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Anti—-tumor effects of dendritic cell vaccine carrying HPV-16 E6/E7 gene on
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[ Abstract]Objective . To explore the anti—tumor effects of dendritic cell(DC) vaccine carrying HPV-16 E6/E7 gene on the CaSki cell
transplantable tumor of human cervical cancer in nude mice. Methods : Immature C57BL/6 DC(imDC) was cultured and was infected
with recombinant adenovirus vector carrying human papillomavirus—16 E6/E7 gene. Expressions of E7 protein were detected by West—
ern blot. CaSki cell transplantable tumor model of human cervical cancer was constructed in nude mice and was treated by cytotoxic T
lymphocytes (CTL) , acquired from BALB/c mice. Changes in tumor volume were observed. Nude mice were sacrificed and Paraffin—
embedded on the 28th d since tumors appeared. Tumor cell morphology was observed in each group by HE staining. Expressions of
Bcl-2 and Bax protein of tumor tissues were detected by immunohistochemical techniques. Results ;: DC was successfully cultured and
DC vaccine was prepared. On the 28th d,tumor volume of nude mice was smaller in pAd-E6/E7-DC-CTL-CaSki group than in pAd-
mock—DC—CTL-CaSki group, DC-CTL—-CaSki group and CaSki group(P<0.05). Bax protein expressions of tumor tissues detected by
immunohistochemical techniques demonstrated that : expressions in pAd—E6/E7-DC-CTL—-CaSki group were the highest while in CaS—
ki group were the lowest. Bcl-2 protein expressions of tumor tissue detected by immunohistochemical techniques demonstrated that
expressions in pAd—-E6/E7-DC-CTL-CaSki group were the lowest while those in CaSki group were the highest. Conclusions :DC vac—
cine modified by HPV-16 E6/E7 gene can inhibit the grow of cervical cancer transplantable tumor in nude mice by inducing CTL.
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B SR CaSki AU A A RS A B G A
ML K RPMI1640 3557 W B 318 Gibeo 24 w) 3 AL/
2 Jifi /) Z 4 (recombinant mouse interleukin, rmlIL—4)  # ZH /)N
SRV — 3 I 200 it £ 75 30138 IR T~ (recombinant mouse granulayte—
macrophage ,rmGM~-CSF) Il H 32 [€ Peprotech 2\ F s HUAR 1L AR
AL W (horse radish peroxidase, HRP)Fric i L AP/ Eﬁlgc .
ECL LG A0 [ 28 = KA ARDFIEHT ; bt Bax £ 58
FEBUIR St Bel-2 2 sibEhilk Bt E7 2 sopEhiik g A
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FE2R 3x10° A/ml HeFpF 6 LA, INA LI F rmGM-CSF Fl
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AR R E 5 6 KAYA B DC (immature DC,imDC) ,
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CSF Fll rmIL-4 BYZBE3EFR, A A P YR B2 5 ng/ml,
EEREFE 36 h, 43R pAd-E6/E7 JERYLH) DC pAd-mock
YL DC KA DC I AL RHLEE 1 EAEE R 30 pg
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mock-DC FI DC, 45 7 d eyl 1 %, 4k 3 Y, 55 21 RALIEA 4
INER, TEIR S R IR R IRE , ] SR A AR 1 500 r/min B
A 10 min WCHEZRML, A 4 ml /N ERIARE 4003 B, 7T
WAL FFRZA 500 ] RPMI1640 15554 ,2 000 r/min 3 £ 55
AL 30 min, FREEMCHEE 2 R A GAMUZE . F & 10% 0625 1
5 RPMI1640 S5-I MR, WA L0 M By A 5 T
TR 41 (ceytotoxic T lymphocytes, CTL) , 5543 2H A0 X W 17 FR
} pAd-E6/E7-DC-CTL ,pAd-mock-DC—CTL .DC—CTL,

16 HEREEEEYLA AL 4 21, 53518 pAd-E6/E7-DC-CTL-
CaSki 4 .,pAd-mock-DC—CTL-CaSki 41 .DC-CTL-CaSki 21 #1
CaSki 2H , S TR /N U A0 A0 00 2 1 3355 200l 444 i 25
FEHN 1 x 107 A~/ml B CaSki 410 ,3 d J5 45 415390 A& 1 4
500 wl 0% B~ 1 x 107 4~/ml # pAd-E6/E7-DC-CTL,
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e AN I N EE A ST 2 D S | DR (R e e 2 e
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1:50)4 CRL B, MAMZEL YL, fin HRP Fric (25 2
37 °C 30 min, DAB 64, FRACKT Je 0 FRIRFEIR W 29 10 s, Hit
DRz e
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bloth I, &3 : pAd-E6/E7-DC 474 1 4 BHIE I BT B3
ik, 2 AXHEZ] pAd—mock-DC 1Al DC 4 Jo 3 ik, I IE
WA, WA 2,

BEFKIHE N DC
1 EFRE 5 RAMRAKBH DC A (BIEERE,100x )
Fig.1 Immature DC morphology of mice on the 5th d of culture

( inverted microscope, 100 x )
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B-actin
1. pAd-E6/E7-DC 4 ;2. pAd-mock-DC #1;3. DC 2

2 Western blot #ill &8 E7 EEKIFRIE
Fig.2 E7 protein expressions detected by Western blot
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Fig.3 Curves of changes in tumor volume in each group

D. CaSki 2H

A. pAd-E6/E7-DC B. pAd—mock-DC  C. DC-CTL
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4  RBIARYT 28 d BEEERNBEBAN
Fig.4  Size of transplanted tumor in each group on 28 d after

immunotherapy
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2 A e € T UL e 4 i 2 SRR A A TR/ NS — Ik
250 R AR RYL, CaSki 21 fit 52 4H e TE 265 d5c it
R, ULIES,
2.5 MrHELLLR Bax 8 KA

Go 8 ARG I i 2 20 P Bax 25 P10 A 45 SR 8K
Bax FEFA T4, pAd-E6/E7-DC—-CTL-CaSki 2H 5,
1Mi CaSki ZH3RIKFAL, WK 6,
2.6 MPBLLLE Bel-2 8 Kk

o e LH A AG I R 20 40 Bel-2 7R P A A 45 1 s
Bel-2 EZFRIA TN B BRI, pAd-E6/E7-
DC-CTL~CaSki 4H#5Af, 1fi CaSki 4l Fikfwm, WA 7,

F1 ZHEMBER (n=4,x+5)

Tab.1  Tumor volume of mice in four groups ( n=4,x x5 )

iR AR (mm® )

415
0d 7d 14d 21d 28 d
pAd-E6/E7-DC-CTL-CaSkiZl ~ 84.20 + 66.40 68.40 +79.20 36.00 + 72.00 22.50 +45.00 5.40 + 10.80°
pAd-mock—-DC~CTL-CaSkiZ 1.20 +2.40 154.80 + 55.62 156.20 + 127.77 115.10 £ 77.87 96.90 + 45.05
DC-CTL- CaSki 41 4.00 £2.77 55.20 + 18.36 150.80 + 58.14 198.10 + 56.45 217.20 +51.00
CaSki 2 6.00 + 6.04 69.60 + 20.80 506.40 +202.47 546.60 +275.23 580.40 + 197.25

7 :a,P<0.05 5 CaSki 21 L&



BERERKZFR 2013 £5 38 55 5 # ( Journal of Chongging Medical University 2013.Vol.38 No.5 )

— 515 —
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Fig.5 HE staining of tumor tissues in each group (400 x )
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E 6 PhEgZHLE Bax #IFkik (400 x )
Fig.6 Bax expressions of tumor tissues ( 400 x
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B. pAd-mock-DC-CTL-
CaSki £

C. DC-CTL- CaSki 41 D. CaSki 41

7  BhEAL Bel-2 ByRIE (400 % )
Fig.7 Bcl-2 expressions of tumor tissues ( 400 x )
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s 1) ) 338 o S 4 KR 4 T pAd—E6/E7-DC—-CTL-
CaSki ZH A4 g (AR FRAS /DN BB (R385 o 2 288 Ul 4
FLH s 28 K AR & B pAd-E6/E7-DC-CTL-
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PR JE SRS A Y (major histocompatibility
complex, MHC)- I MHC- II 2543 145 &9 i MHC
Ko F-PEIKE G, R TAMERR 2L T
A, FEBL R R DC ANBE BTG 1 2 Bh T
Tk B8 T RN 2 k5 S,
PEHE T AL FE 534k A CTL, 253 i 788 4 i
fifrgg B JFUIK Al it DC 2MHC- [ AR 2 4
CDS*T 4L, B35 T CTL SO, A5 g 4 -1,

JieE 1Y) e A R R 2 22 TR R A I e A 5 21 T
B 20 M 170 S S 5 Al ] e A A S R T 4
LA TR AR A MR — 2 S5, A B B S PLRNI &
A — RFNEE P A 0T, R AL AN A
FEX A7 B 372 Bel-2 Hl Bax 3L K )& Bel-2
FG TR B A PR TR i R b A S
YEM, Bel-2 1B R B I T30 3E A, & it 3
RS FEUMIE A M A AE IR S LA T
Bax A2 T3, B 1Yt FRIB AT 54T Bel-2 {2k
2 P HE AN R TR PE T . BFSEER P, CTL 7E5%
A9 P e 40 o s 88 114 2 L 38 N 22 S R Uk 2R 1 T
REUS 7S AR B AR A T2, 40 Bel-2 K
JA I Bax SFCARAHIA T K E

ARSI g ARSI PP 21 Bax &R
() 3 3R 45 5 7R . pAd-E6/E7-DC—-CTL-CaSki ZH ¢
kiR, CaSki ZHFRIR AR ; S e 20 ALK I Bel-2 25
HIRIRER TR LHd pAd-E6/E7T-DC-CTL-

CaSki £ F35 MK, 17 CaSki 4 kB ; X 45 R 5
H A SC U0 1A S 1Y CTLAERS 15 5 CaSki 40
RAMET- 5 AH—F 19, FH] HPV-16E6/E7DC
REV RERS 15 CTL 70 43 BN 390988 CaSki 41
BHR AR,

£ % x #
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