUCT]-TA AR h I T, 4
P 1A J5 H BamH 15§ )\ pUCM-T-IF116 5521 3% fA
VI IFTT 63 o 2l DS 4 TF T 655 BRI e [ 3]
pVRI012J50K: 2 ve A s (1) BamH 1V) 55 |, F Pst 1§
Ik IF1165E DA 1E 9] 4 A 1 pVR1012-1FT16 5 21 it
Wio IFL16KEN IE 748 A pVR1012-TF116 5541 Jioki i),
Pst DI E4H Tk 2 =47 173 bpMIS17 bpH 4 45t -

122 @miedsze  f58CE K Hep-241 a4 7l T
24FLEE TN, B LRI 131041 2 T-0.5 mL RPMI-
164015755, 159724 h)m, Hllipofecter® Yeidk |44 H:

ERAEDLEH 23 1% Hep-241 i idE A Tmock 7 44(HX 0.5 pL PBS
B JFRIDNA). pVR10127%% 8 74 5 Ye(1 pg/ul k&
144 [ pVR1012FUKIDNA 0.5 pL). 1xpVR1012-IFI16
T TR Y1 pg/uL K& 145 [RpVR1012-TFT1 65 41
JHRIDNA 0.5 uL)A12xpVR1012-IF116 5 4 Jii ki 4% G
(1 pg/uL K E 144 FRIpVR1012-IFT 6 21 JFURiDNA 1 pl).
A UK SIS B W) A P G 4 ol e 3 S AL A0 i, A5
Ko SIS TS TR
123 [FII6& B sh kg ikdem 8 & A A
J5 28 Gt (P Hep-240 i, %% 4% 548 hiff 14 Wi 5 48 i,
43 5 2 52 B RT-PCR & Western bloth illpVR 1012-
IFT16 T 2 JFURL /1 Hep-241 Jitd th Ak K IBIFT1 635 A (1)
e ¥ mRT-PCRAL I N, F Trizolis 71 73 7l 4
H0 40 S RNAFF HEAT 2 &, BERR L 4 45 02 pngdi
SMRNA. HcDNAZSE —4 & Bl i & 2 i i s
icDNA, % H(2 pL cDNAHPCRE; A 7 HIF1165:
L, A4 H02 pL cDNAHIPCRECARY i 5-actindk K
Ve NS ILE G IFTI6SER S e 5. BiEa v
5"-CCA AGA CTG AAG ACT GAA-3", Fiiis1¥: 5°-
TAG AAG AAA AAG TCT GGT GAA GTT TCC ATA
CTT G-3°; B-actin3 R 518 5. LiE514): 5°-GCG
GGA AAT CGT GCG TGA CAT T-3°, FiiE514: 5°-
GAT GGA GTT GAA GGT AGT TTC GTG-3’, PCR
14 7 ) 48 B I W g s v VK B IR AL S BE R ), AR
SLAMT ML LE B I B . Western blot#a il B, H
RIPA S 53 i) i 2% 40 I B 1 4 A, FF HIBCA R
1R R DN 5 R 70 6 0 ) N 5 B 1 A VR I
WL, BRI %20 pgidk /T SDS-PAGEH
VKo FRUKES WS 4000 31200 7= ) e B BIPVDE i I,
PVDF I FH 75 5% Mt i 24 95 Y TBS T = il 15 1412 h5,
Iz BCR IR — $(1:200%% 8)37 °CHi¥ 52 h, HITBST
TR VR0 minx3 9K 5, IIHRPARC I Ll =E 3T/
FIgG = Pu(1:5 000H B == i % 7 1 h, TBSTHE YL
J& IiBeyoECL Plus/i 44427 K g BIX-I
124 @mfRsgsindr  ARBEH 90 M AR K ih 2k
22 AMTTE, 43 i 3EAT 40 M 34 58 50 AT
(D)4 M A= it 2k 2 v E R W FRHE K
1 B Hep-240 M 42 Fh T-244L 15 IR M, B AL FP1x10°
41 e T°0.5 mL RPMI-164055 75 Ke b e i . 552
RIFUG, 43 50 X Hep-240 B 1E AT 25 P A W) 7 3 1)
o WEEIRGEL, REFN L G Rp R 3AN AL 1) 4i i
Hguava easyCyte 8HTi X 40 J A 70 5l EAT TH 4, 3
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LIS

THBREEIREE Mday 1, 554K Nday 2, 55K N
day 3), SEES MO H 3R, K ithday 1~day 3% K AEF
e e A T 40 P B3 B bt 22, SR JE LATHEICR
HAE AL bR (H day O~day 3), DX N AsE K ) 41 o
SEIEAE A AARR, Ll an e A th 2 5]
QMTTIEERAE GRS 5 FhAS [F) 7 N 4L 1 Hep-2
A 2224 hi% 3L 5, T ACER 40 i 7 43 0 45 il 196
LA M % IR0, B FLIEAP1x10°40 g T-100 uL RPMI-
164085 77 5L h 4k S5 7748 h, Bt 5 R FL40 M In A 10 pL
MTTR A, 1 H4 hJ5 A 100 pL formanzenia i, 4k
SLA4F 4 ha B S B A DA /570 nmidfl A b e
TEMMAE (D), BEFf Gl e 3 AL . K H AR A
5 B 20 R R GRS T A8 5 b v 22, Lhmock s Bt
41 0 14 S BB 3 A 100%35 40 i 2 B ; Toe %%
Tl G 0 L ) S MR ST~ 3543 il 5 mock s 4 41 i
RIS TS E AR B, SR H FE e 2 i G4 J P A
YEA ML E o« BT, DA IS 40 B g H A AR KR
DA AN [ 2 e 07 O B AR R IEA T AR 6
12,5 e fadbr  SAANEDT U e Hep-2
2 o 2248 e m, AR A ML 53 3 1l % A0.5 mL
ML BEPEAE, S I3 mLIJG/K SBREA RS JE /520 °C
B o o8 S AR 4, 5 fS - NS00 pl
1XPBSHE 25 AN [F) 7 X2 G () 40 U3 4 il o 46 e
MR A Rh AN IR 7 2 G 1) 40 B v 5 Y
100 pL, 43755100 wL4H i J& 1534t i Guava Cell Cycle
Reagent%s (0 i1 A, BEYCHL 030 min, 42 €645 90 5 H
guava easyCyte SHT i 2\ 40 fu{y, iz F H:Cell Cycle’k
A, o8 A AS R 7 2 G () A0 gk AT 40 i J 3404
12,6 @Al SRANE T U G ¥ Hep-2
A 2248 Wi YL I, T A WA 40 i 23 il 1 4% i1 mL
MBI o A5 AN ] 7 2 % 1) 0 i 5 X
100 pL, 43 51 5100 pL41 g 93 7 43 477 FlGuava Nexin
Reagente (i A, WG (520 min, Yo 45K 5 H
guava easyCyte SHTI M i, 12 F HiNexin#k {4, X}
e FPANTR] T 2 G 4 RO AT M T2 2347

2 4

2.1 pVRI1012-IFI16E A ki A9 #03E
FIRT-PCRHZA -8 F2-y 4k H ¥ Hep-2.41 Jifd H

P AT B — 5 A TOWH K /N2 190 bp) IDNAZ

(EI1A), # F Al [ 5 B BpUCm-TEAA 20

JFAIF S iZDNA LA R IFII 6L . B, I BamH 1

WHIFT165E R \pUCM-TE A4 ) i (E1B), F 7 f 3|
pVRI012JFKi £ FLlE A7 i1 1) BamH 1D] 55, #3211
A ORI Pse BT EAT T, IF1163E R IE 17 46 A
I, pVR1012-IFT16 F 2 5k H] Pst I ) 257 #E7 173 bp
HI517 bpP 4k 4citi o o), 49 BIIFII65E X IF 1)
A IpVR1012-IFT1 6 F 41 JFeki (K 1C).
2.2 pVR1012-IF116ZE 4 5uhi 7EHep-2 4B AP B9 FRi%
HIE(DORI2 A5 (2>) FpVRI012-IFT16 5 21 J5i A 73
) #% JeHep-241l 248 hji5, f- & THRT-PCR J Western blot
A3 BT 45 5L % IR, 1xpVR1012-IFT16F12xpVR 1012-IFT1 644
Yef¥Hep-241 1, FLIFTI 6 IRIRT-PCRY 4 457 M ik 4 4%
7 )L R AT OC R HEE 10 R A M R 45t
FE(FE2AFNE2B). -5 S RT-PCR J Western blot45 4 i)
B, 1xpVR1012-IF116 F12xpVR1012-IF116%% #+Hep-241

(A) (B)

IF116(2 190 ¢
42190 5p) pUCM-T

K116

7173 bp

517 bp

A: RT-PCRY M43 BIIFI1 6 5L K, ¥kiE 1: DL2 000 DNA marker; Jki#E2:
RT-PCRY" 4 7= W) IF11 655 K ; B: BamH 1Mi)pUCm-T-IF116 5 20 4% 14
ZE L. JKIE1: Trans 2K plus DNA Marker; yki&2: pUCM-T-IFI16H 41
o AkBamH TE V) 45 L, C: Pst TRE V) T3 15 2 (\)pVR1012-IFT16 5 4
Jitki; $KiE 1: Trans 2K plus DNA Marker; ¥ki&2: pVR1012 50k Pst 1
)& Yk 3: pVRI012-IFT16 5 21 Jioki Pst TR 45 5

A: RT-PCR amplification to produce /FI16 gene; lane 1: DL2 000 DNA
marker; lane 2: RT-PCR amplification product /F7/6 gene; B: pUCm-T-
IFI16 recombinant vector digested with BamH I; lane 1: Trans 2K plus
DNA Marker; lane 2: pUCm-T-IF116 recombinant vector digested with
BamH 1; C: screening for pVR1012-IF116 recombinant plasmid with
Pst 1 digestion; lane 1: Trans 2K plus DNA Marker; lane 2: pVR1012
plasmid digested with Pst I; lane 3: pVR1012-IF116 recombinant
plasmid digested with Pst 1.

E 1 pVRI1012-IFI16E A Fokr By M
Fig.1 Construction of pYR1012-IF116 ecombinant plasmid
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Hd, FLIFT1 635 ImRNA 557K B 8 1 3R IB 7K A%
B8OC 2 B v Tk B4, UE BIpVRI012-IFT16 H
41 TR g AEHep-241 fd v IR IFTI 635 K]
2.3 IFI16EF 5k Fix I Hep-2 40 A& 78

It XA AT 0 o A A K i 2 25 SRR,
M EE2 R i, 1xpVR1012-IFI16F12xpVR1012-IF116 5 21
JSURL A G (1 Hep-240 I AE K TF 46 48 18 &2 53K I, 1x
pVRI012-IFI16F12xpVR 1012-IFT16 5 41§k 4 HHep-2
G, A R R B SR AR, Eymock i G4l K S Ak
YT HE A AN M AH b 22 5 10 25 (P<0.05, KI3A). 411
A R0 5 S5 R, IFTL63E R AR R 355 RE i
Hep-241 A 1) 384 5

MTTV Ml 2 25 2R W 7, 1xpVRI1012-IFI16F12x%
pVR1012-IFT16 5 415 Fi 43 1| 4448 hJi5, Hep-241 fid
(R AEDE 5 4 i 25 H Sl 2 BRAIR, HL S S ok ik i
R R, Emock i YLl J 7S AR Y] 2L 40 g
AH EE 22 7 5 5 (P<0.01, [K3B), MTTVL I 5E 45 5ty
UL, IFT1 655 DR Ak ik R4 i Hep-2. 40 Jia 1) 4 5 .
2.4 IFI16E R 53k ik B i Hep-240 A1 JE] HA

it 2 4 M LSORS W 4 e JE A 25 3 2R, Himock
W N BRGNS BT AR L, 1 & 2xpVR1012-
TIFT16 20 J5URL 53 9 4 G448 hJi=, Hep-240 Ji ¥ V. Golt
(sub-Go) 4 i Lt 451 2 25 7 v HL 5 38 19 00 &R (K14) . 4
I ) UG S 55 R 4 W), TFTT 6555 PR A ke 36 i R BH

(A)
50
40! Mock transfected
o= pVRI012 transfected
=v= 1xpVP1012-1F116 transfected
— == 2%pVPI1012-1F116 transfected
=
= 30
=
3 :
E 20
o -~
10 . >
ﬁ/ -
0
0 1 2 3
Time(days)

Hep-24i Jitg 4 45 W Go Y -
2.5 IFI16E AR FRIZE SHep-240 R T
T T A0 SRS S 4 B U T 45 R R, Himock

(A)
1 2 3 R

S— | ]G

(B)

P-actin

A: £ 5E ERT-PCRIMHT 45 5 ; B: Western blot7) 45 5. ¥k 1: mock?
YeHep-241 g, JkiE2: pVR1012J50R % 4eHep-241 Jf; JKiE3: 1xpVR1012-
IFI16 T4 Tk Y Hep-240 I; vki&4: 2xpVR1012-TFT16 541 Tkt 4t
Hep-2411J1..

A: semi-quantitative RT-PCR analysis result; B: Western blot analysis
result. Lane 1: mock-transfected Hep-2 cells; lane 2: pVR1012 plasmid-
transfected Hep-2 cells; lane 3: 1xpVR1012-IFI16 recombinant plasmid-
transfected Hep-2 cells; Lane 4: 2xpVR1012-1F116 recombinant
plasmid-transfected Hep-2 cells.

2 pVRI1012-IF116E 40 [ fi 7E Hep-24 il 1 Y 3R %
Fig.2 Expression of pVR1012-1FI16 recombinant plasmid
in Hep-2 cells

@

1204

100 4 —_— S

804

Relative viable cell number(%o of mock)
"
*

Mock  pVRIOI2 1=pVP1012 2=pVP1012
-IF116 -IF116

Hep-2 cells with different transfection

A ARG 2 I 5 25 2R B MTTIR s 45 M o I P AN i 2 s ok B 3 OIS S0 1) A0 N B8 BB R AR HE 72 . *P<0.05H1%* P<0.017) 73] 2 7~

L5 AR REmock e Ge 4 I 45 3R G (R xR AL A0 AT B B 28T 2

A: cell growth curve assay result; B: MTT assay result. Each result was expressed as cell number mean values(means+SD) obtained from three

independent experiments. *P<0.05 and **P<0.01 indicate statistical significance as compared to the corresponding untreated group and pVR1012-

transfected group, respectively.

3 TFI16ERE SRR EHNH Hep-240 A8 5E
Fig.3 Ectopic expression of IFI16 gene inhibited Hep-2 cells proliferation
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A

&k

BEYL Y] R AR SR AREE Yt FE 240 U AH LK, 1xpVR1012-
IFT16/12xpVR1012-IF116 5 20 5 ki 43 1) % 448 h)i,
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Fig.4 Ectopic expression of IFI16 gene retarded cell cycle of Hep-2 cells
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Fig.5 Ectopic expression of 1FI16 gene induced Hep-2 cells apoptosis
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e i S Hep-240 o K A0 T

3 Wit

Wi S5 IR VR T T AR S B TR I
7 RIARIT 380, R vk SO SR B IR A 2k, i
WA FVENIEIE OO, AR LA 2. R,
WA DGR M 55T VERS 2 R0, ARy i
SR L e L — R . TR PUR R
JUFE DATEN-y R udis V8 F 0 de = N Wi 40 it 5
Hep-22& ' W (1 Wi 41 0, Hep-240 it p5 3 it e 41 s B
DRy B A Y, {HL T Hep-2.40 il P9 P53 85 117K AR,
Hep-241 ffg 1 /1 Alp 533 A b F 2 iR 45 . Hep-2411
it P9 A S AN FL Sk 98 FEHPV-18 3 3 14 L E6%
AN, E6JE H 1 A2 PS3 R [ BRI (¥ — Fh 4G,
E64 t 171 Ae 18 1 3 20 40 J P 11 85 11 7K At i T e A
P53%E [, {41 P53 8 (/K ib TAUOIRAS, B4R
T p 5 3L PRI R 1 5 o 40 s g A ) A7
R, TFI16HEDR ¥ 4 i ™= P)TFT1 645 11 7140 L N A g
HE6H (A4 4, IFI68 (1l HE6S i 1145 &
TEPIE6SE & 1 D Re i B /8 U AR
WFSCARAEE 52, TFT1 65 PRI Sk 2500 i 98g v b e Jien g
PEHIE,

FATTHT SR 5 % I, Hep-240 i A LFT1 6.5 [K] 4k
TALRIBIRES, TFN-y Ak #Hep-241 1 )5 GE 40 |Hep-2
I, IFE S HIFTI63E R KI5 T, (HIFN-yAb
i Hep-241 M J5, A 50 S5IFI165E B R J§ — /N 5
T IR MINDAFE [R] ) 2 3810 AR At N (43 DL Je 3%,
MIIBEGT R I, FAT TR, IFT1 63 R 76 Hep-244 i v
7 T BE A/ F, TEN-y 40 i Hep-2 40 Jit) 14 58 v fié /2
W5 FIFTL6HE R R TET A 1. A T Sk AT
(R, A S0E R TR A Sk Rl BooA, il i b
IFT16E R B A 40 i 4% 1 oAk, ) 7 Hep-246 fit o
AR RIARIFII6FE R, W SRS IFI 65 R {E Hep-241]
MO IR . ASCHIWT TS R BoR, TFIT6RE R Rk

AL BN Hep-240 1 58 . BV Hep-240 1o 4 175
WGl I 175 T Hep-240 il & A T2, E BHIFTI 655
1 Hep-2 40 Jf ke 34 5 40 k44 FH

A ST &5 R T 7R TEN-y 3 i Hep-2 44 i
AR 43 LT BERAE R, 3B R IFLT 6
J IR 2 5 TFN-y 00 Hep- 240 i 389 5 (1 4 1] 25 5 17 3
fitto
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Influences of IFI16 Gene Over-expression on Laryngeal
Carcinoma Hep-2 Cells

Chen Jianming*, Zhao Jing, Qiu Ming
(College of Life and Environment Sciences, Hangzhou Normal University, Hangzhou 310036, China)

Abstract IF116 gene amplified from RT-PCR was constructed into eukaryotic expression plasmid
pVR1012 to obtain pVR1012-IF116 recombinant plasmid, and then this recombinant plasmid was transfected into
Hep-2 cells with Lipofecter transfection. After transfection, the ectopic expression of /F716 gene in Hep-2 cells
was analyzed using semi-quantitative RT-PCR and Western blot methods, Hep-2 cells proliferation influenced by
the ectopic expression of IF116 gene was determined using cell growth curve drawing method and MTT method,
and Hep-2 cell cycle and apoptosis influenced by the ectopic expression of /F//6 gene was analyzed using flow
cytometry. Semi-quantitative RT-PCR result showed that the mRNA level of /F1/6 gene was noticeably increased
in pVR1012-IF116 recombinant plasmid transfected Hep-2 cells, and Western blot result also showed that the
protein level of /F116 gene was obviously increased in pVR1012-1F116 transfected Hep-2 cells. It was found from
cell growth curve assay that Hep-2 cells grew slower than control cells after one day of transfection with pVR1012-
IFI16 recombinant plasmid, and the growth rate of Hep-2 cells was obviously slower than control cells when
transfected with pVR1012-1F116 recombinant plasmid for two days and statistically different to that of control cells
(P<0.05). MTT result showed that the relative viable cell number of Hep-2 cells was remarkably decreased after 48
h of transfection with pVR1012-IFI16 recombinant plasmid and significantly different to that of control cells (P<0.05
and P<0.01). Flow cytometry analysis disclosed that the ratios of sub-G, phase cells and apoptotic cells in Hep-2
cells transfected with pVR1012-IFI16 recombinant plasmid for 48 h were obviously increased comparing to that
of control cells. The above results illustrated that the pVR1012-IF116 recombinant plasmid could ectopicly express
IF116 gene in Hep-2 cells and the ectopicly expressed /F116 gene could inhibit Hep-2 cells proliferation, retard
Hep-2 cells cycle in sub Gy and induce Hep-2 cells apoptosis.
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