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fii L LEM] BT =SS5 B 1 22 (tripartite motif protein 22, TRIM22 ) 7€ B £ b (1) & 1k K H: 511 PR
PHAZFRAE (YOG FR, I B TRIM22 % 75 & 5\ 7L 3k 98 9% B (human papilloma virus, HPV ) BH 44 57 20055 20 it 384 4
BEMPA TR [k ] B4R 2017 4F 8 A 2 2018 4F 9 1 41 {51 57 AR DI Bk ok 1 46 (14 6y U 2L LR 18 3] 1 47
E AL RS RNA RS E A, 52 B PCR 20 TRIM22 mRNA #3% , Western blot 43 H1 TRIM22
KT, 914 HT TRIM22 mRNA 3578 1k, 5 5 3% 16 PR B0 22 44T 19 96 2 o L HPV 16 BAPE 2 25098 40 il & CaSki
I HPV1S FHYE S FU@ 41 R Hela AWFFE 442, I TRIM22 35 ki (pUNOT-hTRIM22a) Al X} i 2 ik ki
(pUNO1)F& B %% 4% CaSki 4l L A1 HelLa &L, LA % YL 20 My >4 X f2H . SRS A2 & PCR FIl Western blot £ % 44
J& 4 ML A TRIM22 mRNA 3k R & A 7KF o R 40 i 31 250 77 £5-8 (cell counting kit-8 , CCK-8 ) 6 I 21 ffd 33 7 ;
Transwell 41} (= 78 52 56 K6 0 40 B A2 22 /8 J1 5 0 240 Bl ARG 0 400 A J81 300 A8 1= ; Western blot 6 I 470 % g G L
3 P f (phosphatidylinositol 3-kinase,PI3K) . & 1 #{ fif B (protein kinase B, AKT) 1 i ft. AKT (phosphorylated
AKT,p-AKT) #HEHEIL, [Z455% ] TRIM22 765 H# 4 41 mRNA %3k (0.99+0.16 vs 4.39+1.41,1=15.40, P<
0.001) F1 7 114 /K F (0.30£0.12 vs 1.32+0.27,1=19.97, P<0.001 ) 4 B i A5 T 1 12 Hi2H 41, TRIM22 15 & fi 180
HPV BHE 2 #5198 2 20 mRNA 323X (0.9420.14 vs 1.17+0.12,1=4.21,P<0.001) 1 & 11 7K *F (0.27+0.08 vs 0.43+
0.18,1=3.86,P<0.001) ¥ BAK T & 155 HPV Bk S 2041, TRIM22 mRNA 3235 5k 0 45 5 B B AR ¢
(1.0420.16 vs 0.89+0.13,1=3.15, P=0.003) , 5 JMJ& I/ (i PR 53 191 TE B A6 5C (P>0.05) .pUNO1 ¥4 ¢ CaSki 41 fitd
H HeLa 20 L 55 oK % Y4 40 1 7€ TRIM22 mRNA FR FUKCF 03 58 228580 40 i )5 40 01 22 PI3K AKT .p-
AKT 2 (1 F B R 2 FH G2 L (P>0.05) ,pUNO1-hTRIM22a % 44 )5 CaSki 412 f1 HeLa 41 vh TRIM22
mRNA A 47K - 2 M 5 F pUNOT 4LRTNH BRAL (P<0.001) , 41 il 3% 5 1= 28 44 & (CaSki 41 :31.00+5.30 vs
135.30+17.24 vs 120.40+22.95, F=56.01, P<0.001 ; Hela 4l i :27.20+9.04 vs 112.80£12.03 vs 117.00+18.56, F=
67.45,P<0.001) AbF G,~M I 49 41 2 bE 5] (CaSki 20 Ml - 2.04%+0.36% vs 12.72%+1.98% vs 12.40%+1.62% , F=
57.82,P<0.001 ;HeLa #H Jifl :3.07%+1.08% vs 8.26%%2.98% vs 10.92%+3.56% ,F=22.82,P<0.001) .PI3K .p-AKT
B F A ) W RN T pUNOL %% Y 210 R0 oK 55 Je 400, 1fi 8 72 2% 1 25 Pk & F pUNO1 41 RIXE B2 (CaSki 4l
Ml . 11.90%+2.78% vs 5.27% +1.78% vs 6.64%=1.19% ,F=16.78 ,P<0.001 ;HeLa 4l Jfi : 18.79%+4.64% vs 6.78%+
1.03% vs 5.23%+1.09% ,F=27.91,P<0.001), [%5it ] TRIM22 7E & 5 (10 3¢ 35 B s 1% |, He ek K 7 5 5 /g /Y
HPV By FR8A% UIAH G . 18 TRIM22 33k ) IH 5k 55 &5 fa 0 HPV FH M5 2900 40 M i) 19 5 1R 2818 0,
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Expression of Tripartite Motif Protein 22 in Cervical Cancer and Its Influ-
ence on Proliferation, Invasion and Apoptosis of Cervical Cancer Cells

with High Risk Human Papillomavirus Infection
WANG Hai-peng', LIU Yi ', CHEN Qing-fen*, WANG Xi-fang', HOU Yin-yin'
(1. Shaanxt Provincial People’s Hospital, Xi’an 710068, China;

2. The Fourth People’s Hospital of Shaanxt, Xi’an 710043, China)

Abstract: [Objective] To investigate the expression of tripartite motif protein 22(TRIM22) and its effects on prolif-
eration, invasion and apoptosis of cervical cancer cells infected with high risk human papilloma virus (HPV).
[Methods ] Forty-one cervical cancer tissue samples and 18 normal cervical tissue samples were collected between
August 2017 and September 2018. Total RNA and protein in tissue samples were extracted respectively. TRIM22
mRNA expression was analyzed by real-time RT-PCR, while TRIM22 protein level was analyzed by Western blot.
The relationship between TRIM22 mRNA expression and clinical pathological features of patients was analyzed. The
HPV16-positive cervical cancer CaSki cells and HPV18-positive cervical cancer Hela cells were transfected with

TRIM22 expression plasmid(pUNO1-hTRIM22a) and control plasmid(pUNO1), the corresponding untransfected cells
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were used as control group. TRIM22 mRNA and protein expression was analyzed by qRT-PCR and Western blot,
respectively. Cell proliferation was measured by cell counting kit-8 (CCK-8), cell invasion ability was detected by
Transwell assay, cell cycle and apoptosis was determined by flow cytometry, the expression of phosphatidylinositol
3-kinase(PI3K), protein kinase B(AKT) and phosphorylated AKT(p-AKT) was detected by Western blot. [Results ]
TRIM22 mRNA(0.99+0.16 vs 4.39+1.41, t=15.40, P<0.001) and protein level (0.30+0.12 vs 1.32+0.27, t=19.97,
P<0.001) in cervical cancer tissues was significantly lower than those in normal cervical tissues. TRIM22 mRNA
(0.9420.14 vs 1.17£0.12, t=4.21, P=0.001) and protein level (0.27+0.08 vs 0.43+0.18, t=3.86, P<0.001) in high
risk HPV-positive cervical cancer tissues was significantly lower than that in high risk HPV-negative cervical cancer
tissues. TRIM22 mRNA expression was correlated with lymph node metastasis(1.04+0.16 vs 0.89+0.13, 1=3.15, P=
0.003), however, did not correlate with tumor size or clinical stage (P>0.05). After transfection, TRIM22 mRNA
and protein level was remarkably elevated in pUNO1-hTRIM22a group (P<0.001). Cell proliferation, cell migration
(CaSki cells: 31.00+5.30 vs 135.30+17.24 vs 120.4+22.95, F=56.01, P<0.001, HeLa cells:27.20+9.04 vs
112.80+12.03 vs 117.0+18.56, F=67.45, P<0.001), percentage of cells in G,~M stage(CaSki cells: 2.04%=x 0.36%
vs 12.72%+1.98% vs 12.40%+x1.62%, F=57.82, P<0.001, Hela cells: 3.07%=1.08% vs 8.26%+2.98% vs 10.92%=
3.56% , F=22.82, P<0.001), protein levels of PI3K and p-AKT in pUNO1-hTRIM22a group was significant lower,
the percentage of apoptotic cells was significantly higher(CaSki cells: 11.90%+2.78% vs 5.27%=+ 1.78% vs 6.64%
+1.19%, F=16.78, P<0.001, HeLa cells: 18.79%+4.64% vs 6.78%=1.03% vs 5.23%x1.09%, F=27.91, P<0.001)
than those in pUNO1 group and control group. While there were no significant differences in TRIM22 mRNA or
protein level, cell proliferation, invasion cell number, cell cycle, percentage of apoptotic cells, protein levels of
PI3K, AKT or p-AKT between pUNO1 group and control group (P>0.05). [ Conclusion] The expression of TRIM22 is
significantly decreased in cervical cancer tissues. TRIM22 level is closely related to high risk HPV infection and
melastasis. Up-regulation of TRIM22 expression can robustly attenuate proliferation and invasion ability and promote
apoptosis of high risk HPV-positive cervical cancer cells.

Subject words: cervical neoplasms; papillomavirus; tripartite motif protein; cellular proliferation; apoptosis;
invasion ability

e NFL K Wi EE  (human papilloma virus,
HPV) FRE2 R g B Uk 5 50 A R R E N &R
o fE B HPV R DG i 51098 300 mT e A AT T i IR
REAR A AT 0 A W 25 5 % A 0 R A
R e Ak, S B0E S AE HPY Y AN H AT
FLHEAR HE 8 S0 R A0 R B0 98 AR, IR ] S AL
TRy R 55, (e 0 Py ey b it | 5 0 Ry S988 95 s iF
SR AL 2 = 2 M 3 5 R T (tripartite motif
protein, TRIM) 7E HLIAR T 55 (1) [ A G028 N 22 b &
FEE B4R A, TRIM22 J& TRIM 5% i & B Al B2, &2
Tl R RO T A, TER RSN B B
Joa B B TRIM22 A o] /B Ry i L R pS3 A i I
BBUN7 A E A U A R e R g e P e
A R A R R R R TR, B A,
TRIM22 785 #5502 38 K F-BRAIK , E AT B 5 HPV
A3 R S 11 009 1) 20 R A OGS0 SETRIM22 7 1)
FE A HPV PR B 500 1) 1 SR S A 538 8% AL il
¥ A 6 4 BB A I o IACHE I PRFE AR, 76 mRNA
I H K 43 Fr TRIM22 76 7 /G % HPV BH ey
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g T AR AR Ak, BT R A 2 A 18 v i AR
TRIM22 3& K A HPV16 BH Y5 #9840 I8 & CaSki
F1HPV18 BH M5 2198 4 il R Hela, 43#Hr TRIM22
i IR Xt CaSki Al HeLa 41 A A= 92 76 T A 52 00, 40
A [ B TRIM22 76 5 30 i A AL

1 #AMEFE

1.1 HRIIFMAMER

PEFE 2017 4E 8 H 2 2018 4F 9 A 1ERkFEH AR
BE BE W) i 1Y 285 80— B R T Ar i2 W . JF 4 404U 3
ESE 1) B 3008 FRE 41 1), AR 28~65 %, T v A iRy
427 % ;IR KN <4 em 28 B, =4 em 13 1] ; #E
G55 14 ), T A5 78 27 4], ARE 2009 4F [F
B e = LI R B T ) B B0 I R e A o . T 16
i, I3 20 1, A K LA 15 6 SR T ARl A9
FFEE IO A BR 2 ] $2 4 119 38 7 &5 ) By 39 iR
14 g f6 7% HPV (4351 HPV16.18.31.33.35.39,
45.51.52.56.58.59.66.68)E6.E7 mRNA # 17 % 5t
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PCR I PF A 75 /& 0 HPV JR YL 15 0,41 1) e 2
BE T E E R HPV PHYME 33 1 (80.5%) ., ik #F 18
B 1E T 5 S U g R IR, 4RIy 25~58 %,
PAFEIE 413 % AR 4 E B Z R S, A
HFEBPANE I B ZAE R E B, SR E T AR
LU PBS 28 vh i vE % 2 W, 57 BB R AR AT
Keizfy, TR RNA FEE (EEIC, CaSki 40 Jif Al
HelLa 41 1350 F 5 [ Y 1% 552 9 GR 9 b ons |, %
A 10%G 4= 1035 F1 1% T DMEM B335 £ 37 C.
5% CO, 51 T 8537
1.2 #WRA*
12,1 tmieAa s 4k

pUNO1 2 ik it RE Al pUNO1-hTRIM22a # 35 Jii
4 A 35 InvivoGen 2w, f# 1 2E [H Invitrogen
28 ALY NG AR 2000 XF CaSki 41 i F1 HeLa 40 il gF 17
By TEREYLHT 24 h 1) 6 FLAR N BEFR 10° A4
fifi FHAS 25 XU ) DMEM 55 97 W +10% it 4 1L 35 28 15
Bh % A5 gL I 40 i fl 5 323k 3] 90% ., f8 ] DMEM
KRR 4 g RBTORIA AR, SVARFL 50 pl, 18] 40 wl
DMEM 15 32 i A 10 wl JE B4R 2000, 18 2] )5 &
B S min, KRR DY R IE BOR SRR R TR 2000
RE,FIRME 20 min, FRGWIMA S A UM 6
fLbr, #Ye 6 h 5,48 h 5 XY ALt
FEEAERIGE 2 d MARTIEF FE (20 we/ml), i
TEAR E e L A L
122 BR#F %8 EF PCR R AR TRIM22 mRNA
Fik

RNeasy Minikit 17 & 14 A #8 [ Qiagen 2 7 ,
2 U A A5 R B BUZH 20 B AN . RNA i 55
Themro 2% 7] NanoDrop-1000 43 5% 5% B i1 X} RNA 4fi
JE RV B AT R . fdE I 5E B Promega 24 W] GoTaq
2-Step RT-qPCR System i#£47 RT-qPCR I , 52 % 5%
RV ZR BT g RNA,BTA 1 pl Oligo(dT),s 519
(0.5 pwe/pl) A1 1 wl BEHLG 147 (0.5 pe/pl) ,ff H DEPC
AbHE HL0 JH3E BARFLZE 10 wl, F 70 CHEF S min,
ST RV A VKK TR E S min, 2RJF E LR HIA 4 pl
GoScript 5x I 2% " .2 ul MgCl, . 1 pl PCR 5 #%
H IR AW 0.5 wl = 20 A% B A% 8 1l 7 1 5510 .1l
GoScript I 5k, A DEPC 4bH H,0 14 % &4
T 20 pl o e 5 W 45 .25 CIE 5 min, 42 °C
BE 1 h,70 CHFHE 15 min, & PCR K& .
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GoTaq qPCR Master Mix(2x)10 wl, E3E5 9 (20x)1 wl,
FUFG1H (20x)1 wl cDNA it 2 wl 258 17K 6 ul,
SATRH 20 wl, 3 Applied Biosystem 23 ] [
ABI7500 5 i 72 it PCR A #E 4T 45 I, PCR J B 4%
. TAEPE 95 °C 2 min; PCR F . B PE 95 C 15 s,
B KSEM 60 °C 1 min, 3£ 40 FEFF, TRIM22 il
GAPDH 5I¥FF 51272 B & R SCHR, ih b iA1=
Py TARAT R T 1 SR 279 3k LUH I - 3- Wi R
i Z ¥ (glyceraldehyde-3-phosphate dehydrogenase,
GAPDH) i N2 BT TRIM22 (i AH XS Rk &,
1.2.3  Western blot 421 & & & ik

P TRIM22 B | G B ALEE 3 #H (phos-
phatidylinositol 3-kinase,PI3K)#T#& ¥t & 1 ¥ B
(protein kinase B,AKT) ¥t NN AKT (php-
spho T308) ¥ ik . $t GAPDH Hii& ¥ F 3 [E Abcam
AT T B S SR AT WA AT IR B R A
Ja oW dE . A SEE Sigma 23 A A9 RIPA 2K 24
i, UK A A R v AR T AR TR R WY
BCA 5 1R B2 7 1200 &k 2 R AR AT E i,
MHEARBL A0 pg A, W 10 min, #47 SDS-PAGE
UK, KR AR 2 L Millipore 23 6 AU RH IR £F 4
FWE, RMEA 5%BNEA W5 1xTris 22 w4 4E
SR PEPUASE T E A EIRIEE 2 h, HHEA 5%
JBi B A= W i) 1TBS Z& #f i LA 1:1 000 6 B2 — 9t
Tk, 4 CHFHE I . IXTBS Ml vE s S W, A
AR L E AP R AR IC P R BB G ik, =R
W 2 h, IXTBS Znpile ¥ 5 Wm, KA ECL &
. KA Quantitive One #4743 87, LLH K
BEHEAW KIS GAPDH 2571 K B (5 1Y LA 2R
H 8 B AR XS 38K
1.2.4  fm et #0K 7 & AR 4n e 3 7A

F R E = KA A4 20l 58 & (cell
counting kit-8 , CCK-8) X} 21 ffd % 58 #E 45 K U . 7 96
L, REALEEFD 2x10° A4, BB IR AR ELD
100 pl, BB E 5 N AL iR Y 1.2.3 .4 F
5 d 3t 5 ASmEE] AL 2350 AR A 10 wl CCK-8
R, £ 37 °C 5% CO, A& 1F T Hi % 4 h #F 96 fLAk
12356 A 2R 22 ) M680 i b A h EAT A, 32 BOF
1E Sk BEALTE 450 nm AYEE BE (Dasoun) TH o
1.2.5 2 R ) == Fo 2w i JB) 29 46 )

K H £ Invitrogen 2 @] (1 LAL N BE (propidium
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iodide , P1) 437 40 Ja 8 1= F0 40 it ) 409, g il 9 fk 4
o, S 40 R, 1 200 t/min 250> 5 min, 4 °CTH
Y21 PBS VEVR AR 2 IR ARG 4 CHVR (1 70%
LT E A0, 1 500 r/min 250> 5 min, PBS H &, il
A1 ml PLHEATY A 4 CHEEIE R 30 min, LA 300
HJe Mt yg, fH3EE BD A F FACS Calibur Jii

4.21,P<0.001) (Figure 1B), TRIM22 %K {4 £ & % Jin
Y1 LU B KT IR B S AR T IR R R ST 4L (0.30+
0.12 vs 1.32+0.27,t=19.97,P <0.001) (Figure 2A .
2B); TRIM22 % [ 7£ = f& A HPV BH % ‘5 859 41 20
) KPR S 3 PR T fe AL HPV B M B 41
41 (0.27+0.08 vs 0.43+0.18,1=3.86,P<0.001) (Figure

A A AT A
1.2.6  Transwell ¥ 28 fL42- £ 48 A

F %M Corning 24 7 i Transwell £ 32 %]
AN 2 B Sy TR, 45 100 ul Matrigel 1A UK

T 300 wl JC I 7 DMEM 85 38 | 7843
R, ¥ 25 wl Bk Matrigel JiIA Transwell
B LR /NE SRR, 7E 37 C
%5 30 min, fif Matrigel 24 B, 7] Transwell
B LR /NE OIS 5x10° A4
WL ARFR 100 wl, I A 200 wl TEIfiEDMEM
WA, FIZ/NEHIA 700 pl & A 20%06 4
MLY% 1) DMEM #5352, 78 37 °C 5% CO, %&1%F
TSR 24 h, HIRAR 2R %45 K Matrigel
Rn BRI R AL, B )R/ TR
¥ 1 B S [ 2 30 min, IR AR ZE YL {0 1 min,
80% 95% ,100% LR FEIR K, /N SR B g
B b3 BRI, e A T BEALIR 5 AL
T8
1.3 Sit=Z4bE

K HI SPSS 21.0 A A7 8l 73 A . TR
S TR 30, THE RS R U R
MZEFR, RA KRR, BEEFZ50T,
SNK-q ¥ 35 A7 4 ] th %% . P<0.05 A2 5% A
Geite i S,

2 & R

21 TRIM22 A EFERALFHRIERES
e RRIE FAFEM X R

TRIM22 7£ 5 #4021 mRNA A X 3%
N R E LT IER & 420 (0.99+0.16 vs
439 £1.41,t =15.40,P <0.001) (Figure 1A),
TRIM22 7 = f& %! HPV BH 4 5 55 21 41
mRNA AH % 3 ik i W & MK F & /& 8 HPV
BB SR 4140 (0.94+0.14 vs 1.17+0.12, 1=
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2A .2C), TRIM22 mRNA HiXf 33k & 55 FiE B4
I A 8 B 2 R AR OC & 43 B 7%, TRIM mRNA 7K
S SR W ARG, 15 R /NI IR 4
JCH @ AHOC (Table 1),

—_
wn
1

5 81 B

£ o T

A

—
(=)
T

o
W
T

TRIM22 mRNA relative level
~
TRIM22 mRNA relative level

N ]

T
Tumor tissue

(=]

High risk
HPV(+)

High risk
HPV(-)

Normal

A :Compared with the normal cervical tissue, TRIM22 mRNA relative level in cer-
vical cancer tissue was significantly down-regulated (P<0.0001); B:Compared with
the high risk HPV negative cervical cancer tissue, TRIM22 mRNA relative level in
high risk positive cervical cancer tissue was significantly down-regulated(P<0.001)

Figure 1 TRIM22 mRNA relative level in cervical cancer tissue
and normal cervical tissue

A
TRIM22 s s—
GAPDH S s sis SH— s— —
Normal tissue High risk HPV(-) High risk HPV(+)
tumor tissue tumor tissue
B 20 €5 o8
= =
== 2=
sFusp [ =506 T
= 33
2510 2204
87 S T
2205 = <02
e ,__I__| =
= =
0 T T 0 A L
Normal tissue Tumor tissue High risk High risk
HPV(-) HPV(+)

A:Western blot results; B:Compared with the normal cervical tissue, TRIM22
protein level in cervical cancer tissue was significantly down-regulated (P<
0.0001). C:Compared with the high risk HPV negative cervical tumor tissue,
TRIM22 protein level in high risk positive cervical cancer tissue was signifi-
cantly down-regulated(P<0.001)

Figure 2 TRIM22 protein level in cervical cancer tissue
and normal cervical tissue
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2.2 pUNO1-hTRIM22a 3k i& & #f ¥ # X
TRIM22 # % in

Table 1 Relationship between TRIM22 mRNA relative level and
clinical pathological features of patients with cervical cancer

TRIM22 mRNA

pUNO1 % 35 Ji . 1 pUNO1-hTRIM22a 3¢  Variant relative level vF P

K TR R B B Yt CaSki i Al Hela 40 M)5 ,  Tumor size(cm)
TRIM22 mRNA F14E [ 1E 40 it o 18 35 35 & A4 A2 <4 28 1.00+0.17 027 0790
ft. pUNOI-hTRIM22a % e )5 TRIM22 7% ¢ = o B 090l
P (CaSki 48 M1 :SNK-q K % ,q=7.604, P< Ly;mh node metastasis v om0
0.0001;HeLa 41 Jf1 :SNK-q K % ,q=16.83,P< . 4 osos0qz | 15 0003
0.0001) (Figure 3A) F1 & 1 /K ¥ (Figure 3B) #Y  Clinical stage
PRSP AR YL A0 M O 2 9 T pUNOT ik I 16 1.05:0.18
B TRING2 686 KT (Caski . 0 om0 2 o7
SNK-q #:5% , ¢=0.278 , P=0.787 ; HeLa 41 il : SNK-
q B %, q=2.259, P=0.061)
(Figure 3A) 1 &% K F |4 B or " B —— -
(Figure 3B) A #ik 5 A4k | £ st T . Caki cells
e 41 He e T W A 5ol CARDH R —
2.3 TRIM22 it % i& 3¢ § A" TRIM2? S s |
CaSki £f iz #1 HeLa ZA i gl e | GAPDH —
WHE EE TR B} o o ) N R PR
A 6 51 o & WY \\{@T““ o Q@Q\ “\{‘ Q\“@:‘ﬁ“ \x\\\“&; o ““\\'ﬂa\w‘“

. SO SO Ve

pUNOLhTRIM22a Fik | W o
CaSki cells HeLa cells A

Jo kLA A e Y I, CaSki 21
L F1 HelLa 2 Jd ) 14 58 52
T RMmE, HFRE 34
F1S d i 40 o 26 5 44 25
T RS M pUNOT B Y
41 Y (Figure 4), Transwell
SR pUNO 1hTRIM22a

A CaSki cells B
CaSki élﬂﬂ@ﬂ] Hela 2&] H@ E<J 31 - Untransfection 257
15 28 e f1 &k BE Y M —#-pUNOI transfection 20k
N e _ =&-pUNO1-hTRIM22a transfection .

pUNOL R R A 54 T | 2 2F Sst
W% (CaSki 40 il :31.00+5.30 ,L"::f o
vs 1353041724 vs 120402 ' ‘f'::/l*’ . s
2295,F=5601, P<0001;HeLa . 4’;”/* .

0 L -? 1 1 1 0
4 :272049.04 vs 112.80+ 1 2 3 4 5

Days post culture(d)

12.03 vs 117.00+18.56, F=
67.45,P<0.001) (Figure 5),
o =X A0 B 4 A 2 R kL
pUNO1-hTRIM22a # ik Ji
WL 2 5 e 5, CaSki 40 fil

HeLa cells

-e-Untransfection
-+-pUNOI transfection
-&-pUNO1-hTRIM22a

transfection

Pld |/’
”’

="

-
pme?

7

’
/’/ *
-,

A:TRIM22 mRNA relative level was significantly up-regulated after pUNO1-hTRIM22a transfection when
compared with untranfection and pUNOT1 transfection in both CaSki and HeLa cells(*P<0.0001);B:TRIM22
protein level was significantly up-regulated after pUNO1-hTRIM22a transfection when compared with un-
tranfection and pUNO1 transfection in both CaSki and HelLa cells

Figure 3 Changes of TRIM22 mRNA relative level and protein level in CaSki cells
and HeLa cells with pUNO1 and pUNO1-hTRIM22a transfection

1 1

*
1
1 2 3
D

hTRIM22a transfection by CCK-8 assay

4

ays post culture(d)

5

Cellular proliferation of CaSki cells and Hela cells was significantly inhibited after pUNO1-hTRIM22a

transfection when compared with untranfection and pUNOL1 transfection(* P<0.05)

Figure 4 Effect of CaSki and HeLa cells proliferation with pUNO1 and pUNO1-
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F1 Hela 20 M 98 T 9 Lb 451 388 A % Y« Bl pUNOT 4% 44
211 S P 1 T (CaSki 0L . 11.90%= 2.78% vs 5.27%
+1.78% vs 6.64%=1.19% ,F=16.78,P<0.0001;HeLa 4
Jit : 18.79%+4.64% vs 6.78%=+1.03% vs 5.23%+1.09% ,F=
2791,P<0001)(Figure 6), 4T S 1% 21 Jifd Lk 4] o 45
I Y A pUNOT 5 G 240 it 1 25 38, (H AR T G~
359 1 208 T A DU 35 R 7 9« A pUNO1 5% 2% 4 il
FEREAR (CaSki 41 :2.04%+036% vs 12.72%+1.98%
vs 1240% +1.62% ,F =57.82,P<0.001 ; HeLa #H il .
3.07%+1.08% vs 8.26%+2.98% vs 10.92%+3.56% ,

F=22.82,P<0.001) (Figure 6),
24 TRIM22 I 3 % %t CaSki 48 f2 #1 HeLa 48 A
# PI3K/AKT 15 S & 82 F R

Western blot 4% % i /8 ,pUNO1-hTRIM22a % ik
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Figure 5 Effect of invasion of CaSki and HeLa cells with pUNO1 and pUNO1-hTRIM22a transfection
by Transwell assay
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The apoptosis of CaSki and Hel.a cells was significantly increased , while the percentage of cells in G,~M stage was decreased
after pUNO1-hTRIM22a transfection when compared with untranfection and pUNO1 transfection

Figure 6 Effect of apoptosis and cell cycle of CaSki and HeLa cells with pUNO1 and pUNO1-hTRIM22a
transfection by flow cytometry
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there was no remarkable difference of AKT expression among groups

transfection by Western blot
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PI3K and phosphoylated AKT was significantly decreased after pUNO1-hTRIM22a
transfection when compared with untranfection and pUNOI transfection. However,

Figure 7 Effect of PI3K, phosphoylated AKT and AKT expression
in CaSki and HeLa cells with pUNO1 and pUNO1-hTRIM22a
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