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(a) Mel-XY1l (2 mAE 2D wjFAE &3] DSMZol H4HE DSM ACC28302.2 718rd), (b) Mel-XY2 (Y W)

AE D ajokAE &3 DSMZo| H4HE DSM ACC2831% 71 %), (c) Mel-XY3 (5¢ mAE 2L wIFAE 23
DSMZell H<=HZE DSM ACC2832% 71€Hd), (d) Mel-XX4 (5 mAE 2 widAE 23] DSMzell H<=HZ DSM

ACC2829% 7|etg) & (e) o9 EA H(sub-population)S X g3}z ToLZHE HAEH= AL EHJo=
st SAE Adye ARE A% A3t ST AEF.
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AE 2 wjAE &8 DSMzol A4 E DSM ACC2831= 7184), (c) Mel-XY3 (5 vAE 2 vSAME 23
DSMZell AH<+¥ & DSM ACC2832% 718Hd), (d) Mel-XX4 (549 wAE 2 wjdAE &

ACC2829= 718r4), R o]E59 X3s xdele o228 H AHUEE Aok shte 55 SAF AEXFE X
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A 12 ol dofA,
A7) AEFE AEA (apoptotic) B MNE FHS ¥33tE 2 EAHOR = ZAE.

A3 18



ZIHSd 10-2009-0129501

A3 20
A 19 gl QQojA,

A AE -2 A7 AES] 10% HA 25%2] & E3et

rlr
po
tlo
Jm
o,
(o
fr
o
rlr
N
oX,
M

A 12 3ol glo] A,

T ST AEFTE (a) MelXV1 (5Y vRAE 2 #SFAxE 238 DMzl H+-HE D

=), (b) Mel-XY2 (5 W AE 2 vk xE &3 DSMZell HHE DSM ACC2831= 718H%), (¢) Mel-XY3 (54
) AE W OujFAE 238 DSMZol A4S DSM ACC2832= 71EHE), 2 (d) Mel-XX4 (5 mAE 2 v x
23 DSMZell A5 DSM ACC2829= 718rg) 9] Hol® o] 23S x33siv, 7] AMEFES YA 2A)

W= LYo
93 FA%5e0l Qe g BHow s 24E
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A 12 3ol glo] A,
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), (b) Mel-XY2 (5 vAE Z vigAE 23 DSMZo & DSM ACC2831=2 718d), 2 (¢) Mel-X
]
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AT 25

(a) Mel-XY1 (5< wAE 2 wjkAlE 23 DSMZol A5 Z DM ACC28302.2 71E4), (b) Mel-XY2 (5 7]
AE 2 kA E 28 DSMZe|l A4 E DSM ACC28312 7]EFE), () Mel-XY3 (5 mAlE 2wy x 23
DMZell =& DSM ACC2832% 718Hd), (d) Mel-XX4 (5 wAE 9 wjekax 23 DSMzoll A5 3 DSM
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A3 29
A 25 3ol Qo] A,
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A FAF AEFE (a) MelXV1 (59 vl 4% 2 kA 23 DSMzol H4wE DSM ACC28300.2 71Ed),
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a) NEF (a) Mel-XY1 (5 wAE 2 wjbAE &3} DSMZol H9E DM ACC28300.2 7IEHe), (b) Mel-
XY2 (5 mlAE 9 wjerHE &3 DSMZOl A DM ACC2831% Z1EHE), = (o) Mel-XY3 (5 mAlE 2
kA 23 DSMZel 4% DSM ACC2832% 7|EHE)E g3 2 wjdshs v

b) 471 Al AxFES Ejtete @Al

¢) 71 Al AEFES A A 9

d) AEF EFE BxAl 2 2gAE Hrtste dAE 2¥stE s SR g Al 128, Al 218, Al
233, Al 259, A 343 9 A 367 F o= g ol wE 2AHE AxE T Y.
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a) AEF (a) Mel-XY1 (59 WS 2 wjkAE 3 DSMZol HS¥E DSM ACC28300.%2 7]EH), (b) Mel-
XY2 (5 wAE 2 el 23) DSMzol H4wE DSM ACC28312 71EHE), (o) Mel-XY3 (B m A% 2 )
FAE &3 DMZOl W5 E DM ACC2832% Z1EHE) 2 Mel-XX4 (5 A= 2 WA E 28 DSMzel H5w
& DSM ACC2829= 71€rd)E &3 2 ndst= oA,
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AESe] GRS 5 U4 50 x 109 ALEFES TS A 5o s A= Py,
27 66

L3 2 = XA AXFE (a) Nel-XY1 (5¢ FAE 2 wFAE 23 DSMZAl 5 E DM ACC2830L0.2

Z1EkE), (b) Mel-XY2 (59 wAE 2 wjkAE &3 DSMZol H&HE DSM ACC2831Z 71EHE), (c) Mel-XY3

(59 Qe D ujFA T 23 DSMZoll H-HE DSM ACC2832& 718He), 2 (d) Mel-XX4 (Y wAE 2 ujok
(¢}

=) 1]

=} ) =
ME &3 DSMZYl HE4HE DSM ACC2820= 7]Erg)e] %x3te] Ga=ks Foste gAE zesta, A7) HM=EF
58 FHFHe] v AE EHoRE e, SAFS /IR FXE U 3-FY WY wsS fFEse W
AT 67

Al 66 Fell 3le1A,
A9 (intradermally) FoA¥= A& 5o she A5 U,
3T 68
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rlr
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BEAE GEF 0.1 0A 2 x 100 FRUS F4eE 4% Bl A4S 5S40 at A
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i

e xdAe} A Folus AS SHSR s AR Y.

W 24A= HEF & 100 WA 600pge] Fe] M-CSF] A& 54 o= 3t& A8 WY
AT+ 72

Al 66 ol oA

MEEe] Gaske 5 Y4 50 x 109 AEXFS Taals AL EQow afs g wy.

AT 73

4o = 3k #AANA 2A7F FA Hl:fté 9 AEFE (a) Mel-XY1 (5 wAE D wjFAE 23 DSMZe A
RS DSM ACC28302.2 718H), (b) Mel-XY2 (¢ wAE 2 wSdME 23 DSMZo A4 DSM ACC2831=
718h5), (c) Mel-XY3 (5¢ mAE 92 Hﬁokxﬂz 23 DSMzell AW E DSM ACC2832= 718E), 2 (d) Mel-
X4 (59 mAE 2@ ujdkAsxr 28 DSMZY] MW E DSM ACC2820= 7]1eke) o] x3to] 6 %] 72 A|zte] &-Euj
YEY FRES FoAste WAE 2T, V] AXFES FATY gl AS BEHLRE dte, SAFTES
717 #As W9 -5 Wy vheS fEsE WL
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<4>

sl AANGALY A7t FAE AEZELS nAdSG TR AEEe] AL,
FAR NEE, D AEFE (a) Mel-XY1 (59 vBE 2 wjdAz
g), (b) Mel-XV2 (5 wAE 2 wdAE 23 DSMZol H4d

o mBE 2 A E 238 DSMZel FHSHE DSM ACC2832% 71EHE)
3238 DSMZYl M5 S DSM ACC2820= 7erEh) = ZHE 27t

W

AT 75

A 73 doll glo] A,

Ao (intradermally) Fo¥= 2S 5402 o= U,

% DSM ACC28312 7|ehd),
E

’ -
FAG ALEY EFEA AL
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—61—5 HH ok‘/] e
&3 DSMZell 4H % DSM ACC2830

(D) Mel-XX4 (54 "AE 2

FagAels 448 A7t

=1 7]

(c) Mel-XY3 (&

ulf ok Al

S5HeE dh

X #3735, @ A (necrotic) AE 3

AT 77

Al 73 ol oA,

FEuFE R AES5e §EFS 5 WX 50 X 1009 AE 2 wda= AL EHow ah= Uy

3 Al A

7] & & of

a2 M, olE XSt SAF XRE Y3 2AHE, ZAE A, 9 s 33 Holtt

0 FAXeRE, o Aol XNFEE 9% thddt Q7F SAF AEF #A3F Aotk MEFEL (a) Me

XYl (59 mAE 2 wjokAE &3 DSMZol H4HE DSM ACC28302. = 7]Eh%. Deutsche Sammlung von
1

Mikroorganismen und Zellkulturen GmbH,
(b) Mel-XY2 (5 7= 2 wFAxE
Mikroorganismen und Zellkulturen GmbH,
(c) Mel-XY3 (< 7= 2 wgAxE
Mikroorganismen und Zellkulturen GmbH,
() Mel-XX4 (5 mAE 2 wFAxE

Mikroorganismen und Zellkulturen GmbH,

23 DSMZoll H4¥HE DSM
=38 DSMzell =¥ DSM

23 DSMZoll H4¥& DSM

ACC2831% 71t

ACC2832% 7]EHH

ACC2829= 7]€4.

InhoffenstraBBe 7 B 38124 Braunschweig, Germany. 2007. 03. 23),
eutsche Sammlung von
Inhoffenstrase 7 B 38124 Braunschweig, Germany. 2007. 03. 23),
eutsche Sammlung von
Inhoffenstrase 7 B 38124 Braunschweig, Germany. 2007. 03. 23),
eutsche Sammlung von
Inhoffenstrase 7 B 38124 Braunschweig, Germany. 2007. 03. 23),

T (o) ol59 54 - (sub-population)o]th. MEFELE WAL ZAME 4 9la, I 23 MN¥EAEA 13
& (apoptotic phenotype)®] 3, % o]g]d NIZFE9 A TEIo #xo] dojxit), B ZAEL BEA
Q/EE A9 284, 9/EE A7F A AEES 23E 9

I B

H, & AGAEY Fofoll B2 =¥o] V&AL Aol B AdEo] ALEEgT. AT Tag T
AEL ol ax4Q Agutge] QoA T HIAXES] T34 s &= vk (0liver RT, Nouri AM.
T; Cancer Surv 1992; 13:173-204). °l21d 45 &, sTAX d5oz, Aol o7, L oyt A
o] E7FI(cytokine) 53 ZF3H AT Ho] AEE ol gt

g, FAE AEDOES 5% T HZAXES A3t 558 715 98] T Ax 935 JIAE &+ e
a9l EA4) AlEZEol(Schuler G, Steinman RM. Nature 1998; 392:245-52).

W 2 Eo] AF mdE ° ezl glojA DC7F AFEA A FE(apoptotic cell)ES FEg8laL QlojA, ol
A3 ME=AS T HZAEES FE 383t Ful& 1 HA 53A/Hetol=e] A4& 93 o] &A%
= AL 9l (Albert ML, Pearce SF, Francisco LM, Sauter B, Roy P, Silverstein RL, Bhardwaj N.
J Exp Med. 1998, 188: 1359-368; Chen Z, Moyana T, Saxena A, Warrington R, Jia Z, Xiang J. Int J
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<6>

<7>

<>

<9>

<10>
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Cancer. 2001, 93: 539-48 % Shaif-Muthana M, McIntyre C, Sisley K, Remnie I, Murray A. Cancer Res.
2000, 60: 6441-447). o] T WS Slsl AEH AEFl FAF AEOO] HHe Fuksh Aol ol
U, we AREol cre] AWy MEEe] DCE HHAVIA AL, EE oed ICo 4%l £82 fuehs
Ao R Al qrf(Pietra G, Mortarini R, Parmiani G, Anichini A. Cancer Res 2001, 61: 8218-226;
Labarriere N, Bretaudeau L, Gervois N, Bodinier M, Bougras G, Diez E, Lang F, Gregoire M, Jotereau F.
Int J Cancer 2002, 101: 280-86 and Demaria S, Santori FR, Ng B, Liebes L, Formenti SC, Vukmanovic S. J
Leukoc Biol. 2005, 77: 361-68).

Pardol el 9% W=53% 6,187,306+ SAF] X5id B e dig] AAlsta o, ol WY A
WAl SAE s WA= Aol iy e 1 o) FF MAEFY AES X Utk o7IA,
AEZF= APIBEIRIES FHAVESE MEHNL, o Hygd AZFE SATS /IHAAY == 48 9
Hol = Ao Tl W AujAl o] diFES THAE A EH R IS e AEZTE
o] T84 EFsla, ¥ FIE UFEES HHANIE MELE AEXF T AXFEY 282 /A
o] A %t} o] UYL GM-CSFe} 7 Ao EFRISES WdA 7= ¥yl AEFES 7|25 o=r L3t}

n=E53 5,882,654% % w=EF 5,840,317 FFY WAoR ALEEE WA 2AME EAFE AXFES
AMABEL ek, A =2 NED $xE9] 50% of(16/37)el o]|2n, g ANY IJ-FTF S B

Wallack sl 98 w=rE53 2006/0034811% = Mxd 2 M-S st &ald = gdd Y AXE=
THE MAEE] EASke FUE 2= WAl s AAlst dvt. TY AXELS AR EEH IS HEIE
1822 7w MEF &= . Palucka %ol

U T Qu, EE (22 BRE ARG $F o
3]

=
o3 m=E3 2006/01409835 = & FAE o WgS
5.

EE 1 ol AT HHX]OM sl F=rle e, %A g
e EF3h. Fglo] EAS= HP“ FRg MAEola, FUYAZEL dF W AEFE Po] TEFUY
(syngenic) E¥ FF(allogenic) MEEC|TE. 7] £3& TFAxY 78S 3 Fdd o3 d3Ad9d
o] 3 Hads JMASkL gl 7H/\1% BAHE 2AEC] SAF 32 UdA WY-f2 A4S 7HItE
AL A or AN e

AEES] AgE ANSL ek o] B Y FolA AZEHYe] T YZAE ZALES FuAvd
g, 2 AEES AU4 AEZE EE oo RAdl o) FwHu, AEE4e T 9EALel B4
[} =)
T =

2 ey g o] maw, o HHES AEE Y EUEA QIzte] FAF AExFEC] AFTHY, o7]A
AEFEL (a) Nel-XY1 (5 vAE Z sidAE 23 DSMZO] H4HE DM ACC2830°0.= 71E4%), (b) Mel-
XY2 (5 vAE 2 ofFAE 28 DSMzoll WS DSM ACC2831= 71EH), () Mel-XY3 (54 w]A&E 2
A 23 DSMZOl A4 HE DSM ACC28322 7184), (d) Mel-XX4 (5 7"AE 2 wlFME 23 DMZol A
THT DSM ACC2829% 718H8), E+= (e) o529 EA +F (sub-population)o|t}. MEFEL AEA FAH
2R, 9 oolgg AEFES] A BEF ] BPTS AY] Q3 FULE YA =AM QL

oo wrh 2 oo wEw, EAEe (RS Y3 2AEo] AFTHY, o]z3 2AHEL FHolx e F
T SAF AEF, 42 59 (a) Nel-XY1 (5 v 3E L wjAlE &3] DSMzol|l HFHS

S

DSM ACC28302.% 7]
g2, (b) Mel-XY2 (5 mAE 2 wjx &3 DMNZo] HE4HE DSM ACC2831= 718H), (¢) Mel-XY3 (%=
A mAE L kA &3 DSMZOl HEHE DM ACC28322 71EHE), (d) Mel-XX4 (59 nAE 2L wjgFA =
23 DSMZell 5= DSM ACC2829= 71&Hg), E& o9 X3e Xstedl, olelgd MEFES F25go|
ik, B xAES wd BaA, BGe e HEAl, GM-CSF =E IFNa ¢ 2o W zdA= 3} ]
ok wpEAE AAldolA, B O ZAES (a) MelXY1 (59 vlgE 2 wiSAE 23 DSMZol H4HE DM
ACC28302.2 7]1E4), (b) Mel-XY2 (5Y wAE 2 HHOUI:»E 23 DSMZel H4HE DSM ACC2831E 71E%),
(c) Mel-XY3 (Y m A& 2 wjdAE &3 DSMZol H4HE DSM ACC2832& 718HE) 2 (d) Mel-XX4 (=4 7]
AE 2 A E 23 DMZol H4HE DS Accz829i 718 uv7kA FEe W"%— AELFES
ids =, olgd MEFELS WA ZAME Aoja FAlEEe] fivy. U2 wiEA e AAloda, 2 iy
o ZAEL (a) Mel-XY1 (5Y MAE L A E 23 DSMZoll H-HE DM ACC283022 7]EH), (b) Mel-
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XY2 (59 wAE 2D wjdAx 23 DSMZY] A3 DSM ACC2831= 71EHE) D (¢) Mel-XY3 (59 WAE @
W) QFA £ 23 DSMZel A% DSM ACC2832% 71EH) 9] A7 559 = “§ AxFEe] 23S 2Fsh=
ol st MEFEL WA FALE Fola F45E o] gl

o] muE Aajdel glejM, ST ddux A8S AT 2AE] ATHEH, 7] 2482 4o
T oshe] FF SAF AEF, oF W (a) MelXV1 (5 WAL 9 wjFAE &3 DMzl HrHs
ACC28302.2 718tg), (b) Mel-XY2 (5 mAE 2 Hﬂomu 23 DSMzell A3H S DSM ACC2831% 7] Etg
(c) Mel-XY3 (5 W% 2 viFAE 23 DSMzol 3% DSM ACC2832= 7]8Hg), (d) Mel-XX4 (5 WA
B 9 | FAlE &3 DSMZel WS DSM ACC2829E 71et) 8ol 29e g, oY AxFE
of glrk. & 2AELS EF FFAl, BG 22 wxAl, 3 GM-CSF H/E= [FNa 9}

2 dAE Aol Y, # g 2E2 5o SAF AEFS
)

=)
1=

<R
o
et
>
bt
0,
0

]

133

|

RS =

e
(a) Mel-XY1 (5 vAE 2 wjAE 23 DSMZol H<4=H3F DSM ACC28302.2 7]E4), (b) Mel-XY2 (5 vl
B 9 wfdME 23 DSMZol H4HE DSM ACC2831% 71EE), (¢) Mel-XY3 (54 wAE 2 vjYAE &3
DSMZell A<+ & DSM ACC2832% 718Hd), HEE (d) Mel-Xx4 (5 v AE 2 wjokAlE &3 DMz HEyHzE
DSM ACC2829% 7|&¢)e] Z3He EFslH, ojgst MEFELS WAM] 2AME Bola, TAF5He] §lvy. & &
Heo| wrhE ofHe] mEd, I Wi 2AHEL 5T AT AEZFTE (a) Mel-XY1 (

F 23 DSMZell HHE DSM ACC28302.2 71E4), (b) Mel-XY2 (5 vAE 2 olgAxE 23 DSMZol|l H4
HE DSM ACC2831% 7]84) H& (c) MelXY3 (54 wAE H ojgAE 23] DMz HHS DSM ACC2832=
71er) o] 23S Eeet, o]y 3 AEFES WA ZAbE Aolar, FAFHo| §lvt.

oage] wmrhE SHje] wEW, B 2HES A5t A7 FAN AEE, Aol 5F A3 SAF AEF
2 A9 TG AEE, Holx st o]Fe] I3k SAF MEFo AEA MEES T A SAF
AEFE S AEZFEY s oldeltt: (a) Mel-XY1 (5Y vAE 2 wfdHE 23 DSMZA] HHE DSM
ACC28302.2 71Er4), (b) Mel-XY2 (Hd vAE 2 ujSFAE 23 DSMZol H4HE DSM ACC2831= 7]Er),

d v AE B uEAE 23 DSMZel FwE DSM ACC2832% 7184), (d) Mel-XX4 (5¢ WA

)

=4 =4

2 2 uFAE 23 DSMZo|l HHE DSM ACC2829= 718E), & (e) °1E9 5A wF (sub-population)
Wyl o el mEw, A7 FNF P wx ARE AT 2ol ATHY, Y5 FAY AXE,
Aol el FFo Qb BAF MEFTE FHE FAN AEE, o]F9 3t ZAF MEF A9 xEH
B AZE 9 o)Fe] Q7 ENF AEF WA A AZES TFIL. FNF ALFE O AZFE
7kl s o) dolth: (a) Mel-XY1 (59 WA= 4 wiFAE 238 DSMZol| <& DSM ACC28300.2 7]1&H4),

=i

=

. =4
(b) Mel-XY2 (59 mAE 2 wjkAE &3 DSMZol A5H3E DSM ACC2831= 71EH=) | (¢) Mel-XY3 (9
2 2 wjekAZ 238 DSMZOl M4 E DSM ACC28322 71EHE), (d) Mel-XX4 (59 wAlE 2 sz &3
DSMZell 43 DSM ACC2829= 7|EHH), = o] &3 3 (sub-population).
2 o] o2 JEHd mEw, 2 dye] 2dES AR ] 9% el AlsE, ojgdt W
AlEol 93l FaHr):
a) (a) Mel-XY1l (59 mAE 2D wjekAZ &3 DSMZel HH3E DSM ACC28302.2 718, (b) Mel-XY2 (£5¢

=4
nAE 2D ujekAEZ 238 DSMZol H<HE DSM ACC2831= 71@}%‘) 2 (¢) Mel-XY3 (5 vAE 2 gL &
3 DSMZoll - E DSM ACC2832% 7|EH) AEFES §3lA7I= ©A 2 vjFsts A,

rlo

o}

dlo
L

b) ol#g A7HA AlxFEs Eehs B

c) olgfgk AIZHA AEZFES AR ZARsEE 9l

><
=
~
—~
it
e
=)
oé

2 oujkAE &3 DSMZol HHE DSM ACC2829= 7]

FHlM = & 2AES Axde o] Awssd, o=

a) (a) Mel-XY1 (5¢ wAE 2 wjFAE 23] DSMzol HFwE DS ACC28302.2 71EH8), (b) Mel-XY2 (5
AE 2 A E 23 DSMZol FFWE DSM ACC2831E Z1EHE), (o) Mel-XY3 (5% mAE 2 wjIAE 23
DSMZell =¥ S DSM ACC2832% 71EHg) 2 Mel-XX4 (5 mAE 2 wiFAE 23 DSWZell AW DSM
ACC2829= 718Hg) AZF5S G 7] &l B owlets @
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b) olel@ A7 AEFES Edes

0 olEg AZA AEFEES WA 2ASE B

O A7 FAY AEES F5ee A 9

o) WA M AN ZAHE AZFER ATk FAY AZES o

o).

wownel ® ogE gEdAE, S4%2 sk 84 ueld 8-3Y WY wee FRAvE Pus

Agatd, ol Bamst ARl AXFE (2) Nel-X1 (5 W4Z 0 GAL 23 g

DSM ACC2830o.= 71erg), (b) Mel-XY2 (549 mAE 2 wiFAxE &3 DSMZel FHe+d

7188), 2 () Mel-XY3 (5 w[AE 2 slSAxE 23] DSMZol 9% DSM ACC2832
I

[} L=
%S Folele dAE 2o, A7) AxEFEL Sl gtk Fole RxA B/t dexzdAet 3

(o3

o
=4
N
>
lo,
>,
N
off
o
b
ol
=
o2
ol
2
rr
o
L
i
b
31_1(
_?{_.(

fu
N,
i ol

oagol m g2 JHoAE, SAFS JH @2 oA d-Fd W wEs e Uys
Agetsdl, ol BoEse S AEFE (a) Mel-XV1 (5L M= 2 Az &3
DSM ACC28302.= 7]8rg), (b) Mel-XY2 (5 mAE 2 wldAE 238 DSMzol] HFWzE DSM ACC2831§
7188, (o) Mel-XY3 (5 mBE 9 wjkAE &3 DSMZel H<=HZ DM ACC2832§ 7] erd
(59 v B8 9@ wjFAE &3 DSMZol S DSM ACC2829% 7|8k o] %x3e] fra®s Folats %ﬁl% =

;
Fekm, 7] AEFEE S50 qirt,

EiuY
=
1[ N,
—~
=%
=
=
@
><
>~
~

wownel ® ogE gEdAE, S4%2 sk 84 ueld 8-3Y WY wee fRAvE Pus
Agsel, ol Wamehs @A Ak £ AESS 6 U 72 A Beke] FEAYE, U AEES
) Mel-XY o

(a) Mel-XY1 (5 v AE 2 s SFAE &3 DSMZol H4H3E DSM ACC28302.= 7184), (b 2
AE 9 wFAE 23 DMZYl A5 E DSM ACC28312 71ErE), (¢) Mel-XY3 (5Y u|AE 2 wgyx 23
DSMZell 45 DM ACC2832§ Z18HE) 2 (d) Mel-XX4 (5 vlgE 2 wfFAE &3 DMZol H4=H3Z DSM
ACC2829= 71€4) 9] =39 Fass Foste ©AE 233, 7] NEFES F245

B ogAMel glolAd, §o] "EYE R EFR'S AR wAFsEA AHgH AT,
A QoM ¥

%
ZNEAEd A WA 24 E,

R

AAE 2dshs 2AH=EC] AFH=d, odd 2A=EL T ok

AZAW WA, EE Gd Mo 2 e HOR o

=
i)
L
[
£ ¢

4700 AEFEo] R 2E oo wie}l 2007 d 39 27¥0] 5do] DSMZol v ZEHEE ZEEAT: Mel-
XY1 DSM ACC2830 4|33, Mel-XY2 DSM ACC2831 A3, Me3-XY1 DSM ACC2832 4|33, Mel-XX4 DSM ACC2829 A

Ao 54 49 A3k v Fel YERSith:

v A XY1 XY2 XY3 XX4
Gp100 (HMB45) ND ND +

Gp100 (PCR) + R T

E] 2 A YolA] (PCR) + + + +
MART-1 (PCR) +

MAGE 1 (PCR) ND + +
5100 + + + +
B €l (Viment in) ND + + +
CEA ND + + ND
GD2 + + + +
GD3 + + + +
P53 + + + +
MIA + + + +
MCP-1 + + +
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<37>

<38>

<39>

<40>

<41>

<42>
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TRP-2 + + ND +

MDR1 ND

HLA class I A02/23 A30/33 A02/A23 A24(9)/A33(19)
B18/B37 B18/B65 B18 B18/B65 (14)

HLA class II DR7/DR11 DR1/DR1 DR11 DR1/DR11
DR52/DR53 DR13

DR52

FEAF (nude mouse) + + + +

ol M o] FFreid

LY E o7} F2 + + HH+ ++

el Mo 4%

dekrt ShgA
Wehd AAEe] B
Mel-XY1 MEZEL w313 o7} o4

Al TF FEAIH, dolE doT|A &

g}, o2 A7

- B —%

LAAA G Ak, NelXV2 AIZEL T4 e (FE2) AAENA % oo, HolE do

Nel-XY3 AZFE25E, dUdToRe] AxgFo] 540 Uehdr. AEL5L fdsta, zton
T 2EX A 9 o5 AHFHO] wlolaR-FdS HAAZ F T}, Mel-XV3

7F el o] F2UE AT Nel-XY3 AIXELS F4 §lv (F2) AAEANA % 424
Ao 7% =t}

Mel-XX4 MEEZHE, olgjst AXFE LFTolA Fo] JHH ddFoz HHdsle 5Ho] 1

NME dld NEEY FARBH 7HAAY E5S B, AEEL dgididoln, o A=

AE 7M1 tE AL JpHT. 2R BA A7 172-173A 7kl | o] 5L RE#2 o} (soft aga

il
fetl
i
il
tlo
ot
oX,
g
o

T 3x10 vbEe] AlE7E detrAE S o FdE FEEklvh

Fed A A(nucleoli) S 71, =

ﬁ
S
1%
e
2
>

A w, FF AxFEol AdelA ABAEE A
B oodde] e AE UHE skl oldE s 100%clAM  FUdel wAIG= As
o

=] R [e]
@A AFetgon, g4dAoE Hgk 3724+63mrel] o] =Tl E dwe] A EZFE Mel-XX4

A&l AMA 4=(modal chromosome number) HA o 2HE thgo] sl & vy ol Mel-XY1 A¥EFE ¢
)

o lolA IEAks B ow (105 WA 110 Ato]), whebx wetgh
(7). & 2o Mel-XY3 Al EFE= AFA

il
A A 820 R 228l A Aok, 2 2] Nel-XV4 Al

[t
[

i
r

2 o] AEFEC] ol AZAWE FEsks Akl 2AF ATHAL. 506y £ARS AEE B oW
ey

7t Az 5o
o AZE] 70, ®

1 As vl-2AH =

1=}
T
=

w

F AESo0] obdA-V/IP HAd| o] EFAo|NE 27| AEA ATEES

H& oprfel 9lolx ZFEYUA )% (clonogenic capacity)E 9+A3] Alet7]d =
= 100Gy2 ZAFE S wl AEAE/IAL F3me] glojA & ®isyl #EE A gkl

2
TE BTS2, 7P v ¢ g 2 86l o] A
= & %
=

=
=

ME of
Moy lo

6-9% F-at

2R
AN
AL iAol 5 =3%). 70Gye] FAF 3 72417ke] wE Foll, 27] ApEA AlEO] 45-53%7F dol Mt

—~

2HE AR AEME= oF 1662 S7HIIWCRT -5 =%). 2gste], & @AMl o)A

[e}
= 1B Fx, ofdf %= =), HlEAM Al WolA opdlil-y R IP M| FARY AlEE0] 7.5%3%0W AL

wuygel 2a

H 32 AZEL Apo-Nec AZE HHHPom oJwdt Apo-Nec HMZFEMel-XY1, Mel-XY2, Mel-XY3 @ /¥
= Mel-XX4) & sl o] Ae Z3stE 2 ELS Apo-Nec RAAEE wWH AT},
AE WAL ZARE S FHo glE AEXE 94 ssier, 2 @3] Apo-Nec ZAEY ¢
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5

=

=

H

e
[=)

o]
™

]

o

A

aa

ToR
B

o

9] Apo-Nec %A

3k Apo-
80% ©]7%e] Zhatol A

T

[e]

9] Apo-Nec ZAIELS Mel-XY1, Mel-XY2
7

T

Mel-XY1, Mel-XY2, Mel-XY3 ¥ Mel-XX4 A

g oke] A7kl 7
Mel-XY3 AIE

K5
=i
=
KX
—

<43>

Nfo
il

I
=

o
HO

)
wm

ZAES Axdhed AT, o

]

E

DC/Apo-Nec® <&

1
A7k A A%

2]

Z = O
T

Jaal

<44>

Pt

o

Hol s

wt

<45>

b o

o) TR R

=
=

F50)

Mel-XX4 AIEFE9
E:_TL_

i)
=

gt = Mel-XY1

z

=2 Nel-XY1, Mel-XY2, Mel-XY3 2 Mel-XX4 A

A

)

Mel-XY1 2 Mel-XY2 M EFE9)
*=

—

< op

FE= Mel-XY1, Mel-XY2, Mel-XV3,

Y
X

I

A

ENR

HEALA

oo
=

9] DC/Apo-Nec =43

T

i

EREE RN
A7} SAR AE
o W7

i
Mel-Xx4, &

wt

<46>

fred)

&

wmo

o

i

<47>

]

Ho

o

o

tob A

3
<

o] ok 15%7} &4

o oF 50%, R A AIE

ST
X

274 Al

DTH
[<]
9.5
4.5
ND
10.5
5.6
5.5
10
4.5
6.5
7.25
3.75
5.25

]
14.25

(30/3/07)
P (8 m)
NED (54 mt)
NED (35 mt)
NED (45 mt)
P (4 m
NED (37 mt)
WP (1 m)
P (7 m)
NED (71mt)
P (11 m)
P (4 m
NED (25mt)
NED (26 mt)
NED (39 mt)
P (10 m)
P (6 m)

4
4
4
4
4
4
2
4
4
4
4
4
4
4

10
10
10
15
15
15
15
20
20
20
20

DC/Apo—-Nec
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3.6
3.3
4.4
1.5
4.2
3.6
7.5
6.2
4.7
9.3
7.5
8.2

PBMC
3.5

LN
ND
ND
ND
ND
SC
ND
ND
LN
ND
ND
ND
LN
SC

IV
I11
IT1
I11

IV
I11

IV
I11
IT1

IV

IV
I11
IIC
I11

IV

IV

42
57
32
17
56
60
27
26
42
34
44
56
47
30
52
57

23

2] DC/Apo—Nec

3t

10
11
12
13
14
15
16

HEHA
[e)

b

1=|

ND:
SC:

A=k

<48>
<49>
<50>
<51>
<52>
<53>



<54>

<55>

<56>

<57>

<58>

<59>

<60>

<61>

<62>

<63>

ZIHSd 10-2009-0129501

o] o3 11 e] gAdo] AxHUY. B F %Uég 11C

AE AR, 8 111 SA% dAgen, 73 AE AT #5 3 #1119 EEe b A

° 9@; #162] % =2 om; #1, #10 B #1590 FAEL Féixg! ¥

8 & T Axgo] Fo WA A 85E WS Aol AATH. Apo-Nec MEE(E o] DC/Apo-

g x4 AES(CDs) 5, 10, 15, £ 2ox1063§ Yol saxras e 9 /H]?ﬂ
22y 233F BEAl glo] DC/Apo-Nec A E(0.3ml)S wokeh. #79] A= 22k A

Pe T Aol 3458 14 2 v-z2dd g4 ﬂfoﬂ AFAE o 2 HE xﬂﬂﬂ&’m-

Aol

g% A4 AES(DC0in)e e P Bl 95.1+3.6%= (D14 /(D11c+Q T, 70+6%= (Dla tt. =%
= oF 60%= WTrE QATH

w7 wjHe] $EE 1x10°9) PRICEZRE oF 3x10°¢] DC7F o Art.

FAEREE A& DCin ¥ E L] DC/Apo-Nec ZAEo| E3te MEEo] BAE S 3xE(n=15)24H
Aol DCin MEEQ 42.3%+13.70] # o] Apo-Nec AEES FAE 4 dvtE= Aol AEATE. Apo-Nec
MAEES EZA 28 (phagocytosis), A} dAv|ZH oz DC WH2 FE(vacuole)dlA AA L Apo-Nec A|XE X

= oolE AvE wagoms BrhEdt

DC MEES AL Ao s A4 dFS mA= 2 Do Apo-Nec MEES] 582 SEAXS
(flow cytometry)el 23 Eold DC AHXE vAEY] FHL Fa FRFJAT(FACS)(FACSCalibur, BD
Biosciences, San Jose, CA). ¥ o] Apo-Nec A|¥ o] ¥ A =8 [PSE s tZato H|3] DC A¥E As
FHFES AT, DC AE AS5EE (D83, (D80, (D86, HLA Z~ 1 9 11, 2 (D40 Hde] F7tel <3|
A=F A}, T2 o]% DCinell H]&) FITC-Dx AMZEW o]l e] 75.2%+169] 7471 whA = ).

o

AT & (C-C ZEZ) 483 7(CR7)S EE A}k oA 2 @] ppo-Nec AEEQ E22HE o] F
DC WollAe] AL Z7A17 L, o] MIP-3829] (D AE A9 o]Fe} #&o] r}. DCin MEES(9.6% CCR7+,
MFI: 23.3)<& MIP-3B7} oma} MIP-1a 2 ©o]|F3&}3dty; tixd o &, DC/Apo-Nec A|EE(81.8% CCR7+, MFI:
41.2)8 MIP-1a 7} oFJet MIP-38 & WEsA o] F&}9 ).

ULO PRIC S Bolx, 71 AT 1010 DC/Apo-Nec A% FolZFS oz Eatm 9 3x10°9 AESu =
ojrelop Pl #6°] IS Aejstale, UM BE 5L B 3o DC/Apo-Nec ZAHE] o TS
=ofubgbth(Fa] 1: 5x10°, ¥ 2: 10x10°, ¥a 3: 156x10°, 2@
QEe g uael Qles, wAN: WE 54 A4t 4 19
A aEes, Fu W pae FHan. Arlacane 2o

g 4: 20x10°) . By o] DC/Apo-Nec %
o} oFgk FAanks 9 DTHYE HEF Yol
dAE 4= AATHE 3).

[¥ 3]: ¥ Wge] DC/Apo-Nec A E2] A3 dAE =4
= ZARE ZARE ZAE FAE
5x 10 10x 100 |15 x 10° 20 x 10°
&2 1/4 1/3 0/4 0/4
T 1/4 0/3 0/4 0/4
Q3 1/4 0/3 0/4 0/4
55 A4 0/4 0/3 0/4 1/4
Eratles 4/4 3/3 4/4 4/4
TE3F 0/4 1/3 0/4 0/4
H A5 0/4 0/3 0/4 1/4
53 0/4 0/3 0/4 1/4
TE 0/4 0/3 0/4 1/4
A&53 0/4 1/3 0/4 0/4
AA} 0/4 0/3 0/4 1/4
+HE 1/4 0/3 1/4 0/4
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o o]F 41,5702 (25 WA 7199 Bt FHIIN Tk, 1IC 9AY IAEL AHo A5 2 Holx &gk
THNED); IIT1 A 3k=be] 7/8(87.5%)7F NED glow | IV ©A 3kxte] 7/70] Aol AL BRIUTHE 2 =),

B oo Apo-Nec?l ©o|F MEES] tigh 2 Aol dis] DIH W&o H7p=EAar, whgo Z=rt 37t
DTH H7Hde AAldel 71a€ npel Aok, &x] $2E9] 6/15 who] %ﬂu Apo Nec A|EE] S
ol oFgk DTH WHE-& Btk DIH 412> Apo-Nec A2 HFo] BE FAEAIA Fol4 whgAdS fiste
Aoz Yelgorn, ol& Allx HFE oF #zd 7|x kgl vls| DC/Apo-Nec ZAE<] A2%} $

Z DTH HAE7F @43 Asd7]) wiolth(Mann Whithney HIAE P=0.28, n=15). DTH H7}d4E 289
S 1AW $FAE B NED SRS AN o 53kth(P=0.28, Mann Wilcoxon Rank Sum B]=E).

HE9 DC/Apo-Nec AIEES] ¥ F71 DM H7HHSE A3 F5A7IA = &drt.

ool AR 3y dolglE EAFE AEE thdk Al ¥ (humoral reaction)& HEF HAFo| Yt
A gFkon, o] FACS Aol 93] H7he Aoltk. Apo-Nec AlEe digh vk FAE &4 A F

oAl AE A5 d='-EFWestern-blot) 7IHel o] A7I= vt vlHe] xH(#3, #4, #, #16)°AA
200 kDa)Rto] #ZEQom  ALS-HEF A YolH AEEHYL, H-5o]d Fxae
& YolAE 2AER &t

%_
#1 A5 97 A7 SAF AEF7E GYEdaL, ol whel 7] ghap el A ARple] F Azl gk
AE F4 W3S FsHE DC/Apo-Nee AL fAHE AFo] BrhE = AU, FTAL F4E Apo-Nec
7] W2 41 BAEEE ol WA AR EF AEE) FE AF 59
Al e —?F | @74k = 32 DC/Apo-Nec #1 AlESel tid wkgozx HE F HIZAx S717}
<) A3

e HoR ‘JrE‘r"Lh l, o= Apo Nec AlZESel oJal] Agd TF FdEo] g SolA
0 =]

Ak
1=
ofN

oo
=)
i)
o
e
rlo
Ro)
v

z
S
>
bl
A
i

Aol Fod 159 AAE F 74 Fx7F AwhA|E (haplotype) HLA-A*0201 &l 1S 7FX 3 Yo,
ol 159 PBMC MZE WA AlgAQl HLA Td-5o]4 wkge] A5 7FsshAl 8ot 3-gpl00 WHe-,
2 DC/Apo-Nec ZAEol o8] F2td So0]% Melan A/MART-1 CD8+ T AEEo] HLA H EgH/HElo]=o] EolF
A3k, 2 ELISpotol] o3& =4

e do X ol\

=
IN-y 2018 E3) 22 4F WA 44 BA5A

I 3kxte] 5/7+ BlEe e Gl 93] gplo0 2 Melan A/MART-1o] thal 241 5o]# (D8+ T HIZA XS] &
AE A7) A8 AT A0 JF 74 ) 2 FUA AE 15Y F)ol FEF PBUCE Folwsith. A=

F 4 A YERATE. #2 2 #6 A= pl00 E Melan A/MART-1 Eo]# <l (D8+ TAIEY WIE7F A% 3 1% A
A AA3] F74ekar o] As] NEDRTHZHZE, 424 3 53 2 3670Y). Wb #5, #3, 2 #16 SkAl= HEDH 2

Mo] 7+AslgTh, o5 REE AE & Aol APHYT(E 3 A FHFR). 3 HAAAE #2 A9 AP2 T 4B
o JEMNATE. Melan A/MART-1 HE}o]=Z 1418} D&+ T Aze WESL 717} 0.17 2 0.26904] 1.15 2
1.160.2 Z718t9ct. A7 A HLA-A%0201 A TAER FUst A4 385 Addas wsdo] et
=] oSkt
IFN-y o] EH]= HE A5 = PBMCY ELISpotell thall gplo0 = Melan A/MART 12 279 27} A AE
S 24A wieket & BAEG o giRToRA AEFNAL FEFOI =S (flusses) o AFESIATE. 7] B4
< HLA-A%0201 Sk} 5/7901 A4 H7LE ATk, FHo Sx(#5 2L #16)oA4 2 v o] DC/Apo-Nec ZAES HFE
5 [FN-y 7} SEon ) o]= gplo0 @ Melan A/MART-1 E0]Z ¢l D8+ T AMIEESo] 93] EH|= ). #5 2

4

#16 32to] 9loJA], WIE7} 7-3.5%10 o] IFN-y = EH3= D8+ T MlESo] Sars|glch, #2 ﬂz}oﬂ | A=,
HE HAZF] gplo0 L Melan A/MART-1 Eo]2Ql D&+ T AE7}F vt RAHAUCTH. o] FAE Fo T 547142
Al oAds] dgo] WA Ut #8 L 415 FAELS VEHHEATA)AA AFS UEHon, B i
DC/Apo-Nec A &9 4xF9] HE Fo= W3y} #FH A &),

g o] DC/Apo-Nec 4= o] IL-12 2 IL-10 Ale]o] #@ 2 EA A8 & 1 AlZkell FACSO o] A%
Rar, o]F Al|EIIIS AEZA ol FH317] 98] BHeAdd(Brefeldin) AR 8A1ZF ¢t HEsdtt. = ]
YERA Hke} o] DCin®l 6.1% ko] 32A1%F Follof IL-125 A3ttt FEmMF o= 5E, DC/Apo-Nec AlE

9] 30.8%7}F IL-128 AAIEZ F=FHAUTE. A, DCino 81.6%7F AEZ Ul Aol EFF1S el o, 1
T FAAE F WgEA eskth. 1L-10 B IL-128 AAEe olF FAEY AXRES 244394y 27.8% Tt
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<87>

<88>

<89>

<90>

91>

<92>

<93>

<104>

<105>

<106>

<107>

<108>

ZIHSd 10-2009-0129501

% Fge oldyol kov, mebd WY ARE S8 AEFE 2 o5e] 54 JRYT EFE £ =
Fol o8] ABHE BF FA EFES A& Qo AxFoelt, 24, & 7ot Wehd AX 23} F9
W] die oleld FRES WAL WA J1x SAF 4Ae vehias.

o

FAE0] o]F AAEe] 7Y Al wet WxAEA BG 2 Wl xPARA GM-DSFeF 37 B kel
o), SAE9] 75%(TA 1I1C L 1117 Hol 517198 34 Fo] Aol ukialx] ok
o] ©x @A 1= Yot}

gt el A 814 SArmAE O oAlA] AdE YERAT. #200 $HA= 674 oA ZAAFSE, 2003
11l #rtekitt. 2\ eE 20029 69 S7He 5% B (nevume) &2 7S B2 Ho| ;. A TH o
2= Z¥92 99 1V, BaEE9-Breslow) M 79 ¥R SAFo] AL} 2002@ 84, oo SAF
(satellitoses)o] B&E AL, o]Z Attt 3x}F= Apo-Nec + BCG + GM-CSF= wkokal . GM-CSFE 600
w(FAAE eldem, 57t 2d F ke 548 Byt HE 9 /\1@01]*1, gAlEE Ado] FolA
A ol HA oW, dAvA Al = 9o YERATE. AolglE T Jdo] Fe AR A HEA
Folo] THHENS W otE, A TF 27 A R dAgdo R FHE vARRAEY] EAE AU

rl.‘l

dZA, B 2ol Apo-Nec FAE + BCG + IFN-a & X 8% 3kxt¢] A3x JepgQdoh. #300 Sat= 174 A
W3 (inguinal adenopathy)< 7PX]J« 9}91E+. 21Y F, wmoE FZ= AFE A4 @)
L, 7|4 FAF HolE 7hxl AAe] 4/117F Aottt 1 AL 49 JAEFII-22 Aot

Mo 2>

221 AA 1489 5 #AZF AM3F E(inguinal arch)ollAd Aol A HAa, thrA] F=&o] PFfHon, o7
Hol& 7k A4 5/77F FEEUT. o] A= FF(back pain)el AUTE. FWF HAksATEALS
gy AWEES Weula, thERR-2(Dartmouth) AlEe] wE 5}?3”&"] gk, stags v
o] Apo-Nec ZAE + BGE A=E /\]XLO}Oﬂ‘ﬂr 2 “L‘ﬁ/] ZAER AEE AZFEA UNd 5, ﬁ%
1 Ado] AA WA, o] Aol A FaS P, Y E‘E d A E(] ymphoplasmacyte) &3t 3
%ﬁﬁ}ﬂéﬂﬁﬂ:O]%ﬂtAmﬂ@:Z”%4-WMai A g7F A&EAJS. = 100 #5 ¥ 44

, o] A= Aol A

—|—’

2
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o

=
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o 3 oo o
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Mo ok
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it ofy
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2
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=
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\
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>
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il
1o,
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i
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1>
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2
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o,
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2
N
L
=
(]
1_,
1%
ol

B
oX
it
o
o
X
N
2
o
Ly od
32
o

i)
oF

X 2
>
s
o rlo
it
o
I-HZ
2o
29
N

A= 29 F W we] dolw Agsigit.
Mel-XY2: MEFE AFF AAE So AP SAZ(Zea #dd [1D)o] Y= 4440 ZAAE BT}, 2
d 5, HAE Asee] AWE 2 3 dolw WAHSAL. Aszo] A¥Ee AA W £ €Y, oeF A

Mel-XY3: FA}= 434 = oF Ao | d
Wb, xkE DTICE sehawS woren, FEgh s w2 §ldith. A= Mol

B AXF Mel-XY37F Qojxt).

Mel-XX4: 334 Wl o o] A3|F- A ] SAE Hol2 Fekd Ho|t}.
by FF(primary tumor) WHAA vt 1570 &, A= AP fzZAdA At Al A
F Ado] HAHJ, Fe FZtor REIEFEJQow Ak @ AA FA S A A3sFaL, DMEM(Dulbecco modified

by Eagle's Medium)oll dEsliom, YAdE f oA stedo] o) 7[Adoz EFdTt. AX SHES
37°CoAA A FEAaAE = AT}
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<113>

<114>
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<117>
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<123>

<124>

<125>

<126>

<127>

ZIHSd 10-2009-0129501

MIEEL 10%2] 4 o} T3 (FBS)(Natocor, Cordoba, Argentina)e] HZ%FH ZMZ ujok ujx] uoA AHEry
3, 25en WY EEh=Fd FFEHAeH, F3ka 5% 0, - 95% thr] sholl 37TColA = ATt vAdTE Al

L5 AAS] A9 2443 5 wjPAE AAAT

M dgde -Gz v AT AP Miltenyi Biotec, Germany)< 43 EFA|AT. ozl NIEL Nel-

oo YIzkA] HEFE(Mel-XY1, Mel-XY2, Mel-XY3, 2 Mel-XX4)9] X% 2mMe] FEFT, 20nMe] AFA
FlolE, 100 uMe] ofAxm=Z B AL 0.3mg/mle] ZTEQ A 0.16mg/mle] ¥FBA YEE 9L 5ug/mle QA&

1001U0/m1 o] AYA™, 10pg/mle] ~EfEnto]dle] BFE SA4F wj=x] DMEM:F12 4 =3=(1:1) delAl 10%
o] A ®jo} EAH(FBS)(Natocor, Cordoba, Argentina)(GMP Laboratory of Centro de Investigaciones

Oncologicas-FUCA)& #7}ste] ks F3 Fs| st

Melan A/MART-1(M27: AAGIGILTV) 2 gpl00(G154: KIWGQYWQV) 3FHSo| Eo]HQ (L FEZE(AstE HLA
Ax0201)°] 10%2] BIZA <17+ &x FdAet A 30ng/mle] A 3-CD3(0KT-3, BD Biosciences) @ L& 9
300UI/ml IL-2(Chiron BV, Amsterdam, Netherlands)Z 3¥njt} o]&3le] 144 <=3ko & RPMI wiA] oA 33+
= A

10 A5l 249 FefolE(=4d)e] Dol wigs e, i 2-3% vt Aﬂzi.%& EDTA(0.02%) & = ] ¥ 2L
FHste] Agsritt. 7 FAANZE 552 7] (exponential phase) &< A T4 7IE7|ZREH ANESIA
=

294 (clonogenicity)

UAE=Y (anchoring independent) AE AAL Hee]g o7} (Hamburger, 2 Slamon, Science 197: 461,
1970)0] 218 ZAHUT. 3-100<10° AEES0] ARZolA wFH A}, SeolEE 2127 HFE AL, o] F
vjd 50u02] WiYF WIRE F7ISFSITE. 36ME o] de] FREUES dnF ofFolA AlFsisltt.

ICC #4298, AFHor st AEES ETAZ st 9a¥e], TEAdscz ud, sehde] 3
Hata vAg BHoz dusiglt. Bae 4yxd AL gxron A

2 9 AxES AgdE, uHE ) 2 gpl00/HMB 45(Biogenex), MART1/Melan-A(Dako)ollthdt ©@HEEA a|
(MM)“‘Wiiﬁ‘%ﬂ%gPMW(M%mMFQQﬂ]%QﬂﬁW.

M

HL2- o olu|wl-H] 9Bl ZE(Vectastain ABC)ZE 7MA S E Gt WA st EL 0.6% H0,2 s o).

EDTA HEl®l HMEzEs Adggdo=zn H3 WAFHF wh-go] FAFJUTE. 100 A" FY g4 o= A
g Sol, MEES 12 FAEZ WS, AFH, 22 FAEZ WSFFIC F-BFH 94 HWI=2ZEY)(Dako),
A, 1% F-E5LH 3= o] a2 3}ar, FACS(FACS Vantage SE, Becton-Dickinson, USA)Z #X3F%t}. 1
2} A EL AFH 2] d-p53 Mabs (DO-7, BD Pharmingen), 3F8 3-GD2, R24 &-GD3th. p532] A-5-, AEEo0]
FHE AT QZF FAAE FYHLA) Fels 1, 2 Fel& 117F PR-SSPoll o)&) 54315 ).

RT-PCRO o3k S41F ¢ &2 54

Z RNAVF EglZ(Trizol)(Invitrogen) & FEEHATH. cACN A S WAIEH7] $I8), ZHAE3E Zlolwrl 1-3ug
RNAol  H7}= %03, 200 U MMLV-RT &2 (Promega), 20-40 U RNAsin(Promega), % 250-500puM dNTPs
(Invitrogen) & & 70Tl 5&7F, o]%F 40TColA 60%3F BlY= AT, cDNAF-#(2-10u0)©] Taq DNA F a4l
o3 54 4 e xgto|HE A&t FHEQIT.

FAHQ meholul & ofdjo] LrER Zo]t}:
Gp100
5'-GCTTGGTGTCTCAAGGCAACT-3' (SEQ ID No.1)
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<128> 5'-CTCCAGGTAAGTATGAGTGAC-3' (SEQ 1D No.2)

<129> MART-1

<130> 5'-CAAGATGCCAAGAGAAGATGCTCACT-3' (SEQ ID No.3)
<131> 5'-GCTTGCATTTTTCCTACACCATTCCA-3' (SEQ ID No.4)
<132> E] & A L}ol A

<133> 5'-TTGGCAGATTGTCTGTAGCC-3' (SEQ ID No.5)

<134> 5'-AGGCATTGTGCATGCTGCTT-3' (SEQ ID No.6)

<135> 5'-GTCTTTATGCAATGGAACGC-3' (SEQ ID No.7)

<136> 5'-GCTATCCCAGTAAGTGGACT-3' (SEQ ID No.8)

<137> TRP-2

<138> 5'-GAGTGGTCCCTACATCCTACG-3" (SEQ 1D No.9)

<139> 5'-GCGTCCTGGTCCTAATAATGT-3" (SEQ 1D No.10)

<140> MAGE-1

<141> 5'-GAGTCCTCAGGGAGCCTCC-3' (SEQ ID No.11)

<142> 5'-TTGCCGAAGATCTCAGGAAA-3' (SEQ ID No.12)

<143> NY-ESO-1

<144> 5'-AGCCGCCTGCTTGAGTTCTACCTC-3' (SEQ 1D No.13)
<145> 5'-AGGGAAAGCTGCTGGAGACAG-3" (SEQ 1D No.14)
<146> MDR-1

<147> 5'~TCCAAGAAGCCCTGGACAAAG-3' (SEQ 1D No.15)
<148> 5'~TTGATGATGTCTCTCACTCTGTTCC-3' (SEQ ID No.16)
<149> MIA

<150> 5'-CATGCATGCGGTCCTATGCCCAAGCTG-3' (SEQ ID No.17)
<151> 5'-GATAAGCTTTCACTGGCAGTAGAAATC-3' (SEQ ID No.18)
<152> B-actin

<153> 5'-ATGTTTGAGACCTTCAACACCCC-3' (SEQ ID No.19)
<154> 5'-GCCATCTCTTGCTCGAAGTCCAG-3' (SEQ ID No.20)
<155> QTE]-Ml A Eto]m 5L ofdlFe YERNATE.
<156> B 24 AES A8, U Zeto]lW3sl g4 HZ PCREMS-(Nested PCR) S ZH-E] 1/100 F A SEE A}
<157> PCR AAES of7t2 2 A oA A4 H%aL, olEts HEnfol=g JAH: 49 7= 100 bp DNA

PM v} (Promega) ¢} 5% & (rum)=} ¥ 2L ?: 22X AZEAC}

<158> AEFAS B EAAEEE A

<159> 2 o] 47EA] MEFE ASste AEEe] MERFATA FAS $IdF 8-16A1%F F<t 37TCAA A 5H d%
Z7]Al(colchicine)(0.1ug/ml) WellA wig=E Qi EYA-EDTA qo 2 F=HE o XF TREZ we} 3
HATH G-E 71Ho] ARSEUTE. Q17 MEf 1@@ HHS 93 TA Azl wel GAA 2Eo] s
A (Mitelman, 1995 ISCN.: An International System for Human Cytogenetic Nomenclature, (ed. S Karger,
Basel)).
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<161>

<162>

<163>

<164>

<165>

<166>

<167>

<168>

<169>

<170>
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A 3: Gy RE O] XA MEEMC) A, o5 53t 9 Apo-Nec AlXEZ F4

FAY MEEL 1448 AFAE9 ﬂ@??ﬁﬂMHywﬂ)E%"JF@%ﬂﬁﬂwmmﬂwm)éﬂ%EEH
Aol M, Wz TEHMES(PBNCs)S Fycoll-Hypaque H%= 7127]0] <3 AAH ATt PBICsE AAE AIN-V
8% wiA(Invitrogen) ol ABHAL, i 2k (TPP, Germany) well FZreo] A, 37TCAA
Al F, vEYEE AEES AAENR, HAYE d¥AEES 800 U/ml rhuGM-CSF % 50 ng/ml IL-
4(Peprotech, Mexico)7} HE% IMVlﬂﬂH 5U7F MgH N3, 147 (Dine] FAHT. 18P W= F
gen g 2 FACS 98] BAFT. DCin 28 AL $%37] 98 2 mg/ml LPS(E. coli J5 AATEA,
Sigma, St. Louis, CA) ¥ FHFTHo= MEEC] 48A17F 5 Bl S AT,

AEZso] HAsEAMCinY o, DC AE 288G 5437 35303, o]F (D14, (Dllc, CDla, HLA S
IT, CD80, CD86, (D83, (D40, HLA Z#2= I, = CCR7 ¥ (BD Biosciences, San Jose, CA)ell thate] EF Q=
207 FAH FASZ 5X% 10° MEES dM3o 2 M FACS #41(Becton Dickinson, San Jose, CA)S E3
AEA /A AEE(Apo-Nee MEE)S] E2 2L FAlo] FaHrt. HAg iso-FH tZ=w2 F IgG2a
PE, @ AF Ig6l % IgG2a A THBD Biosciences, San Jose, CA). B|ZAE wZFEA 3A 3-(D83(IgGl), %
oz A3 iso-PEHE AEsl, Apo-Nec AEES EA5= DCs oA 2] (D839 W= JA] 4]
Hatk; WS 93 3-AFH 1gG1-PerCP(BD Biosciences, San Jose CA)7F AF&5¢lth.

Deel AMEY o9l e 1x10° DCE FITC(Dx-FITC)(Sigma, St Louis, CA)Z Img/mle] A¥H dXET} 7

H
37CoA 3083 mgsteozs SAFAG. v &, AMEELS PBSE AL, FACS <& A=A, o
Z7e AEY o] FAHL A7 93] Dx-FITCE 4ColA 3087F vld DCE £&8513c); a3, BEAA7

0d s 7|2 oz AR, Dx-FITC T(AZEW o) FACSOl o]l ks At

DCin MEELS A1AgE AIN-V #A] el A ok Aj7hell Apo-Nec AEE (A e} o] Ax) 3 TS AT, o
5 24, DCES PRH26C. 2 HA A=A, Apo-Nec AEE-S PKHO7TE %AA o=z AMHATH(Sigma, St.
Louis, CA). 8| 3 FACSe| 2J3l F2o] GEElﬁiﬁl, Apo-Nec A¥XES ¥23l= DCdml WEEo] o|F %
of MiEERA AoHAt. 7+ Mo s AHe 2Ho] AT, Apo-Nec AIEET} DC| H] o] 4]
TUT NS AEES 4TColA Mg ozn = AL

DC A< ol 48-4 3}eh4 U (AP 48 Neuroprobe Inc., Gaithersburg, MD)E ©]8-3}o] Apo-Nec A|EEX
ok AFol 4=k, RPMICl 34 ¥ 10ng/mle] MIP-1a i MIP-3B (Peprotech, Rocky Hill, NJ,
ZF el wix|etgith. 713 o]F& RPMIE 3h- AWl wix|go =z AT, DCES 4 Y
o] RPMI ol THE(3 x 10' (Ds/wel DAL}, 5ym &9 Ea]-7hu o] uto] AL @ g5 Aw Aolo] u]A]
=} (Neuroprobe, Inc., Bethesda, MD). 37TColA 90% 3, =] 1w A
ofgde] FE MEEE 100 T4 e A (Giemsa) = FAME AT w2 F7I
ib(balsam) 7 A Eefol= Aol FFEom, dAnFE o] &ste] o|F ZFE AFS
A 549lo] BAE, 39/x7o] BAHJTE. AFAES] Al@(Student's Test)oll o3 SATA 24 0]
T = ATt

Zaby

A Aol o3 E2A2HE HA A AFHJT. T wSE 0.1M 2xFolE W3 ol 2.5% =
FE} AR, 1% S2~F HESA=EZ IAHS gEglomn, o5 FHTE 23 A
HE I, 2AZF TA 5% FEtd oM H O ER mA-GAETE. AH W gg Fo] MEELS 54 (Durkupan)
ol JA= Ak, 28k G A (70-90nm)e] AR, T2 wF Aol w5 EE H AEHOER 1L
A AT}, WAEL Zeiss 109 FHARAT G B2 A}, }‘\jﬁ@gi"i" S AxES] PS4
7] A8, oF> 99(0.5um) 7} -9 7] (Reichert-Jung) WollAl Hoxa, 0.1M FFHEVO|E W, H 0.4% EF
old BF2 AME a1, Durkupan Aol X ¥ Slom %ﬂﬁﬂulﬁ(loooxwi FEAFHATE. ALY Ale]HsE ]
g FiegGuZtg A 2 ojux]E AQon, ojmH] LEAF 6.0 TEIWMOZ 5},

A wxF A A, IFN-y 1]
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<175>

<176>

<177>

<178>

<179>

<180>

<181>

<182>

<183>
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<185>

<186>
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98% CD14+ WM EE0o] 3-DC14 vAF+(Miltenyi Biotec, Germany)Z ©]-83Fe] HLA Ax0201 A|FAZFE A A
Har ebx el o]l 5UzE wjke] oa DCinMEEZ 235Uk, DCin MEEL Apo-Nec MEEF} A 6, 12,
24 9 48/\]@' %0 W FE Ao, Iml AIVM ¥i#] Wjoll A E0]% CTL MelanA/MART-1 T+ gpl00 2o thall HA)
=2 AT, g b sk IFN-y w8 = ELISA 7] (OptEIA IFN-y , Pharmingen BD Biosciences, San Diego,
CAll 23l STZﬂ ol Al A z=Abe] Atel whal SHEHSY. 24 Add v xest FHo] FmEHYa, 2~
27 39 +4E o] &34, Cembal 2.2 AXESE o]&3slo] HE FE7t ALtEAG. 2772 DC + 20ug
ml©] MART-1 fE3 gpl00 MEFO]=, MART-1 2 gpl00 FUE<S WEA7])= LA A#0201 SAF YA EFE(FA
i), £ 5oy Helol=Sy wjdE DC AEE, 2 AdF FUASS WA = HLA Ax0201
_]

4
NF AAEF(LY WET)E EFHAT.
A Apel £ TL-10 B T1-129] 54:

PKH26 (7)o 2 A H DCEC] the Al7tell PKH67E % A¥ Apo-Nec AEET} FHauld=Ack(6, 12, 24 2 48

AIZD). FA4" ALlEZRRD Z4E Axy APy 93] o5 AEES HWlY¥ $(Golgi Plug, BD
Biosciences, San Jose CA) BeEHEd AZ ZF@BAIH3I o A, HMEELS 0.05% AlEHe=
EyEQar, F-IL10 (H 8 1g62a)-APC, % 3-I1L12 ABFY p40-p70 (B3 5F 1gGl)-PerCp(BD
Biosciences, San Jose, CA)Z AMESltt. o]5 M=% PKH26/PKH67 T3 FACSO o8] AFE 9l AE=S
3, AP|EFRIES 7] R Edd tEl] 44 AFdA EAEHAT. 4TAA 9 5 wgE] dR2ToR AEH
AT}

Ao 40 2 ool el Az, 9l HF A4

Apo-Nec A&

AEF] AR AL

B ouge] 47K AZFEl-XV1, Nel-XY2, Mel-XV3, 2 Nel-XX4)& 70Gyel A Zmpiew zawglm, o
A AEES AL A AA AL Yol A EAEAHE0% DMEM, 40% <17 SFEwl 2 10% DMSO) .

A AFY, ClEE AEA] AHFAL, olEE DM WA vl ARese] B W] 247t welE AEFEe
510X10'AEE, EE o5 23e EFt 24E Fogon Azt

300utE dBkrAFekl Tt

DC/Apo-Nec ZAE&:

AEA AN FTF AEE] Ax

A7) B o g WAl A 2 TR AFEE(Mel-XY1, Mel-XY2, Mel-XY3, % Mel-XX4)& &l&3sle] =

HiA + 10% AEfol FA e AE HAo]l TR w7k FEetslnt. 72417 i F, MEES SeAad vy
owny Faslel AH, Afsa, AAF ANV FEF wA el APSFAHAZER
Invitrogen Corporation, Grand Island, N.Y). A}E 2 I A= Anexin-V FITC H3 7|H 2 ZT2yUw 2°0%
(IP)9] S ol o& E45aL(Anexin-V A|EXE 7HA]7]1E | BD Biosciences, San Jose, CA), FACSel 2l #
AE ), AL ZAME AEE oMo ZA5ES BAE7] 9 R ofr) W] FEx EAo] 6l

A(1.5%10 AE/Q) ol FBLQ3, Hl-FAbE 2 AEST 8 wE Qo).

%

7} Ble] Bgako] e}, 5, 10, 15 Ei= 20x10° DCEO] 37TIA 48413k B9 ANV #jA) ol Apo-Nec Al
e FeugEAct. Y, FemMdE AEELS 1200rpno 2 583 A4 E F, DMEM #iA el Ad
EH300)H AL, Hzef bt vy} A APX] F gh3te] ]Sk ARE AT

o, E
O
_?{_I‘
j=)

FA3E, 9 B9l SHo] BE 2A4EC dldl &

A 5: 3z} AF AE, g MY 7]

Ago g 54, A, @ "Woduss Hrishr] s A U AT FHEHJY. AdFE Instituto
Alexander Fleming®] A& H7}¥(Institutional Revision Council) ¥ S $1¥3](ethics commission)oﬂ o] &ff
oA, A 7L (a)lIB, 1IC, III, E=x IV @A(AJCC) Y FZA st oaf Helw ujit A% (h)A
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<187>

<188>

<189>

<190>

<191>

<192>

<193>

<194>

<195>

<196>

<197>

<198>

<199>

ZIHSd 10-2009-0129501

A5 HWF AR o Y, & F Ak wE FODE AW A, Sl Hstel=z|
HolA(LDH) BAFAE 744 B4 A9 13 S4FS 7k B @l AR S Atk (015 WA 60
A (@71959 > 67195 (e)FE(ER) 0 EE 15 (DAWe] A4, B4, £ 75 944 gelow Awst

< ol 6709 el IFN-a 2 X871 74
A (WAdE A4 71 sRaE=d >
ol gl F W (bilirrubin), 2AtolAEl EWH

FTEHAY Fdd, IN-o2 Y X549 97 1119 32, ==
H Aol gl A (8L AF S s Hds A
10gr%; WdS4 > 4800/mm, Q*uﬂr > 150,000/mr; &g 2 A

H
Z~olu|yolA (transaminase), ﬂmvﬁm]Eﬂ*ﬂﬂ%ﬂﬂ&mmmm%@<;W§%¢$]415% LDH
< 450mU/ml; (DA dolEld < 1.4mg%, (k)AL zgtad, AN X85, = A (852 9x] ggs

; IEEIAHRO|E EE H-AHRo|E -4 o k(AINEs)e Fo7 gPE A, (1)-'?—,}‘??1L = He)7t
< A; (m) AAAL ECG; (n)ERE 3219 E9],

S

et

2} FJrF 2 X =AE:

12 22 A 3501 MM] 2
(ECG), #AAtst &3 A&
s}eha g o E%LA, 2 HAg

AAH AF, A=
% a71e 24, % PR 2

E : &
FE eIt *LE‘%% FAE2 PBUCE L DCE AAskr] s 742 A

A5 27 AH0R Do/Apo-Nec 431 HEWATH HEE Fsbol ol FoHm(300u0), BAA Flo] 5 A

20%10° Aole] DC/Apo-Nee AZES obehe] FAbgh A 7+ 2-gaol tish DI Hl2E7F Bobsigieh, A A

& WD WP wge] WEF F 2, 24 % 4gAlgtel EAHNU. B Ye 00 BY 2gv @ FF X
oz zABgov, ARE 5UA A AP @A FRAUAG

r>~

2 o] Apo/Nec AlXEES] HFTES Hd, e =24

209 A= 400 pg rhGM-CSF H-&3(100 pg/d, 497hH)

Nec(0.3ml ol 16x10°¢] AIE), 2 0.05m12] BCG(1x10°e] Z21] &

0.1m12] hGM-CSFE HF F9ol u(id) TA}o}OﬂE} 7 a2 77k 37 43 A
1

45 713l A3 AR = ATt
Fojnrolt. AFd, 0.1ml hGM-CSFE Apo-
Y

=
o
o [®
o
b
N
L
N,
S
>
2
of
=)
v
2

u%‘ ©— M -1-, sl gl
27t} 1 24 E, oF 2dxtd = 371 mith 1 2AE, ol%F 6719 vtk 1 A E9 FoI& A&t
EAE 4
RE 28 7] o AFAINCD e It 54 7lFdd wEl EREATH
BE BAE0] 439 AFE L3ks o HUl shsgk o] AU, gl izt AR Ee] AYHem &
E3A k] woll, Az F T €I A FF HAREE o] 85t EAHS 2ol gt k2] DC/Apo-
NecE Foiwtd Aol Z1559] DI 4= shte] W4 ANOVA, 31 d¥l(Dunnett) Bg Hlal HAER 7) 5
Ztell ¥aEATE, P < 0.05 A& A o2 FeEA,
5" e Wouks Hry
3zt WHRESS Frtely] 8, AF 7Y A @A), AR TR F BEARES ) dHE 49,
MEEL 80T HAEST. PBMC MEELS AL AA(FFTA)o2HEH, B8 HFT HF T 16544(H
Z3 o] Ao FHoREE Ficoll-Hypague 71L7] @ do]& QAR & AAEQ1, PRMCE ALeA B
Aol AFRE717hA] 50% DMEM, 40% <1zF <k 2 10% DMSO wiollA 25tk HLA-Ax0201 HLA A 3l=
FITC(BD-Pharmingen, San Jose, CA)¢} A3d AF 3F-HLA=A0201 24 IASF A AZS wjgst & 2

7t H%Q, olelBolA 2x10° Apo-Nec AEEE DIH Aol AR, g A
ju

3
HE ATk 0: FTWF < 0.5em; 1: ¥HEEHE 0.5-1.0cm; 2: WHE gl

HAT. DIH A% A& vL3 o] 3 3
1.0-2.0cm; 3: A& > 2 Ocm, T F1EH 1.5em; 4: F0Ed > 1.5em. ¥]E=9 DTHE 2E Zb7) DTH %
To] 23}H/44) s}

=2 37}

AR g ARS-Z2A = PBMCE Ficoll-fypaque ™= 71&7]o olef dojilar, ARGAIZMA] Al A2 Welld 52
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<200>

<201>

<202>

<203>

<204>

<205>

<206>

<207>

<208>

<209>
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BAHY. AZEEL HI7LE A8 slTH L, AIM-V #1#](Gibco, Grand Island, NY) WellA 1A]7F &k 37T
E.ﬂ%ﬂﬁﬂnBXmsﬂE%ﬂ 2 E-&| Rol= A (PHA) (5¢g/ml)(Gibco, Grand Island, NY)9] &4 E+= H
A slel 96-9 ZolEd wFHAI, 37CTE 72AZF Fob wiFEHJAT. wpAE 16413 B, AEES

(3H)dTHD(Amersham, 1 mCi/g)E BrtEoen, ME g3 o]%F DNA 39 WA (Cell Harvester, Nunc,
Rochester, NY)o] A AFA7|=2

AP EFIRIe] S

2 "3 IL-10 2 IL-12 w7 A A(FETA 84), 2 42 JAF 27 S(HEFF )l SA4HAT. 84
S ELISA ¥ (OptEIA IL-10 % IL-12, BD Biosciences, San Diego, CA)o] & & wi7}#] -80CNA TZ2HA
o A FHe] 7F B4 dls] A=A, Cembal 2.2 £ZESOIE o] gdt] 2-21 A IR 9
3 ArE A

ELISpot 7|®el 2]+ IFN-y A

D14+ MEELS - D14(M11teny1 Biotec, Paris, France)® AWE wAFE o]&3lo] HLA-A2 FA 3k}
A=

PBUCE -] FHAZA AAEAL, 100 ng/ml GM-CSF % 20 ng/ml IL-49F 7 74 SYH-H qul(AbCys
Paris, France) oA 54 &<t Hﬁokﬂm , F7FE A8AIZE 59 10 mg/ml LPSSF 9 A= Tt C=2
37°COlA 1A1ZF ¢k SYH-H Wl Alel S48 HAe Wekol= 10pe/nlsh 7 FALAT, AHF F 10 DS+ P

ZAE/AE o]&3te] 10:19] 2 A E/Tel =& wi7hA] PBMCol 3= At

96-4 Zdl°o]E= pll 9.69] ZhEUlo]E-nfe]7tR o] E B3 WolA 10ug/ml 2] At F-TFN-y mABSH 7 wHAY
4CoNM YERZAEZ 2 ~(MAIPS 450; Millipore, Bedford, MA)E AW E AL, 25 IMDM wiA] + 10% AB <1
7+ 3 (Biowest, Nuaille, France) 22 37TolA A7+ B¢ AtE gt ZAEAIEL 100 viA o 3FE=
I, F 200pe/del A 10:19] E/T #AS =2d wi7hx] HAAXEEC] HIFEJTh. 24A)F 8l §, 452 PBS
W 0.1% Tween-202.2 53] A|Z At Zelo]EEL A-204 PBS/HSAC0.4 g/L) el 1zt nlo] sty &
[FN-y 437 mAB(Mabtech)¢} A wik=2lch. PBS Wl 0.1% Tween-202.2 <=x}e A1HF F, PBS/HSA W<l
1:1000 &Zekel EulelolA]-2~E e (phosphatase-streptavidine) (Mabtech)o] #H7lE iz, A-2o)A 1
AlZE st MFEAT. ol F ZHCEELS AHEA, 5-EER-A4-SER-3-UE EA 1E/HEE HEZDS
B5 7]do] AeolA 308 Tt H7kEAck(Mabtech). A F, IFN-y & #H|3H= D8+ T AlEEo] ASE
3L, ELISpot A& o]m| %] A]~®l #AE=7](AID, Strassberg, Germany)Z ©]83te] UEZ-AEZ QA u} Ak

LIS EREY
LA HEekel/Retel =2 4

32 ot

AN

HLA-AO201H| E&} ™ 7} MART-1(AAGIGILTV), X% PE(phycoerithrine)o] A3heE  gplOO(KTWGQYWQY), X+
AW@HWMWMWMm)Qﬂq<E]”°C%+TQJHJQ FE2E5S A A8 AFEEHAT. dEe
37CAA 1523 e, A dgel @2tk olF, MEES (D8 FITC(Biosciences, San Jose CA)9} 4
CollA F7FE 40%3F uﬂ Q‘iiglﬂ FACSel o8l #A=AH. dA diZzete (D3 FAES(0KT-3, BD
Biosciences) 30 ng/ml, ¥ 7} 3¥<] =9 IL-2(Chiron BV) 300 UI/ml + 10% vlgdste <1k AB 84, ¥
FAE EAske]l RPMI wWix WeolA  14Y-eghollA S| MART-1(M27:  AAGIGILTV) 2 gpl00(G154:
KTWGQYWQV) S dis] Seold< CIL S22 st &4 dx2v2 71738 HLA-A0201 A 3R 525 <
PBUC AEE% 3t

A w5l

e
o,

Apo-Nec MEES X g5t A AMEEo] 22 &R TFEHJ, 10% BVl o2 3083 A= len,
HE A5 A A wSEAAL, 4ToA 1 ]7J' T 1/102 A EHAT. o]F o5 AHHJL, AEELS
E7](DakoCytomation, Glostrup, DK)olA] dojZ A3t -HAFZEH A (1gGHAM) S} A CTolA 1A &
F mgFE AT AEES AHEHAL, 1% FAe-EF5ddsto]=oA A HJA ST, FACSO of&f A=A, A
BxogE MIEIEL A 0.05% AF¥E(Sigma-Aldrich, Saint Louis, MO)o &2 F33sa, ZF ¥ks &A =

0.05% AFEW/PBS7F A7 = St).

i FEEE 2 W Apo-Nec AEZEENH EH[HATE. AE WS 80Tl AL, oA~
(lysis) M (50 mM Tris-CIH, pH 7.5, 1% NP,0, 150 mM¢] NaCl, 5 mM®] EDTA, % 1 mM PMSF)& 4CelA 204
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<97>

<98>

<99>
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3 AGEJct. @l e EEZ(Brinkmann Instruments, USA) .2 A=l 10,000g% 40%3F A4
FE(aliquots) ©2A -20C2 E45 0] ByE e}, wuld FZde 228 (Layry)H
IB-BR-G ©17F S}l A XF vz 2ZEEo]

gld F2E22E(50ug)S SDS-PAGE 3%-12% 71&717F @eilxiz, UERZ-A220x vH0.45m &, Sigma-
Aldrich, Saint Louis, MO, USA)o & o]AF A}, 3% & A $F(Moliko, Argentina)ZE X}&t3l Fof  o]5L
A Ao 1/10 A AT 4TA BA) wiFETE. ke AlH F, e dARRE 98 AT F-1g6 + A
+ M FAET wfSFH A, G FAESFE(HRP) (Zymed, San Francisco, CA)= FEgFHRQoW, 4-Cl-UZE + H0,

Aol HZAMx 3 DC AE AES EA4357] Y ol &HUT. 3 WA 5 4G
eAloR AMEAY, w= F-(D4(IF6 28), F-CD8(C8E-144b EE), F-(D20(L26 =&
£ )(DakoCytomation, Glostrup, DK) 2 &-CD57(NK1 &%, Zymed, San Francisco, CA) FAEZ WY
a1, 7138 (Vectastain, Vector, Burlingame, CA)EA ABC WH$-E7, 9 tjopu]:-WIXH(DAB), HE& wnle=
(Novared) = Z/lE AT, AL 712 FAES AFFoZN 2T oz FPHAT. d9E5ES &7
dAnF oz EAE AT

5=
AL
lo &
u&
Y

SEEE

2 A o] g TFEA]

= BAA el E3HE o] Sl

12 AEFT 2 HAHApo-Nec cells)ell tal] & @I MyFEe &35 vl A Ao ZHzhe] 4
= et =% A= B 2AME AEES YEUY, =% BE 70Gye] ZrkA FAF F, o}l il (Anexine) V-FITC

2 [p(EEI|T]E ololotto]m) R A AEE5S eI 7] AEA AESE oldAl V-FITC/IP 9 A

of "hafl, AL AEEL BT YA oAt

T 2% 2 9ol DC/Apo-Nec ZAER AHe® x| 74E% vlo]o|(Kaplan Meier) L= E ye}ldT],

= 38 DO AlFE A 29 AEE] tE e HEAEEL] A9 242 yeRdY. A= 35 A (triplates)

LW‘WM§%‘§?E343WQEQ:7XN olA} ¥ E& HolZFE W (phytohemoaglutinin: PH

NS X3sle HEIAXES A 2L oz2A adE .

% 4% Melan A/MART-1, % GP-100 &9 Wizt "lEzly dAS yehdct, =8 A= A3 #7bsk HAL-

A%0201 SRS RE ] PRIN AE2 ol ADE Uitk «NDE AR B¥ AZE oale] (D8 T AlER
+

FHo 2 Qg AEHA ZSS ouldtl. =¥ B A #22HE 9] PBMC WollA] (D8 HLA T HEAE/HE=

el =9 F7bE vbebdith RS (D8 HLA/HIEhy fetol=eo] wlRa-o vpebuith, A% 7] FAR T
HLA-A#0201 PBMCE tzw3} #o] A=t

tlo

T 5% E W Apo-Nec AIXE U9 IL-10 ¥ IL-129 M2FEY 345 et £33 AE DCinoZ5-E 9
FACS Z7& YeRdH, X3 BE DC/Apo-Nec AEZEZFE S FACS ZFE Uebdt).

% 6S AEF Nel-X1 AEF 9 A7) AEFe] 54 22 volAe] e MBS 2 Nart-19] HHE eh
G 9% ANS AL ATl AF, ofels AMlel ELE BEmel AuAL. 198 AL 3 i
285, 298 AR MBS BE W ZEES A7 APHu; 39S AEE Mar-l Bd L ZED
e

T 78 A #1000 2 5E 0] SAF A (biopsy)S WERATE =3 AT AMIE(25X) o|nAE YERM, Ag
gpl00 ¥8 B F4 TG AEEo] #EET =X B gplo0d] o] dAY S e, i, T, % FEdE
o] FFFTH(400xX); E3xE C& o]F9] Ag MART-1 @S vepY, ide] Ax Z8E50 54 MEEE &9
Al o] FFHETH400X).

82 ¥ o] Apo-Nec £HE= Alel &5 7hEd-vlolo] s yehit

ey
rv
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<102>

<103>

= GN-CSF 2! BCGel Hate] 2 uhy
(dermal metastases)< L+E+LHE+ TX AE

HEIALER F&d vARZIYAE(2),

ZIHSd 10-2009-0129501

ol Apo-Nec FAER Agw Fx} #2000 2ZH-E Ae JF Hol&E

FYS A4 9 W) LZIATD), T ARG 5N

2 4E FFYY e sAzAE@)S et BE BE 4@ %

& 499 100< Fdioln, =% (= AT dH9] 400 gfolrt. o7]A
Ly

AEFA A x5 B

02 AW viaRsER driel AAtd 1) B AE 99(2)

‘m¥4MmMcZH%ixﬁﬁlﬁwﬂ4§T34

¥ 3
HAc. ¥ DE 93 Ao|Ze waly
o] SfE YehArh(25%).
= 102 BCGel tlsle] E
A2 Yk, =% A9 3aEE # dolE9 9AE yEh,
olu| x| & uERTE.
=9
=)

i ]

1w’ 10 10t 1w 10t
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AHdE=E
SEQUENCE LIST
<110> CONICET
Mordoh, Jose

<120> Cell lines, compositions comprising them for the treatment de melanomas, procedures to prepare
the compositions, and treatment methods

<130> CONICET

<160> 20

<170> PatentIn version 3.2

<210> 1

<211> 21

<212> DNA

<213> Artificial

<220><223> (GP100 57 -3 PRIMER

<400> 1

gettggtgtce tcaaggcaac t 21
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<210> 2

<211> 21

<212> DNA

<213> Artificial
<220>

<223> anti-sense GplO0 primer
<400> 2
ctccaggtaa gtatgagtga c

<210> 3

<211> 26

<212> DNA

<213> Artificial
<220>

<223> MART-1 5°-3° direction primer
<400> 3
caagatgcca agagaagatg ctcact

<210> 4

<211> 26

<212> DNA

<213> Artificial
<220>

<223> MART-1 anti-sense primer
<400> 4
gettgecattt ttcctacacc attcca

<210> 5

<211> 20

<212> DNA

<213> Artificial
<220>

<223> 57 -37 sense tyrosinase primer
<400> 5
ttggcagatt gtctgtagcc

<210> 6

<211> 20

<212> DNA

<213> Artificial
<220>

<223> anti-sense tyirosinase primer
<400> 6
aggcattgtg catgctgett

<210> 7

_36_
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<211> 20

<212> DNA

<213> Artificial
<220>

<223> 57 -3° sense internal tyrosinase primer (nested DNA)
<400> 7
gtctttatge aatggaacgce 20

<210> 8

<211> 20

<212> DNA

<213> Artificial
<220>

<223> anti-sense internal tyrosinase primer (nested PCR)
<400> 8
gctatcccag taagtggact 20

<210> 9

<211> 21

<212> DNA

<213> Artificial
<220>

<223> 5 -3 sense TRP-2 primer
<400> 9
gagtggtccc tacatcctac g 21

<210> 10

<211> 21

<212> DNA

<213> Artificial
<220>

<223> antisense TRP-2 primer
<400> 10
gegtectggt cctaataatg t 21

<210> 11

<211> 19

<212> DNA

<213> Artificial
<220>

<223> 5 -3 sense MAGE-1 primer
<400> 11
gagtcctcag ggagcectcec 19

<210> 12
<211> 20
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<212> DNA
<213> Artificial
<220>

<223> anti-sense MAGE-1 primer
<400> 12
ttgccgaaga tctcaggaaa

<210> 13

<211> 24

<212> DNA

<213> Artificial
<220>

<223> 57 -3 sense NY-ESO-1 primer
<400> 13
agccgectge ttgagttcta ccte

<210> 14

<211> 21

<212> DNA

<213> Artificial
<220>

<223> antisense NY-ESO-1 primer
<400> 14
agggaaagct gcectggagaca g

<210> 15

<211> 21

<212> DNA

<213> Artificial
<220>

<223> 57 -3 sense MDR-1 primer
<400> 15
tccaagaagc cctggacaaa g

<210> 16

<211> 25

<212> DNA

<213> Artificial
<220>

<223> antisense MDR-1 primer
<400> 16
ttgatgatgt ctctcactct gttcc

<210> 17
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<211> 27

<212> DNA

<213> Artificial
<220>

<223> 57-37 sense MIA primer
<400> 17
catgcatgcg gtcctatgec caagctg

<210> 18

<211> 27

<212> DNA

<213> Artificial
<220>

<223> anti-sense MIA primer
<400> 18
gataagcttt cactggcagt agaaatc

<210> 19

<211> 23

<212> DNA

<213> Artificial
<220>

<223> 57 -37 sense beta-actin primer
<400> 19
atgtttgaga ccttcaacac ccc

<210> 20

<211> 23

<212> DNA

<213> Artificial
<220>

<223> anti-sense beta—actin primer
<400> 20
gccatctett getcgaagtce cag

_39_

27

27

23

23

ZIHSd 10-2009-0129501



	문서
	서지사항
	요 약
	대 표 도
	특허청구의 범위
	명 세 서
	기 술 분 야
	배 경 기 술
	발명의 상세한 설명
	실 시 예
	산업상 이용 가능성
	도면의 간단한 설명

	도면
	도면1
	도면2
	도면3
	도면4
	도면5
	도면6
	도면7
	도면8
	도면9
	도면10

	서 열 목 록



문서
서지사항 1
요 약 1
대 표 도 1
특허청구의 범위 2
명 세 서 10
 기 술 분 야 10
 배 경 기 술 10
 발명의 상세한 설명 11
 실 시 예 19
 산업상 이용 가능성 26
 도면의 간단한 설명 26
도면 27
 도면1 27
 도면2 28
 도면3 28
 도면4 29
 도면5 30
 도면6 31
 도면7 32
 도면8 33
 도면9 34
 도면10 35
서 열 목 록 35
