95degres, 2min G0degree, 2min

8 26
18+
29+
30

B0degree, .‘n_un 40degree, 2min
25+
b+
17
BLES 8
9 9

6 M AEEUT - HERAFTRICEIDINMBEE NSAVAITIDORUI D S-SR
VAR Z&RET 2 3L, MBREELED I EAEEUST 1 BBSITREICTHEL

=
Bhdegres, S.mln 4!)11EQIEE. Smin

5 254

& 26+
17+ — 27

B 1S

¥ 19+

1 3o
6b0degree, ‘;mln‘ - - Control .

5 5
b+ &
18+ 28+
19+ | y 29+
30+ 1 0+

B 7 1 AEEUT - HERDFRICEIBMBESE FSAVIAIIDRU IR I N (F-2 RS2
WARTZ&BET 5 2MMNEAL. MBREULEY LTIV ZAAEEUT s @RIITEBICTHEL
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1st generation helper-dependent (gutted)
adenovirus vector adenovirus vector

h“‘o‘ . -‘..,
deletion of all viral genes

foreign gene foreign gene

4 4
DA4INARGEFDRE R RIGDELE R
[CHESRERG., SEORR BEOEHR

8 gutted 77/ DA INANDI—DER

CMV GFP P(A) shLuc hUs

Pme mel HPRT ; hypoxanthine
HPRT (20 kb) ©346 (6.5 kb) phosphoribosyltransferase
C346 ; C346 cosmid-derived sequence

pSTK129-U6-Lu5-GFP2 (#330 kb)

HPRT GFP C346

siRNA
pak il

E9 FRUE gutted P75/ I ILANRIH—

19



15 ifu/cell

50 ifu/cell w———"’
150 ifu/cell F1 i =y

0 500 1000 1500 2000 2500
Luciferase activity

[ Uninfect (#R433E)

[ U6TOE—S—FZIHERRLET T/ M LARGS—

B W o2z5—EIcHT BsiRNARBR Dy ERBL-ERBT7 T/ 9/ VAR 4~
Bl L 7x5—H SN T HeiRNARR Ot ERB L T-gutted 7 T /0 LAR Y4 —

B10 gutted 77 /D4 JLANRTF—(CED RNA EHEDIEM
1.05
1.00+
0.95+
0.90 +
0.85 1

0.80 4

A280/260 (optical density)

0.754
FMNIE 549 159 304 609

AL A

11, /)\—JF oMMB(CLF3EAEEY /\—TF 52 95ET 55, 154, 305, 60M
BAGEL. EEEZEND 1 DOIERTHS 0D280/260 EHIE LTz.




IL-1p (ng/ml)

FME 55

. } 3.2 yg/ml

1594 30% 60%

BmEEesH

60 1 80 pg/mli

IL-1p3 (ng/ml)

£

aam:: 55 154 3045 605 304 605
nmmnm

400 pg/ml

FMIE 54 155 307 605 FMIME 54 155 3058 604

RASLIEENH)

T wmmmm

12, #8UEN\—IF 2077 —JICMBLERICHEENS IL-1pR. /\—TETF2%Z 95
[ET 54, 154}, 30 43, 60 BB /=%, FREOY > TIL%Z THP-1 MiICHATZ. 6 BT,
=8 BB IL-1pEZE ELISA ICKDEIELZ.

Heavy chain —

Lightchain —

Ab M

NTE
225

1 3. ¥5247 HLA-DR #1{&0 SDS-PAGE #8#7 #i% L7291 HLA-DR #ii&%Z SDS-PAGE L. << —
JIL—df LIz, Ab; FLHLA-DR L&, M; JO51 >3 —hH—



HLA-DR7 HLA-DRS

M a2 M 1 2
€5 umn 225
150 — 150
102 — 102

76 m— 76

52 s 52 |
38 w— 38

31— 31

24—

17—

12—

1 4. % HLA-DR 0 SDS-PAGE ##ff. HLA-DR % SDS-PAGE U, %> —J)L—#42 U1z, Lane
1; ETAIFET CHRMELED > T)L. Lane 2 ; BTAIFE F CIENMLEDS > TIL. M; JO
FAR—P—

[
(&=



IS T R A e W) B (B S EMABELF SN AT ARSI
TEEAHT. DFAA—TT o ERMESERNEALE
WAL A VHUFOBRBECREENMEE. RRERREORIL)

Sy LI
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i if

ATV 7K BRI RF Te)  ~NE A BT R

7N E MmE ¥

HET a7 AIrAT 0L 2D}

HRER

Jit 7 77 HeiE A\ B FE I AR FEFT

HFTra oM —4

ARG R R o h T

“BEMEAT Y 27
4 T8 - BREY R —tE2 4 L,
WRIRCREG Y 2T, BRI Y ’\/ Wiz,
MEERHLTLEY, KTy b,
P, PURE 0 3 LIl % 2 L B W iR N
AR (i J7 iAo NEAZ 1R ) T4

“BRREEA L& s "
LT, A7 L A A 0 L 7 A R 2 W e L
THH7T I/ MEFIWERDEHME 7 -7/, (LA EM S 2 T'i
zd:uuﬁ”’j"f ﬁ'“‘)drﬁﬂﬂ‘{
A ERIZIRAEE LR i,
RHENE N L ‘5’ A EMROLY 2 b— g ST EREE
N‘r "J
A e ) 'E#L’zﬂf." L.7C
Ko ¥t RRdT. 2o & UNZH s }‘ﬁr}"ﬂ’ R iz & o2 osr IR ERR T IS0 0 7o R 21T - 2

AL, chHEFEELL L Cf'“ﬂ i

&9 1_‘ THRALHEE 2285 K54
A d

ALTWS, 26IZ —"“fﬁf'ﬁ

FURE & s S it 22

vt

AR I C S5 TR, & s 2 WA O
N U RS it A i R ) /’\u'l"ll £l

A HFEEM

) BRECAINE 7 23 TR PEG ko v o3y
Bz 2RI L7 0 RO R A O R 88
PAVEE, BSOS AR L0 iR A

73

MO TS —HT, ToOEEME L TOREFE.
AR O, EEMHRE VA TYELE X

A E R STRIE % aliE & SRR,
e, Bl hbzb izl
g DG T TANREIR, ¥
Yoy MEESOFHHERBEOMZZ POz, #
FEFEN L# v HOEERRBRIEZWME TS0
DIEREWNOMMH AT 2, FRoAHIFENEC
5 o TN O FURAEI AR 7 o fi A

ST TR e DR E LT, ALY 58
MR E 72D ) o AP B AR O R HERE BT 12 15
PR 2T D L L iz, # s 2 AOALKEH
i A M8 |- ARAT - 5 o O RS HT S TR s I

o IERR I A TT I

ElLFal—

vh#EhTW5S, ©

BT,

B. RS

B-1. VO in vitro BRI BT 5 RN

il AL 1 ¥

23

E R OMBESA Y o N
(HMVEC-LLy #liff) * & e fifia (HMVEC-LBI
HIL) 13 TAKARA LVARA L= L&MW, 1
I TP i T P BRI A B At kR
A LTH T 370y bRIEO LD 2RI
fieL7=. & FSAT EEMIfE (NHBE) | TAKARA L
DAL LA, b RS AMIKEEE (RERF-LC-MS,
RERF-LC-KJ) (% JCRB Cell Bank LV AL 740
Ze U =, NHBE #illa oo 35 302 1508 b= iy
Kit (TAKARA) # . RERF-LC-MS ORF#(Z1T,
FBS M (F 1% PUEMR D 7 7 L% 5 E-MEM Kl
%, RERF-LC-KJ 4 10% FBS M CF 1%
WD 274 G RPMI-1640 H5HE (Wako Pure
Chemicals) Z v, W LUk EL LT 7=
7y PREOLOZFERIZUEL

10%

Il s
| N = 8

24 well 7 L— | {Z BD Matrigel Matrix (BD Bioscience)
700, s

5% MEEA A G T, 30 Ay L Matrigel %
Pl &€k, Tk o Al PR #F Al
2-Methoxyestradiol (9 pM), D609 (243 pM) Z 12

# 300 plwell Ta—7 4 ¥ L,



medium, & L < [f 50 % & RERF-LC-MS,
RERF-LC-KJ ¢ CM % & &» medium T LECs * BECs
230~ 104 cells/well ZfFML, 37 CTT, 6 L LS
1224 FEAER L. 20, Mla% PBS TP L.
EHBORESL, HEWME (Power IXS8I,
OLYMPUS) ZHWTHRE LA, Ao, MlaOHEE
#5811 Calcein-AM Solution (2 pyg/ml) (DOJINDO)
237 CT2 MeM{EREESZLiChknfial &
RERIE LT, 8 L 780 EEi {8 % MeaXpress
(Molecular Devices, Inc.) TR+ 5 = Lz L viT

e
=

STe

2D-DIGESEHT

2-methoxyestradiol (9 uM) DFE(E « HEAFE(E F izt
%, Matrigel ECTHER LAY > 238 B # AL
HMVEC-LLy * i ff P B #ifd HMVEC-LBI % K1 5§ L
foo BRMAD~L o B %, HIBITERRHE (7 M urea, 2
M thiourea, 4% CHAPS, 10 mM Tns-HC] (pH 8.5))
At L, 2D Quamt Kit (Amersham) # M\ vTH
FHOBEANELE, #MROISREEAHO
BTV 2 OT 7L 50 pg HFNFR
400 pmol 0 F ~LAEFFE cy2, cy3. cy5 (Amersham)
&K BT 30 MR S, F O 10 mM Lysine %
Mz, KET 0 srifie i U TRGHE L S 7, Bk
Snfmt T EETRS L, sample buffer (2%
DTT, 2% pharmalyte (Amersham Biosciences), 7 M urea,
2 M thiourea, 4% CHAPS) T450 uliZ A A7 » 7L
f.—H EARLERT 27200 » 2 VRIS,
FAMERAEIC TR L o o AL L ERICR S
WL, SUAKkEBHOYR ALY -2 T
Z7EAN LT, IPG-gel (pH 5-6) A U » 7 (Amersham)
w AfL. oil # Mk L 72, ETTAN IPGPhor { Amersham
Biosciences) # M\ T, 7 LHAM A 10 BERIFTV, %
WA TR 2 1T - 7=, klh#e T, 1IPG-gel % Ty
{E buffer A (Tris-HC1 (pH 6.8) , 6 M urea. 30% glycerol,
2% SDS, 0.002% BPB, 10 mg/ml DTT) » Ffii{t buffer
B (Tris-HC1(pH 6.8) .6 M urea. 30% glycerol, 2% SDS.
0.002% BPB. 25 mg/ml iodoacetamide (Sigma)) (&2
L. & 15 7M¥ERkefiofk, —&KXTHO
SDS-PAGE # T 9 /= 8, 4 /b 5 A2 % 7 fig 72

=

=4

24

SDS-PAGE Bl % /L (10% polyacrylamide and 2.7%
N.N'-diallylanardiamide gels) (= [PG-gel 2V » 7%
oy bL, "Ho—2TH A, Etan Dalsix
Electrophoresis System (Amersham Biosciences) # f
WT2RAMBEKE 2 {T-7. € v 2 A4 V1L Deep
Purple Total Protein Stain % B\ T —@piefa L, B
HEIZ & 0 Befa %77 - 7=, MiriZi. Typhoon scanner,
Ettan DIGE 2 #H] L, 238 » b £ & 7 {Z1E Ettan Spot
Picker (Amersham Biosciences) ##1H L7z, HifliE
WHOEA Tz, 88 mM NalO, % v TSEiE
T39S  »Hat—arlL FNEBERTLZE
THEWZ M L7,

MSHEHT
ORIz 100 pl OBRERE (25 mM ammonium
bicarbonate (Nacalai Tesque) / 50% acetonitorile (Nacalai
Tesque)) Z M0z, FRTI10 iR X452 L TH
@A T, #T 200 pl @ 100% acetonitrile % Al
A, VLR PAARLEERY REX, BLRGE
(CENTRIFUGAL CONCENTRATOR, TOMY) {Z .k
STERIEDZ L THAZIT-, BARLES L
Hiz 5 pl @ b Y 7o i (20 pg/ml trypsin
(Promega) / 50 mM ammonium bicarbonate) % 1A,
37CT 16 BEMEG £ 5 gk =1
FRUTZ oML, HER, 7l ichitEE (1
[5] F 12 50 ul @ 50% acetonitrile / 5% TFA {#E, 2 8]
H 1% 50 pl @ 80% acetonitrile / 5% TFA ##%, 3 [2H
14 50 ul @ 100 % acetonitrile) ZMZ. 3 4 /=4
—arb, W 30 LT v 7 A LIt
W% BRT5 2o S HfES 3 BT 2 L T~F
F KO 2T, ~7F FilHflas Ol aa s
IZL-TEBEE L, Ziphip CI8 7 » 7 (Millipore) &
AT LERAVTHBL, CAZY A 7AREHEE LT,
b 7OV EERE | pl % Prespotted AnchorChip Set for
Proteomics (BRUKER DALTONICS) {29 FF L, &4
St v bV o AKRBL—V—iME1 A Ak RIT
i M) %40 Bk 43 67 & (MALDI-TOF/MS, autoflexll,
BRUKER DALTONICS) (kW | U 7 ridifb~7
F FoRRAHF 2T, 28, *v VS L—va
Mz : 757.39916, 104654180, 1296.68480,

- -3
T

Vgl



1672.91700, 175893261, 2093.08620 ¢ & —» 4 ILifi
WL L TiTo
F-A = P ILORE(L. iodoacetamide (Z L D AT A
VRO NI FAFNALEERL TiTo 7,

2B, TF FOMEIZR, A

conditioned medium (CM) O{FR
1009 @i 4 — LIZHiAiA #MlaE RERF-LC-MS,
RERF-LC-KJ & L < Il 7- A L 2Bz A sk ik
ZAERRL . BUhm MR Kit (TAKARA)
fFET T 48 BEMAEHE L/-. [ L7 B4 1000
pm. 5 A M L%, 02 pm 0 Millex®-HV
(MILLIPORE) #Hl\ T 7 4 #—AL, CM %
EM L7, LARSIZZ O CM %% assay (ZfTHI L 7=,
fods, MMERMAEEES ST L LT, MiEHNBIH
FaMiAiE 7 (VEGF-C) 2Ry F 4 /a3 ba—i
ELTBIRL,

U oo on G - i fF PR R A FLV M - in vitro_invasion

assay

U 2N EZ M LECs & i ¥ N A #IRE BECs %,
HE T HE T 24 BEAHESE L 72, In vitro invasion
assay (=% 96 well BME cell invasion assay Kit % {4}
[ 7=, Top chamber (= BME % 50 pl #fE/00 L 4 (] £
X asd—aslfs, BT, EilERRRE, EM
HHEMT 1 % 10° cells/ml (2% L 7= & RRAHAL A 50
p L ERFRE L., 75 pl OduffisEie e 75 plOCM A Y @
bottom chamber T 48 HFili# L=, ¥ A L —¥F —
T bottom chamber ¢35 i 2-We 5| 1% . wash buffer T 2
[Bl76e L. calcein-AM solution % 100 pl #EM L, 1 BF
MArFat—sawlit, MIROEEHRET,
ARVO MX Z BV THPE U, HO A Od0OEiRE
%777 (%), Top chamber {Zffifili L /= i
WA NS TF 4+ A2y ba— (100%) & LT,
bottom chamber (Zi2{1¥ L 7= #if2 O S (% invasion)
ERHLE

B-2.

il
b ELASAHIRAEE (BT-474) |2 ATCC LV ERA L7:
b D& Vo, BT-474 lAORERIZIL, 10 pg/m] E

& 23y ROSLERE & TEE OFE BIARYT

bR &4 10% FCS BRUF 1% HiEHED 2
RPMI-1640 35 2 Hiv 7=

P

FThERD

4 os 2 B

W T F A RITERS L U TERICBRIGH =
NTWAHMHER2AETHD, FFAYLA=T (s
—E 7T PRER) BHVE YA HOE
iz, BEMLZBRL., FFAVYATE, 40~
95 °C O TMEAL, LB TMRL, 20
w.oREIcTARmLEbLOZY 7l LTHRVWE

& o3y WiEtERE

75 AT THE L BT-474 #Mild%, 025% VY
T ZIZTHEL, 50 mL Fa—7{ZEILAEbD
7 1000 rpm, 5 F7L&E L L, MR~ L o b AT,
10 pg/ml £ B 22U &4 10% FCS ¥ 1% $i
T 27 vk G RPMI-1640 Hiblz ThR %,
70 um A v = (Cell Strainer: BD Falcon) (27T, #
RalE e - 0 U ARG M A MR L o i ERIC T
1 x 10° cells/100 pliwell DBIEIZMBEL 05, 96
well 7 L— RicHila A 60 L7/~ 1| BES®M, PBS (1)
IS CHiZzOBEIZBR LA FT A Y Xv 7%
100 pliwell CERML, 4 B L. Kkt &
A M 7 3K SF (Nacalai Tesque) % 10 pliwell T
Mz, 37 °C C 2 B§fil5 %1% . Benchmark Plus 1 7
o7 L— | ) — % — (Bio-Rad Laboratries, Inc.) {ZT

W 1 A §il7E  (Test wave length; 450 nm / Reference

F=

(=

7233, viability [ b7 &
VAT MR- BEOBR NS 100%E LT
WH L, #tIelEMwel # o 2 50 FE LT

HEL Wb ORI,

wave length; 650 nm) L

g a0 E Rk
& 2o 2 WE BUZEE, BCA protein assay kit (Pierce)
A L,

Synapt HDMSI= L 5 &4 & o o8 7 TP R ZE (AR
FH o ILREORERE LY, RASB 7 + 7 —

(10kDa, PALL ) i rh 4y T- & a8 kR
Lz, 7444 —iREof @i 200 mL @ §

e\



mmol/L NESET o€ =7 LokiFik (pH7.2) Tl L
f=. Z0 025 mg/mL FEFfi&k A > 72— 3 i
Lt A Za—TYa il Ld9W&REE LTH,
W% S mL/min (Z805E L BSERFRN A 5 4 ) & L7,
G\ DA+ ALz, =7 boRTL—ik
(ESD #Hvy, T— FIEsioT ¢ 7 — FR#iR L
= F¥EF Y — LMWL OMOWELIBKV (S8
EL, 3—MEEZIBVICRELLE, Y—RAEE®
150°C (ZRYE L, A A LHOBENL: LTN, 2
(1000 L/Hr, 350°C)Z MR LIz, AT F 4
ORYTE L LT, IMS Gas & L T N, (0.5mbar) % f# Hj
L., IMS Wave Velocity % 300 m/s |28 7E L, IMS Wave
Hight % 9.7 V {Z@%7 L, Mass range % m/z 500-8000
DREEH TR L

C. BFRER
C-1. V23D in vitro FREIZ BT 5 N
BAOMITHNEESIZM T S RICEHSVT, HA#
BRO MRS ThS Matrigel 22, IGHBAE
DA A M KOS S LK (conditioned
medium : CM) H 4 m WP MRICERN X5 - &
T, A3 AMLERPIIZPETRA T A i (A5 A #LER i 3F)
% in vitro THBL LS L+ 5RAN T THlY
SNTWH (Fig. 1). EZCAHRTIHET. V-
NGRS I BT B A AN ICREUNAE NS Y
N (DVAAHER Y o) & invitro THET S -
EERHMELT, £ Rk Y AR
HMVEC-LLy (LECs) B CFE | jiids e 3 i B ik
HMVEC-LBI (BECs) # I\ T, #h & Ot ¥
L1z, £, Ui - mMTARMIEA R S5
EAHB =X LEFHOOMY I E2FETSENT,
FHELA VAR (D609, 2-methoxyestradiol (ZME)) #
HWT, F 560 Matrigel ETHRLEY 8N
B AR 2 T W MR OB IER AR 5 2 S W2
BRbr 7= (Fig. 2). TORE, D09 XY 7358 -
WA B RO B 5 OFREER L HE L T ioiox
L. 2ME (1 U 7398 P9 BN OO IR TS 0D 20 % B
LTWH I LA EN, VAN T RE
e (U 8E) CRBTOEN LIRS A
B = X LHFEET 5 TEPE AR ST, D609 14

BRI G FAD 7 A7 v Fonal) AR T 4
A7V Ri—ECRTaT A =¥ COREM
ELTHESATEY, Y3 - mTANEMERO
WHEEMRZME L TV Z 2GRS OHIRLN
FIHESBE L TOWADO TRV LERINS,
-3 T, IME [28 2 DY A b I A oMy
HEMEBYE S la (HF-1a) OMERE LT
XN THY, IME Y /355 N B MR P A1
WIEEREMTE L CWeZ L Ash, A H=X
ARRAHTIEHDLN, VA il - MEAE#RO
HIF-1 a DB EG L TWHDO TRV EEL
6N, T T, ZOHEOBNCM S Y o235
MR LFEMEEAROEROEDIZ,
ECH® L, 2ME {7 - EFETICHBIIB Y 13
W mWAEHEEAS TR FNEATAMML, &
42/ N 2D-DIGE i1 THEFT L. 7= (Fig. 3), 4L
T, 2ME f#E FIz$81 5 U 9 PRI - 350 T
ABICBRAM L L, 2B 2IME fFTE Fizsu
TP TIIRRTERMOR LN 21 4
ffle> spot {z%f LT, MS b L 5 AT OREZ
#anf b Z 4 (Table ), MBO R OBE(LIZH R L
TEATHLE LEDh M EEATTHD
keratin 9 i~ HSP90 % GDP dissociation inhibitor 2
WoOMBEAMEMEIEARA RIS, Z0Z b
2, WZiFe T B IS HOD, U
TR R EI I N RAETHEATL
HIF-1 a O B{ER 25 LR AIZHRIET 5 s fEtE % 7
LTWa, %, AEHHLBENE Y 1 1SR
H7R R MR HOMRL LR L LT, £0HE
AR XLPHALMIZINTHS LD L |FLTL

Matrigel

B.
T, U ElERBREC A B L TAAMERY
S X invitro TOMBT HHMT, U o iilniiE
D etz 5 AL AHBRLER (RERF-LC-MS, RERF-LC-KJ)
& L ECH NHBE O CM % U 23§ N RIRAIC
fEH 34, BIEERELUCRMECE L SELR
fri7= (Fig. 4). FOR%E, % LE#O CM %
TER Xt REL R L T, Y > EiEBBi25 A48
Fa#% RERF-LC-MS ® CM % {FH S+ /- 88 TILTIEH
RCHEC BRI M YL Lisdhsedizat L, @Y




s iE B4 AU Ml B RERF-LC-KJ ) CM % {ER]
SHEHTRENLOAAEIIMMLTEY, £O/
WARAMBERICE AL HET 5L,

GRS ACMEZHVD Z L THAAME) v % in
vitto THBTX5Z LM LE, A, Zh2

preliminary 72 7% —# Tl1&6 5755, RT-PCR oD as 5L,

Y iR A A IR & LM L T, #l) 2o es
MM AHRETIEY A EHERTTHD
VEGF-C % PIGF HAVERIBE L T s dH -
. AEORERL D, @YU o TlEE M A BRI PR
(IR Y o 3filief o 4o & L L T VEGF-C D Y
RN T ARSI Sk £, £
HOETOFEM L > TEHOLND Y /R KM
OFE (FPEfak « 2iM) B AMENOETh &F

HTHDZEhh, BEASA CMIZ L - TH A ML
U % in viro THBE TESHZLBIHERIH
It

C-2. #2232 RO L 754 O 16 BART

S BOEEETTIICHIZY . HERETENE
ATRETH Y WS A D IPRED RS
netwiobk LT, B2 8IRLE, £/, %
We LT, BE BREAZTY
HEF AV AT ERCE AEEE TORRNS,
INETHWTE Y A REEST
bvid, BEBESS L TS et A Tas
0, BB BRI A O AR TR B A R R
NSNS BN S A2 TS
WSSOV N T A Y X SR
B@ThadrExLNE, £ Hn v b7 A
A 7L, PRSI THMNEICBSHSZ L
T, HEOWLEBWE LS AR LMD
% (21 mg/ml) % H TR
FITH9 koL, TORE,. HREICHIRLT-
b XICBBEN LS e RE, Vo g
i ThllBaNnedats, Ak TilbEs
ECR R RRERIE LTIV, PBS() %
AOTHBRLEZET, Y CEEL ORISR L,

A FEETHLAEELELZLND
AEEFICTTHIUE, BT474 #ilaiL,

FIH Ny

oz T

(data not shown) |

b b,

b7 AYX

<7 OENSFToHD Her2 BRELL TS Z LM

kT Ay L= S O
N, Mk~ EE
|l S A B S

HEsnTEY,
Her-2 MEO sV n{migig =
AREEN S, AR T,
O 1 {1700 72 BT-474 ¢ Viability OfE F 43382 H 51
foo AL AT 92 AL 2T, N—TF DR
B BHE TEMEHES LO LB LR,
BL, Ho2&xMKaWkd, 5%, Hbo&% L
NEET LIRENEZEZDILENRDDLERD
AR RS O, AL O B XL T
FTAY X7 OEMERZE TS Z LABLN
{Zl2al (Fig. 5), MBEMIZLY, Fi72HD
MENEEL, FORMELLTEEMETT540
LEZOND, BHANLRLILELRHLLLOD, K
IEHERE R, SEOBEAMRHORIEERCH
Wi hiETh s LR Ehl,
ARBEERNLW B o, BHOIEFLT
HBPFRIY X T4 40T 1 Wk
2T, FOME LRI LA, BHERESHEL < (8
i, FHEM) Z25ic2oh, BHEND b—F LT
FROEF A b (Fig 6, 7). O EA
5, ‘Em:l.niﬁlﬂi:iﬁ?nu‘shﬂ\éfﬁtﬂfﬁ fir e
POFTRbATWA RS A S/, £ 2T,
MigEod It s " ERLUARE, WFn
DY TATHBENTH, A 2ROBMFELETIR
WM ansotz, ZOREICHELTIRRERNS
T oHH, MESRME. oA A ALhro ik & ME
VAL YYILE T, YR L TS ATHE
HLELLRLRD, SHERRRLMER. BLU~
AZBI DT BMETHTFETHS
D. ¥ &
C. ®EOHIZ .

E. W

ATFFETIE, & o5 TSI OHURE R 5 B0
STt THE LR DEFEHRFLE LT, ALY -
ARHEEMEAAT L L 725 U /SN BRI O REPERR T
25 L OV T % 2 7 23 2 T O W B AR T
T 5 MR A TT v, U A BEEI i
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Fig. 1 Strategy for reproduction of intratumor lymph endothelial cells using conditioned medium
(CND
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Fig 2 Inhibitory effect of diverse inhibitors, D609 and 2ME. on tube formation of LECs and BECs
Inhibitory effect of D609 and 2ME for tube formation on LECs and BECs was assessed by tube
formation assay. After incubation of LECs / BECs on Matrigel with D609 or 2MI, tube formation in
the two cell lines was observed using a fluorescence microscope (A). (upper : LECs), (bottom @ BECs)
Total tube length for each condition was measured using MetaXpress (B). Error bars indicate the
mean *+ S D of tnplicate assavs. (filled column © LECs), (open column - BECs)



Fig. 3 2D-DIGE image of fluorescently labeled proteins derived from LECs or BECs by treatment

with and without 2ME. Proteins derived from LECs or BECs, which treated with or without 2ME
were labeled using cy3 and ey3, and used for performing 2D electrophoresis. The spots indicated by
arrows are identified protemns by MALDI-TOF-MS/MS analysis

Table 1 Identification of 2ME related proteins by MALDI-TOF/MS

2ME (+)/ 2ME (-) 2ME (+)/2ME (-)

spot protein name MW pl in LECs in BECs

#1 HSP90AAI protein 68619 5.08 2.0-fold | 1.0

#2 Keratin 9 62259 5.14 2.3-fold | 1.0
GDP dissociation inhibiter 2 46054 5.91 2.2-fold | 1.0

EEF1G protein 50162 6.27 2.0-fold | 1.0
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Fig. 4 Enhancement of lvmphangiogenesis / angiogenesis by treatment with CM of lung cancer cell
Effect of both lvmphangiogenesis and angiogenesis by treatment with low / high lymph metastasis
lung cancer cell lines (RERF-LC-MS / RERF-LC-KJ) CM was assessed by tube formation assay and
invasion assay. As positive control, VEGF-C (10 pg /ml was used, (A) tube formation assay, (B)
invasion assay. Error bars indicate the mean = S.D. of triplicate assays. (filled column : LECs)
(open column | BECs)
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Fig. 5 Activity of Trustuzumab by heat denaturation. Trustuzumab was heated for two or 5 minutes
at shown temperature. After denaturation, the activity was measured using BT-474 cell line and
was reflected the viability of cells. The state of complete survive was indicated as 100%
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Fig. 6 Dnift shift pattern of heated-Trustuzumab measured by IM-MS. Trustuzumab was heated for
two or 5 minutes at shown temperature. After denaturation, the samples were measured using lon

Mobility Mass Spectrometry,
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Fig. 7 Drift shift pattern of heated-Trustuzumab measured by IM-MS. Trustuzumab was heated for
two or 5 minutes at shown temperature. After denaturation, the samples were measured using lon

Mobility Mass Spectrometry
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