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Effect of cancer-associated fibroblasts on lymphangiogenesis in malignant
me lanoma
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Cancer-associated fibroblasts were established from the resection specimen
of malignant melanoma, and the growth ability of human lymphatic endothelial cells was evaluated
using culture supernatant of cancer-associated fibroblasts. The addition of conditioned medium from
cancer-related fibroblasts to lymphatic endothelial cells promoted proliferation of lymphatic
endothelial cells and lymphangiogenesis, but it was suggested that proliferation of lymphatic
endothelial cells with exosomes extracted from the condisioned medium would be suppressed.



# XL C—19, F—-19—1 (L&)

1. WFZERASH PO 5

KRS RANEIIA T 2 A SNEMH L LI REE Th 5, BAEBEIZOWTIIAFEEN
HY . Bk E Rl U CARFRTIXL 10 5 AIZ 1-2 A & iy T D23, EEMEEE < Y oo
HitsR, EREES 2R LT W, TR, 0 FIRRESRIE T = v 7 R A FIRESEOFRIC
LV AEFROYCENR R LN, LV GO WETHIRREORBE R L EN D,

DIRT & 0 EMERAEICB W CRELT 2 B AIZ OV COMERMIIFIE THhIL T2 03, FEi
fa 2 B0 & < MU NREEIZE B LT-#E 0720, BESOKRIBER E% < ORIz W
CHESU R SR , RSB 2N A O B5R I A 52 5 Z L s ST
Do FEMERARICOWTS R NRE P ERICEEL B X TV DO ARBEREZ L
Do MU NBREEN OBRAEF RN, Va0 2 s BRERRAE 2 HIIE (cancer-associated fibroblasts :
CAF) IZOWTEEFHD Y o NEEEZHINSEDL Z ENMEINTEBY, U U NEBED
BN Y v R OBERIZE G- LT B,

FTo, EFE, BUNRENTOMIER S 7 TRy — L E LTIl G R En s =2 v
V—ARNER SN TWDEMII L CAF 21X U &3 280 0Ma & O AERIZBW T,
T VY= ABIOZOHRICEENDS mIRNA NEEREHZ R LTND Z EAVRES
NTWD, 2 OWENUNREORHEIZE L L, Wi, #5652 Rk S5 mhE
WD, ZOAD=ALEMRHAL, =27V Y —5 miRNA 2% —7 > b & LTHBIER
AT L LI, WoRM, BEBEZIMH LAFERDR ERHGFTE 5,

2. WEOBEM

AMFSE IR B E O JEE M/ NREE, CAF 125 H L7z, CAF 23V U /3HilsBIc B 5 LT
B OMFOMAZEE LTS, CAF 12X 5 U v VENAHI~D L AT 5720,
CAF M4 2= v Y —h&fiti L, =7 YV —L&EFRM LY Y8 NI O B85 e
R L7z, U o NENEIIRIC B AR 52 5 V) — ANOT A S B A miRNA OFE %
Bfg L7,

3. WrEEo ik

(1) o BEIE R AME 2 D AT S
RIASLRFE L BB AN, RS RHZ I\ CHEME Ba il 2 5 o B2 S IRV R L 2ok 5
DIRRHBINCZZ LIZBRED O b AEA~DA 74— Rarty MG T, UER LR
£V CAF ORINLZAT o7z, YIBREEA D &R 2 — I ERE L TR < it L. DMEM N THE &R 21T
5 T L TRINLRIRE Cd o 7o, BINL L7z CAF I3RS TRAF L7, CAF 133 % — L CTHEE 21TV, semi-
confluent & 725 7o Wp U CHEH 2 ME MG R HIA~ZE T U 72 RIS R 21T - 212 IS & Bl L C
CAF 1548 By & L The < FEBRICEEA L7z,



EMERANEO SRR S CAF 2RI L7 IEFNIZ IV T, RO 72 ERBRRRRR O —i % 4%
T E AR & U CERECATREZ2 5 A 1E, IEF R D> O RRHE AL 2 1805 U 7=, BIST U 72 I e
HiE % normal tissue associated fibroblast (VA F NAF) & L T, CAF & X7 T assay [ZHV =,

(2) =7 VY — LD HHEL RetEREAN

T VY — DMFLLF OB K o THlIE 3B 51572, 10%FCS Z & dr DMEM T CAF % semi-
confluent F CTHIJE X7, Mz U U FfRE#Z (PBS, Wako) THEYF L. 10 ml O DMEM
TEBHIT 48 A ¥ 2 _X— K L7z, RIEZIEE L 2000g T 10 Fyflia Loy i U CRifiuikit
brE L7z, feWvC, RiEZ 0.8 umfL7 /0% — (Millipore, Billerica, MA, USA) ZfERL
TS L7z, WWEE LB E 1X10°%g T 1.5 B[], 4ACTBELDEEL-, =7 Y Y —LEEi
Nl b 25 ml O PBS THeHL, i T 1X10°% T 1.5 K, 4ACTHEELHBEL 72, RiF%E
BT Ly h&E-80 °C TIRIE LT, =7 VY — ADTHEAAIF T Tl & 7 BEMEE (HT7700,
HITACHI, Hpt, AA) THEZL), =7 Y Y —ADiERIL, Micro BCATM Protein Assay Kit
((Thermo Fisher Scientific, Waltham, MA, USA) Zf#fH L 7=,

(3) CAF T &2V /&N EGHiIE~D 52 DR

BRI OV TIE, YBERGOE N FEERAEME MMAc, COL0679, A375)
ZAEM L7z, CAF 5% DI Z IR LTS T CL U BN B AN S T 2 5288 2 il i A RE 12
FVFHME L7z, U oo SENRHINE Promocelle ki W b REZRG U L VN AAIND (BRA) A EEA
LTHWE,

HRBEREREIC DWW T, U SN Z CAF, NAF B53% BIEVRINE 7213 CAF fisk— 7 V) vV —
LUHNEE &t RRE A 72 EfRIES#E L. MTT assay &17o72, U v/ NENEGIIC 50% D CAF B548
FEBLO= VY=L ZH/MLTA Fa_X—F =T L, 24 FFEEIC CellTiter 96
AQueous One Solution Reagent (Promega) Z¥RINL CAEEL /=%, £T /L 550 ~vA 71/ L—
kU —%— (Bio—rad) (ZX Y 570nm OWE ZHITE LT,

(4) U o NEPN BRI BT D A b A DR

U L oSNNI EE T A A A 2DV TIE, Proteome Profiler™ (R&D SYSTEMe) %
T cytokine array %17V, CAF R{ETICE EN2WEIC OV TREFERICHRFR Lz, fieffi &
EZONOWEIZBWT, ZOMEE Y NGNGBRI L TER# LSRRI B3
HHNDLINE D INEHER LT,

4. WFIERCR

CAF & NAF % X7 CRZ AT RE 70 M R AEEGNIT 2 fld - 7o,

JEF] 1 HEBERFE, Stage Hc

- JER] 2 - EERERFE, Stage Ila

EFE 2 Bilo> CAF, NAF OR53€ B ZERIL, CAF OR:& BiErOHEIC=r Y Y — L zdhh L TH
Wz, MIT assay (X DFEREK 1-4 (27,



MTT assay

0.25
0.2

0.1

0 I|| II| I|| II| III II' II

0.0
Cont NAF1 NAF2 CAF1 CAF2 Exol Exo2

[0,]

0

[

(%]

m24h m48h m72h

X1 MTT assay
TR 2 30 7= 28 B 2 D= VY — AR T RS AN Z Ly

% MTT assay 24h
*

120 l

[ * |
100
80
60
40
20
0

Cont ~ NAFl  NAF2  CAFl  CAF2  Exol  Exo2

2 MTT assay 24 BFfE. Y : p<0.05
JEB] 2 MO L=y VY — KN RIN U RES IREE & bl U CA BICEERE DR T 2388
7



MTT assay 48h *
1

[
120 [

¥
[ e |
100 ||
0 || || || || ‘\ I|

Cont NAF1 NAF2 CAF1 CAF2 Exol Exo2

8

o

6

o

4

o

2

o

3 MIT assay 48 M. % : p<0.05
24 FRRAER S & AR ICIER 2 =7 ¥V YV — AERINEECHIBII A ZE IR L=

MTT assay 72h
*
* :

|

120

[
' g
[ |
100 I *x |
0 I | I I I I

Cont NAF1 NAF2 CAF1 CAF2 Exol Exo2

8

o

6

o

4

o

2

o

X 4 MTT assay 72 HFfE. Y% : p<0.05

24, 48 WFREIHF S & R OB TH DA, FEHI 2 721 TR IEH] 1 =7 VY — AEINEEL A&

W LT3

Eiekv, =7 =2 L0 U o E NI ORI 31D Z EARR I N, 4
HiFR COMRATHIFE Tid, CAF kD=7 V) V) — b % ik B fEO R I L7254 .
FaOHFEIMHIN R SNT-Z 82 HELTWD Y, RO T Y v Y8 NI O 8553 1] &

NDATREMED B %,

BlEfix. U o NERNER OGN ROH DT ) ) — BN DOY A A <2 niRNA D

FIEZ I, FEIBEEORIE~ORIT TV E -0,



1 0 1

Shusaku Maeda, Masakazu Yashiro, Hisashi Motomura, Takaharu Hatano, Heishiro Fujikawa

Cancer-associated fibroblasts under the influence of melanoma cells might stimulate the lymphatic vessel formation

American Association for Cancer Research Annual Meeting 2020 (online)

2020




