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[# ZE] 86 HlERrERE BT R gonadotropin releasing hormone, GnRH )5 M2 ARl & 2 9( GnRH/M2 ), #F 5% Hi
VT B BB B DC 2 15 B0 298 BIGF10 41/ BB AR R B bl /5 . 7 ok« M R IR 4R4A pET28a-ansB-C-
GnRH3-hinge-MVP-M2 JFOkL, TR 5L TREEEFLAE AT T, Al A B M ansB-C-GnRH3-hinge-MVP-M2 DL A X %
ik, G PR RN SR TR AR AL S | JE I R K 4 18 22 Ik GnRH3-hinge-MVP-M2 BEji i1 3k , JFid i DEAE-52 F1%
FRAZHTHAT /B . FEULRR G 2 IR DC /18 DC S . B (4 309 BIOF10 4t /N ERBS AR S TR, Fe e Foe i AN T
3R FRBEBEREAA( CTX ) .GnRH/M2 B4 8 F1 3tk DC 2H( GDC ) | iygs 21 g 2443 M 2 ik DC 4H( BDC ) .GnRH/M2 il &2 1 8k
U DC + ML GDCTX ) iy 21 M 24 B0 DC + SR IEREZ1( BDCTX ) F1A: BEEE /K 41( NS ), W4 GnRH/M2 % 1 X A5
TN R DR AR K CTL R RE S A T AN B Ve . 48 R 0 I pET28a-ansB-C-GnRH3-hinge-MVP-M2 [ I
WMFIRAEEH . GDC M A K I B8 T NS 41( P <0.05 ), H5 BDC LA P >0.05); GDCTX ZAIMERR Bt— 4
P HY CTX A ZE RG22 (P >0.05 ), AL X BI6F10 40 AY A0 /E A T 4038 58/ A 2 0 F B %
XHEZH( P <0.05 5% P <0.01 ), H. GDC 415 BDC AH[A] 22 F AR BE( P >0.05), £ 4 WA EA LIk GaRH/M2 B
DC BE W REA S H B (0 2 B16F10 40/ U HR AR K .
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Inhibitory effect of DC vaccine sensitized by GnRH/M2 fusion protein on
melanoma B16F10 cell xenografts

CAO Rongyue, MA Yunfei, YUAN Yuting, ZHANG Xinli, LI Manman, MIAO Zitao, JIN Liang( Laboratory of Minigene
Pharmacy, School of Life Science and Technology, Pharmaceutical University of China, Nanjing 21009, Jiangsu, China )

[ Abstract ] Objective: To prepare fusion protein of gonadotropin releasing hormone ( GnRH ) and M2 ( GnRH/M2 ),
and investigate inhibitory effect of DC vaccine sensitized with the fusion protein on melanoma B16F10 cell xenografts.
Methods: An expression vector of pET28a-ansB-C-GnRH3-hinge-MVP-M2 plasmid was constructed and transferred into
engineering bacteria. Under the induction of lactose, fusion protein of ansB-C-GnRH3-hinge-MVP-M2 was expressed as
inclusion body in the transferred engineering bacteria. Then the fusion protein was purified by means of ultrasonic broken,
washings and ethanol fractionation precipitation. After purification, protein polypeptide GnRH3-hinge-MVP-M2 was re-
leased by acid hydrolysis and isolated with DEAE-52 anion exchange chromatography. DCs were sensitized with the fusion

polypeptide to obtain DC vaccine. Mouse models with melanoma B16F10 xenografts were established and divided into
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cyclophosphamide group ( CTX ), DC sensitized with GnRH/M2 fusion protein group ( GDC ), DC sensitized with tumor
cell lysate group ( BDC ), DC sensitized with GnRH/M2 fusion protein plus cyclophosphamide group ( GDCTX ), DC sen-
sitized with tumor cell lysate plus cyclophosphamide group ( BDCTX ) and normal saline group ( NS ), according to differ-
ent vaccination. Effects of GnRH/M2 vaccine on growth of the xenografts, killing ability of CTL and proliferation of T
cells in the mouse models were observed. Results: The pET28a-ansB-C-GnRH3-hinge-MVP-M2 plasmid was successfully
constructed and the fusion protein efficiently expressed. Growth of the xenografts in GDC group was more slower than that
in NS group obviously ( P <0.05 ), and similar to that in BDC group ( P >0.05 ). Although inhibitory effect on tumor in
GDCTX group was further increased, but there not was any significant differences comparing with CTX group ( P >0.05 ).
Killing effect on BI6F10 cells and proliferation effect on T cells in various treatment groups were significantly better than
those in negative control groups ( P <0.05 or P <0.01 ), but differences of them between GDC and BDC groups were not
obvious ( P >0.05 ). Conclusion: It was preliminarily proved that the DC vaccine sensitized with the fusion polypeptide
GnRH/M2 could effectively inhibit growth of the melanoma B16F10 xenografts in the mouse model.

[ Key words | gonadotropin releasing hormone ( GnRH ); dendritic cell ( DC ); B16F10 cell; melanomaj; fusion protein
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2011 4F FDA HEHEFTRIHTR ( R AY S se 25 Mt
CTLA-4 H4T Ipilimumab FURESEE/INT 1 2R A
PR Vemurafenib PIFZGH) 17 LUK, RO ZRIEHY
WEFEHEA T — BB S iayy SRR YT 49h
FPOTIE O JLAEDT AR R PR IR R RO
Z( gonadotropin releasing hormone , GnRH ) J& — Ff f
10 PR FEMR G HE A A IRZE R, KRBT T el A4
MRZEN IR, V22 3 e g 4 2L L L Al
B i B ) A R AR 4 W GnRH B
FIEHAZAR, GnRH Y73 T/, S R AR 55
BEMELL SO HA i . O T 3458 GnRH AT
P ARSLR EH T — A E4IGnRHZ K 7, Sy =
B RAHIEZE R GnRH Z ik B, H SRR Tk
IgG1 Bk X iy — B/ IK( 2252322257232 ) FlR
7 R H H ( measles virus protein, MVP ), fiij F
GnRH3-hinge-MVP. A iff — 58 GnRH £ K $L
FEa TG P , 7 SE 56 AF GnRH3-hinge-MVP W R 7 %)
AR IS A M2 B MR B HSP70 AR
Vet o KB ), 2 IR IA AL 3R AF T GnRH3-
hinge-MVP-M2 £Jik, [i] DC ASMERT 32445 DC #%
I Il P (0 ZRIRA L N B, LB AR RICR

1 MR E7TE

1.1 Z&HA5KA

A& BiOBL pET28a ., 1 A E. coli BI21( DE3 ).,
pET28a-hVEGF121 [ -M2( VGM2 ) fil pET28a-ansB-
C-GnRH3-hinge-MVP-NRLLLTG( PEDGD ) Jii k7 3
h EI 2R R 2R U N 24 2 S e == R A . BI6F10
8 Z TR A MLl A S 3 R A, TS T 9 CSTBL/6] A
PE/ANELCS JA# ) B M K2 sh W & 48 U5 -

SCXK( 75 )2012-2004 ]

S1W i s A TR BRA A4S . PR

PN VIEE Nco T .Nhe 1 .Hind Tl W4 H Fermentas 2>
], DNA 3£/ [ TaKaRa 23w, 6245 0055 1 1 b
M PY 2 TAEWFSE I, RPMI 1640 1 [ Thermo Fish-
er 2N H),GM-CSF .14 W A PeproTech INE] R
e F Ll P 2 B O A BR 4 |
04150602 ), LDH 21 g 5 P 46 3257 £ . CCK-8 K77
& BB RAEYF ARG, Ficoll Paque Plus i
EL 41 43 B VW F GE A F]
1.2 GnRH3-hinge-MVP-M2 #k4-E & ik H ARG #
1.2.1 g5l4p&it 4 PEDGD Fl VGM2 J¥ 31 )
Z i WAL, A 51 BT 8RR BT WX 5
(2 1),54 P1 5] A Neo | BEVINLA, 514 P2 A1 VI
I Nhe 1 BEVIGL R, 5140 V2 5] A Hind 11 EEY)
V5o

%1 PCR3|#
Tab.1 Primers for PCR

Sequences( 5'-3")

Primer

P1 CATGCCATGGATACGCCATTCGATG
P2 CGGCTAGCAGCAACACCCTCCAGA
Vi CGGCTAGCTCTAGCCAGCCTTCC

V2 CCCAAGCTTACTTGTTGTGAGCG

1.2.2 pET28a-ansB-C-GnRH3-hinge-MVP 77 £ #
ey LUE 4 OB PEDGD SHELRR, F FH 519
P1 il P2 %if# ansB-C-GnRH3-hinge-MVP 3£ K A B,
PCR 7= pET-28a HAK TR 73 | 28 Neo 1 Fll Nhe
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1 AU 24, 540 2 E. coli BI21 JBZ 2540 Y
W HEAT BRI PCR ORI P 5 5 , 6 FU IR 8 J5 AT
— L E A TN
1.2.3  # 4 %k 3% # Kk pET28a-ansB-C-GnRH3-
hinge-MVP-M2 ty 49 # 5 4 & LA Bk VGM2
AR, R VL, V2 e R M2 SR IF R b —2B
e 1 3 1) B 4 TR 53 S 4 Nhe T A Hind T AW i
YIJ5 85 B2, ¥ 1 8 41 Jfi ki pET28a-ansB-C-GnRH3-
hinge-MVP-M2 ., T4 TR A E. coli BL21 J5 AT
PR PCR R P %€ .
1.3 #&&RaUFTERLE HBLHLL

PFEE R A EEFE 4 h J5 A 7 mmol/L
FUBHA Sk, B/ 600 nm KAMEEEREE( D)
8,8 h J5 B.OBUERULTE , 12% SDS-PAGE 431, WL
52 H B A 20 0 B AR i, 1 S A ]

Yo A S (R OB 8% 5% A T A, 24 e
R R, B DR B DLE . TR AR Tris-HCI 22
WEY 2 IR ,8 mol/L JIRE Witk . JH0.5.1 12 f5K
RV B JE K & o3 9% U0 B 36 1, U3 SDS-
PAGE 43 #r 85 (1 2l . B4l B B & & A 60
mmol/L HCl, & 48 C/K¥ 72 h, $ il & 8 H K ik
H Y £Z Ik GnRH3-hinge-MVP-M2 ( 4 %} 43 F B &
11 000 ) & H @l 4 4k £ ansB-C ( A XF 4> 1 B &
14 000 ),4F 12 h Ji§ SDS-PAGE #6525 [ 7K f# 15 e
BN SEHE S A NaOH ¥, 98 pH % 2.5 247, &5
DR, B pH £ 6.5 47, B D IEEDTTE .

PUVE H B 28 # 22 vl ( pH 9. 0 Tris-HCI 25
mmol/L ) ¥ fi# , i FA B F 32 e 8 DEAE-cellulose f
HE—E4ifk, ] NaCl( 0 ~250 mmol/L ) #4746 B
J R S B BB L5y, BT S R TR AT, I i
17 SDS-PAGE 434 .
1.4 @AOBG EhERNT

C57BL/6] /NERME T B2 T #:FP Bl6F10 A%
TEAAEC 3 x 10° A~/ml ), 100ul/ 2o 14 d J& MR Lk
K2 em x2 em ZEA7HF, JC BRI B8 2H 2 i £ B
ML 2 x 107 A~/ml ), R ZRfl 5 WG 20 H
3% .0.22 wm JEREITE, XF & BI6F10 [ 41 fifg 24
YR TR U i, - 20 CIRFR S

B C57BL/6J /Iy BB 448 A ) 2 s W, DA g AL
1 x 10° 3R T 96 FLARH, 435I A PBS %
W .GnRH/M2 il & 8 (A B 20 ng/ml ).
BI16F10 JifJad 21 i 4 i (28 o i 9k & 20 ng/ml )
FII G A ConA AR N 5 wg/ml ), Hrp
PBS V1 M BAE X RE , Con A PRIELAG 011354 ek 41 e 338 7
(4 FH T A Sy BEL A 6 B, ARSI R R AR 100 s K5

7272 h Ja A CCK-8 &, MR % D, 18, H
D (B, UL B A0 A i 2
1.5 DC & &uayh %

U C57BL/6] /)N BRI & AR B vh ) - s 4
FH & 20 ng/ml rmGM-CSF 110 ng/ml rmlL-4 Y
1640 58 235 FE ELP B A ML % B2 R 5 x 10° ~/ml, 43
BT 6 FLAR Y, PR A1 Kk 57 A FL W 4 Ak AR B2
DC. 48 h J5 4= f i, 25 b AR W BE 20 i, B H 2 i
P, 556 KA GnRH/M2 & 2 (8¢ BI6F10
e A4 e (2R RE 20 ng/ml )EAL DC L4
h JE A 20 ng/ml TNF-o, 2 2 KW, 5% 20
JIECH 5 x 10° 4~/ml, RIS DC #EH .
1.6 DC % &R BIOF10 2 & & 56 % Jiid J5

C57BL/6] /NRAEME T B2 T &AL 4 F B16F10 4
J( 2 x 10° A4, 100 ), BEFLST 4 6 41, 4540 8
HA3 5 A B K 41( NS ) FRBEBERZZH( CTX ) . Gn-
RH/M2 Filt &8 12U DC 2H( GDC ) e 200 i 24
YrEi DC 41( BDC ) .GnRH/M2 Bl &2 1 208 DC +
IBEMEREZH( GDCTX ) | Mg 248 it 24 ) Bk DC + 36
WM i Z4H( BDCTX ). HiHr GDCTX #1 BDCTX 2H LA
CTX ZH% R, HAR SCUR2H DL NS 2 X R

SO ] o0 ) TR S 2 310 17 KA 3
Wo NS NS EHER KR 100 wl; CTX 4121
20 mg/kg FIHZ525 100l ; GDC 1A BDC 4143 511
5 GnRH/M2 Fil6 2 1 S5O0 MR8 240 e 224 ik ) B0t
1) DC FEH( & 5 x 107 /N4HHL )100 pl; GDCTX Z1F1
BDCTX 4[] Bif 93 5 45 B DC BT A CTX, 1373 Bk
B AT R 8 e 0 o e R /0N, BB 3 d T
W IAR, e 1| WRIEIES 5 RIGE&£4
/NERARBE , UM, 0 R FRE, TH 545 AL PR %
(IR ),IR( % ) =( X MREHFEAR IR - 2 o i - SC e
FEAE IR 2 & )/ % BB 2 A% R R OF 2 R R x
100% o LA [R] AR A A, s (R FECOA N AR A, 225 il
Jibgeg A= 1 il 2% .
1.7 LDH #afe & 534 m DC J& 3 sF B A ) K
CTL %14 2 e 49 % a

Ba | RRREG 5 5 O, B4 4 /0N BRI 9 40 it
B RN A, LA BI6F10 41 s M #E 40 A 1 x
10° A~/4L ), I LDH 28 i 35 M A i 7] G A il CTL
ATIEE, AL L 20: 1,400 1.80: 1., 454 CTL
MIARRCR % ) = (LA RBCE - H R B )/
(KRB - H AR ) x 100%
1.8 RAMER E(MLR )% AR DC J& 8 54
AR T 2 fe 3 35 AR ) 69 0h

B C57BL/6] /NER AR A 100 H 555 B, i A ik



WA 4. GnRH/M2 B4 R B DC 28 X L6208 BIGF10 2R ORI 040 il a1

EL 00 40 35 Wk 40 B 0 T 400 M A g I A L 2 x 10°
A/ml ),96 FLARHAEFLIN 100 wlo PL DC 1 Ak
Jop 2L, TFAR 4 500 A A SR A 1:5.1:10.1: 20
() EL AR LN A 100wl R0 200 A, %o R4 e 40
WA IS A, B 3535 4 A2 FL. 800 20 il
I3 AR B DC 41(iDC ) ; GnRH/M2 filv A 2 H 2k
DC 4H( GDC ); g 24 % 7 ¥y 2 i DC 41( BDC )5 i
AR Y + GnRH/M2 @il & 3 11 8 i DC 4
( BGDC ). 537 72 h JG A CCK-8 ¥, M % Ve 2%
JE Do (HIF T AEAE A 50 ST) . SE=C KAl D 16
- X REFL D )/ XTHHREL D fH.
1.9 %itsam

FKHISPSS 19. 0 Geit i, it B v 5 %
7~ LR ] LR A R B, DA P < 0. 05 1§
P<0.01FRREAREES

2 # R

2.1 R H i IF KR pET28a-ansB-C-GnRH3-
hinge-MVP-M2 # ik # 1k

B IR W R PR Tk 2R, LA PEDGD( ] 1A ) K
pET28a-ansB-C-GnRH3-hinge-MVP SefE#84( [ 1B )l
MR, 514 PL AT P2 3547 PCR 3407 LIAS 2 K/ A
572 bp B 184, 55 ansB-C-GnRH3-hinge-MVP [ A
BERU/INHAF. DNA T 25 S iEBH - ansB-C-GnRH3-
hinge-MVP E. 2 1F #fi §fi A pET28a # {& 1, pET28a-
ansB-C-GnRH3-hinge-MVP H 20 Tkt i 5¢ 1.

A
bp | 2

j==]

600
500
400
300—

200—

100

B 1 PEDGD #1 pET28a-ansB-C-GnRH3-
hinge-MV &k RiE=## PCR Bk E
Fig. 1 PCR image of expression products of PEDGE and
pET28a-ansB-C-GnRH3-hinge-M VP vectors
A: Expression product of PEDGD vector;
B: Expression product of pET28a-ansB-C-GnRH3-hinge-MVP

vector; Lane 1: DNA marker; Lane 2: Expression product

2.2 M2 XA KK IEHHEAN pET28a-ansB-C-Gn-
RH3-hinge-MVP-M2 % ik # 4k

PLVGM2 i, - 5149 V1. V2 #£47 PCR 7]
PREH 150 bp 19 M2 LR AZ R & (B 2 ). L
pET28a-ansB-C-GnRH3-hinge-MVP-M2 % ik #% {4 4
BRE, FHE 14 P1 A V2 #E4T PCR, AT LAFS B K/ A
712 bp BP 1 E 3), 5N K/ NS, 24 DNA
o3 HT s , M2 BEIE#f#E A T pET28a-ansB-C-
GnRH3-hinge-MVP Gk,

bp 1 2

600

S500—
400—

300

200—

100—

2 VGM2 AR M2 B ERE4 PCR BikE
Fig. 2 PCR image of expression product of

M2 gene in VGM2 as template
Lane 1: DNA marker; Lane 2: Expression product

1 2 bp
—8 000
5 000

3 000
—2 000

—1 000
750

—500

& 3 pET28a-ansB-C-GnRH3-hinge-MV
RIZFHAK AL M2 BEERIEF=Y PCR EikE
Fig.3 PCR image of expression product of M2 gene
in pET28a-ansB-C-GnRH3-hinge-MYV vector as template
Lane 1: Expression product of M2 gene in pET28a-ansB-C-
GnRH3-hinge-MV vector; Lane 2: DNA marker

2.3 FFEREHH B LS EZE ansB-C-Gn-
RH3-hinge-MVP-M2

FUMEA SR IAR G H, SDS-PAGE il 45
( El4) 7R, 7 20 kD ~30 kD BT H B0 H 928 1 4
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M, 514 ansB-C-GnRH3-hinge-MVP-M2 #H %} 43
TR ( 25 kDAY ; HAEFE S 5 h PRI SR .

2 TR AR 22 R I R B A 2 1 DA TR A 2
Fik o AL AR W5 61T B RTTE
15% SDS-PAGE 4341, A 1 f5R B TE K 2 Bt H
(8 Al R, DR BRI TvEC &1 5 )

FRIK M 72 h I Bl 8 SR A B 7K A Bl ansB-C
FI GnRH3-hinge-MVP-M2 P 73( & 6 ), Ir LAk %
fil G 2 IR K f IS ] 72 ho

Mx10) 1 2 3 4 5 6 7 & 9 10

60—
40-
30—

20

4 12% SDS-PAGE 3 ZL¥E S A5 i 5]
EAFEMRMEEARE
Fig. 4 Fusion proteins expressed by the recombinant
bacteria for various introducing times with lactose
in 12% SDS-PAGE analysis
Lane 1: Protein marker; Lane 2: Total protein of the recombinant
bacteria before introduction with lactose; Lane 3 ~10: Total
protein of the recombinant bacteria for 1, 2, 3, 4,5, 6,7

and 8 h introduced with lactose respectively

M(=10%) 1 2 3 4 5 6 7

5 15% SDS-PAGE S ARGRRE ZEREHMEER
Fig. 5 The fusion proteins deposited with ethanol in different
volume concentrations analyzed by 15% SDS-PAGE
Lane 1: Molecular weight marker; Lane 2: Total protein
of the recombinant bacteria before introduction with lactose;
Lane 3: Total protein of the recombinant bacteria after
introduction with lactose; Lane 4: Liquid of dissolving
inclusion protein; Lane 5 ~7: Depositions of the fusion protein

in the volume concentrations of 1: 1/2, 1:1 and 1:2 ethanol

i ProtParam {4 A 4 5 @l A& 25 11 ansB-C-
GnRH3-hinge-MVP-M2 . fil & fk £% ansB-C & H 1) £

JIK GnRH3-hinge-MVP-M2 () #1845 H1 54K Yk pH
6.3.4.88 Fl1 7.47, Fil G Ik 5 H I 2 Ik Z 8] 55 H A3
EAHZEHC, R AT LA 43 530 3 40 9 W ) pHL (B A 3
il 28 R A PP 1 55 F SOR AR A L T0VE , 5 3
GUEESEA) N i

Mr(xm-‘) 1 2 3 4 5 6 7 8 MrtXiU“)
31.0-

24.7
20.1—

1337
14.4-

11.0

6 12% SDS-PAGE 534 A< [2] £ B2 7K i i 1]
MEEAMKEER
Fig.6 Cleavages of the fusion protein for various cleavage
times with hydrochloric acid analyzed by 12% SDS-PAGE
Lane 1: Protein marker; Lane 2 ~8: The fusion protein
cleavaged by hyroochloric acid for 0, 12, 24, 36,
48, 60 and 70 h, respectively

BEoK G B8 FVEY pH 2.5 .4.5.6.5,40 5
RO UK AT A R AL S T R B 7 ),
R pH 2.5 B, f@lA K HE F B2 AR TUliE S, pH
4.5 WA /D HR 43 Al G AKCRE R B Y 22 BRI A A6 T T
T pH 6.5 B H 1Y) 22 BV i B2 B A1, (R BF Z2 2 1
HHMZMA T ILDI0E . R EEr sl b R 2
Skt E & EE pH 2 2.5, B0 BT, DL ER
Ak, 38 pH B 6. 5, B D IEDIIE AT T —4l
LB,

M(x10%)

43.0—

31.0

20.1—

14.4—

7 12% SDS-PAGE i EBASNEARE pH EHERE

Fig. 7 Solubilities of the fusion protein components

at various pH values in 12% SDS-PAGE

Lane 1: Protein marker; Lane 2: The fusion protein after

hydrolyzed with hydrochloric acid; Lane 3: Supernatant of
the hydrolyzed fusion protein at pH2.5; Lane 4: Supernatant of
the hydrolyzed fusion protein at pH4.5; Lane 5: Supernatant of

the hydrolyzed fusion protein at pH6.5
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o7 FH B A H 035 X B A DLVE R s kA Ttk —
Aalife. W& B A A0 2 B AL S BR R
T B#)G 12% tricine SDS-PAGE ¥, &30 H 19

HEHZRMIE AR E 8 ).

M(x10%) 1 2 3
97.4—

66,2—
43.0—
31.0—
20,1—

144

8 tricine SDS-PAGE i HHIEB A AR
Fig. 8 Purification result of the target protein
in analysis of tricine SDS-PAGE
Lane 1: Protein marker; Lane 2: Target protein after
ion exchange chromatography; Lane 3: Target protein

as heterodimers of GnRH/M2 after freeze-drying

2.4 @RAE G GnRH/M2 7845 ) 4 4m 3% 74
CCK-8 # il 4% S & 7R, ConA 4. B16 41 Al
GnRH/M24H D {8 1 % & T B Xt BRZ41( 0. 089 +
0.006.0. 171 +0. 012.0. 105 + 0. 017 vs 0. 064 =
0.006,P <0.05 5 P <0.01 ).
2.5 RIAHNERERREHN DC EG
PRBUNER U REAI M, JE R 255 6 d N A GnRH/
M2 filAHE B BI6GF10 iR 4ii 4. 55 KRB
B T RS R A AT LA A B - DC B 4 i 22 [

101

Tumor mass (m/g)

CTX GDC BDC GDCTX BDCTX

T BUBUG A R SR ZE R, O R R DC B S
(9 ), st nl AIBrEEUR B A4 i DC

®

9 ERIEVMEBEEENNRAEES
Fig. 9 Morphology of DC after and before
sensitization under microscope
A. DC before sensitization ( x 100 );

B. DC before sensitization ( x400 );

C. DC after sensitization ( x 100 );

D. DC after sensitization ( x400 )

2.6 GnRH/M2 48 DC J% ¥ 376 A5 4108 £ K

[d] NS Z14H I, CTX .GDC .BDC .GDCTX ,BDCTX
Y IR( % )53 30 57 .33 .35 .63 .65

GDC 41 .CTX £ F1 BDC £ - 3498 i b ¥ g 3%
/NF NS 4H( P <0.05 5% P <0.01, 10A ); GDC 4
5 BDC 4, LA & GDCTX ZH#l BDCTX 405 CTX 4
SR TG FE (P >0.05), HpEE 5 4
SEHG AR B R AR R N NS 44 B 108 ), 2R S
5518 K, CTX 4181 BDC £H AR AR AP & 2% /N F NS
ZH( P <0.05),1fii GDCTX £ H1 BDCTX 41 f 4% 98 14
BN MBS CTX 4UAH I E R & 2257 P >0.05 ).

3T

Tumor volume( V/mm?*)

12 15 18 21
Time (t'd)
10 AE4IEA DC B F%E BI6F10 g/ MNREIEE R

Fig. 10 Exnografts of B16F10 in Mice immunized with the DC vaccines in various treatment groups

A. Tumor mass; B. Tumor volume

"P<0.05,""P<0.01 vs NS group
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2.7 GnRH/M2 48 DC 7% & ¥ 5% A2 20/ & CTL #9 %
15 2 4,

K 5 452/ N CTL AR EheE. B 11 8
71N, B Z5CRE EURIA , 45 2 455007 40 %o I8 440 i Fr 47
JIEHE R A LB A R348 T NS 41, GDCTX
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