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ATP, adenosine triphosphate

DMEM, Dulbecco’s modified Eagle’s medium

Erk, extracellular signal-regulated kinase

FABPs, fatty acid binding proteins

FABP4, fatty acid binding protein 4

FBS, fetal bovine serum

GAPDH, glyceraldehydes-3-phosphate dehydrogenase
MAPK, mitogen-activated protein kinase

p-ERK, phosphorylated extracellular signal-regulated kinase
PBS, phosphate buffered saline

PPAR vy, peroxisome proliferator-activated receptor gamma
siRNA, small interfering RNA

SCC, squamous cell carcinoma

SDS-PAGE, sodium dodecyl sulfate-polyacrylamide gel electrophoresis
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Fatty acid binding proteins (FABPs) I3FE > v v /1 & L CThix 7o BB EE
ZALTWLZERMONTEY A< b 95077 I = FREEINLTND
13, ZNZ 10 FABPs [ IR R OMaic Bl L Tk v . F£& LTREZMN
DORFEDGFT LT 5 2 & THIROMEEICE S L TW\Wb, =& 2, BREICEBT 5
NEE DU /MARIZBIT IR 7 Vs, MIREIZR T AEERTE:., #ick
FHHE, X har R TICBT S BIRE, ~AF Y — AR Db &2 Ok
BRI 2R 7=5 19, Z D 5 b fatty acid binding protein 4 (FABP4) (L, ~
ra7y— BRRHIICARERAICEE L TWD 2 ERMBATED 19, ZitbOM
FEIZ B W THRE ORGE, RIESUSDOHIENZEDL > T\ D, S HIZEREELLA Z AR Y >
7 vy Fr—LADERIZEHD> TS Lo@RELRINTND 49,

R BRI DR O RE & B DM AN TH Y | ZORAERITFE L EHRO—
WEZESTWD ™, ZNE TORYLEEZEOFSE 101028 C, DNA~ A7 a7 L
AN K DB L ONEFENIFENT ) | peroxisome proliferator-activated receptor vy
(PPAR y) R0Z I L » THEREHIE STV Dk & 7245 F-. aquaporin, endothelin %%
DA OWIEICE G595 2 L2 AL T&E 101, X512, FABP4 ORFEO—{ b
PPARy IZL o> THIH SN TS Z & b LT > TS 217, 54 FABP4 23R 5
BRI THELL TV D Z &A1 18 19 JIZIWVT S b O EE R %
RICLTWDZERRBINTWD, £7o, ABEEICISWTIEL FABPS 23 O HE5H
R E-T 5 LWV O MER R IN TV D 202078 FABP4 O R EREEIZIT 5%
FHZOWTOREFIFIFLEAERVORIRTH D, £ THERYLEEICZRBT S
FABP4 O3B, BLOEDOEEZ T2 Z &2 AT, FRP LR OV R
b B fE B SRS A SAS & WS AT o T2,

i b B AR O SRR b e T d W T R REAR B i O RS SRR & Lhig
L TRV C FABPA RN ERBLL T D 2 & 2R L7c, £ 72, FABP4 751 small
interfering RNA (FABP4-siRNA) %%t L, B MiRlcT 5 FABPA¥BLD /) v 7
7 AT R DHMBIETHEE A G Lo, £ OfER, siRNA @RI = hr— LRIk
A EISHI A A B S A7z, MR RE ] O A 1 = X L & LT, mitogen-activated
protein kinase MAPK)#E I 2 41 L 7= M D o 7 F a3 il S b 2 & TR EE
FEOWFEMHI NG TR Z S D T BRIz, £7, FABP4 JHl /) v 7 X7 |
£ U cleaved-caspase3 OIEHLN 5 4L, MIFLHEFEINHI Y apoptosis DEEEZITT-Z
EVfER SN, L L7 s, fildédh 7= Y @ adenosine triphosphate (ATP) pEAE &
ZITAE R AT < =3 v X — RO NI L 2 MM EFE O s IR T o 7z,

S ORFFERRRIE, BRIRICER W TIREEZ D 2R HRIC L, BIERRICER S



TWDHAIDIER & T 5501 L 1T R o725 7 Ch 2 FABPA & 4 —5 > b &3 587
TR BUEAIDOBRIE O FIREME 2R T 5 & L bIZ, 4% D FABP4 (ZBI¥ 28T L,
AR R EZRMIEL D Db D EEX 2 AL E LTE EDLRHE TH D,
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KB L TTiE

FERR B A M OV A b - B 4,

KBRS 5 b B IR P T B R B R ORRRICA T+ — L Rarkr &
. RS « BERRIE AT > TR W ERE BB FAIRFER & 5 W TEs
BUVAEREFDOI L, RT T 4Tyl LT BOMBMRENE-> TR
V. FA—8F ETELIFESLRH LB D, BRESCEEHTRNZAS>TWND 27
ZL Uiz (&1, 276105 SHME 1T HI LZME10HITH D | PIRZHRAF#RIT 30 72>
5 92 5%, FH) 61.6£16.4 5% (S.D.) Thol, #MkiL 10%FHEAEE /L~ Y UK

(FEAIZE, KB, BA) ICTEEL, =% ) — /MK DHK, FL Ll idid
i, MR RTZ 7 4 VL bIRBB X OEMA T o7, W%, S 3~5um
DT T 4 YRR LT, BT 7 4 VEOR, A A Z 2 b T TR
i (ZZEEFEAT 4= A0 WAL BA) 12T 100°C 1 FFflA > % 2~ — ME,
Vectastain ABC kit (Vector Laboratories, Burlingame, CA) % f\\ T et %
1To7c, T72bbH, 3%H:202 20 /3 THRRIME~ VA F X —E A2 RKIESH, 2.5%
U =IiE 30 FICTT7 ry X 7%, 100 FAa R L7=Ht FABP4 $i{k (Bioss Inc.,
Woburn, MA) Z/EH&H 4CT 16 Kl »F=2X— L7, 2 kPUkL LT
anti-rabbit / mouse IgG Universal antibody % 30 47fi]. %\ T ABC Reagent %
30 MO & ¥ 7=, 3,3-diaminobenzidine substrate kit (Vector Laboratories)
ZRHWTEER & X7 B AICRA ST, ST~ ~ MU U] LT,
Fal, BA) I Txeeta 24T 57, FABP4 OB OHE L, KH - Bl - A
RS OHERMELE V2 1019, 57005 0 (B 10%LLT) L 1+ (10%~20%) .
2++ (20%~50%) . 3+++ (50%LL L) D 4ABBETIHMEL, ¥ 7774 v RIZX
D27 b LTl L7z,

M #8231 5 FABP4 & /37 BBl Mt

AT CIEE R EROE B OREEE SAS W THREZ1To72, 10% 7 Uk
f+1fnyE (FBS: fetal bovine serum, JRH BIOSCIENCES, Lenexa, KS) Z# & ¢
DMEM (Dulbecco's Modified Eagle Medium, Sigma-Aldrich Japan, Tokyo,
Japan) (2T 37C 5%CO: f7/E FCTH# L7z,

F7o. 1108 (THHEE L, 24 RG22 1T > 72 SAS #[FIX L7z, PBS 2 THeif#%,
777 —¥A 2k EZ— (Sigma-Aldrich Japan) % & & fiEk (20 mM
Tris-HCI, 150 mM NaCl, 1 % Triton X-100) (ZTr¥A(L L. 4°CIZT 30 43 #itE L
Teo D% 4°C 14,000xg T 30 Zrfjm. 0oL, RiEEEIN Lz, BEOZ 7
% Bradford /&I THIER  Laemmli VA2 T 5 AL &4 Z /X7 & 50 1



ghE VAR Ty T 4 TORELE Uiz, 2B 0k % SDS-PAGE (2 T4yt
# . Immobilon-P Transfer Membranes (Millipore, Bedford, MA) (2855 L, 5 %
2% 537 (Amersham Biosciences, London, UK) (2T 60437 12 v & 7 4T
o7, —WHiE L L TH FABP4 #ifk (Bioss Inc), Hi GAPDH (Trevigen,
Gaithersburg, MD) ZffH L. 4 ‘CT 16 A v F 2 X— N &{To7=, IRPLIE
\Z HRP #23#% goat $t rabbit IgG Hifk (Cell Signaling Technologies, Beverly, MA)
Z AW TR &8 7-1% . (k5% 61% (ECL detection kit, American Biosciences) |2
TH N7 OB ZRH LT,

. FABP4 #5149 siRNA AUE T L 2 MIREGEIC 5 2 5 B O st

25 i35 D FABP4 $f %1 small interfering RNA: FABP4-siRNA % 3 v —/47 > &
( Sequencel, sense strand 5-CACCAUUAAAUCUGAAAGUACCUUU-3,
antisense 5-AAAGGUACUUUCAGAUUUAAUGGUG-3,

Sequence2, sense strand 5-GAAAGUCAAGAGCACCAUAACCUUA-3,
antisense 5-UAAGGUUAUGGUGCUCUUGACUUUC-3’,

Sequence3, sense strand 5-AGGAGUGGGCUUUGCCACCAGGAAA-3’,
antisense 5-UUUCCUGGUGGCAAAGCCCACUCCU-3) (Invitrogen Japan,
Tokyo, Japan) {Efl L 7=, Z#L5 % Lipofectamine RNAIMAX (Invitrogen Japan)
A BOREIREEDS 5~40nM & 725 K HIZFBS (=) OAF 4 v A LIRML, il
12T 20 534 > F =2X— |k L7z, FABP4-siRNA ® = hr—/L & LT negative
control-siRNA (Stealth RNAi Negative Control Duplex, Invitrogen Japan) &
Lipofectamine RNAIMAX (Invitrogen Japan) Z M\, &R A 5~40nM & 72
HEIICFBS(—) DAT 4 U LAERML, FRICT20 90 »Fax—FLi, £
NENER) IX105 IZFHE LT SASIC T v AT =7 va v L, ALE: 24 i ©
FBS (+) O AT 4 U LIRH L & BT 72 BRI E52% %1 Countess Automated Cell
Counter (Invitrogen, Eugene, OR) Tt /Lh 7 > b Z 4TV I EEFEANH] O FEAf %
To7z (K1), RAEFEOMIEE A 100% & L. FABP4-siRNA #LiEHfE & negative
control-siRNA #LEFE O HEFTE O &4 it L7c, b 33— AD 9
B, OIENRH ST — 7 U A ZRNIRO FFIETUHZDOFERTHW,

. FABP4-siRNA L& (2 X %5 MAPK /&AL O 15

SAS (2%} L T FABP4-siRNA. negative control-siRNA (40 nM) Z##LE L. 24
RIS L7z, AR 2. ERERIC T = A X T a v T 4 7T ORENZRRLL 7=,
K x kN7 & 30 ug & SDS-PAGE (2 T4y %% . Immobilon-P Transfer
Membranes (Millipore, Bedford, MA) (ZEzE- L., 5 % A% A /L7 (Amersham
Biosciences, London, UK) 12T 60 37 v vXo 7 &{To7-, —IkRPUIAE LTH



extracellular signal-regulated kinase (Erk) Ui, $T p-Erk Hif& (Cell Signaling),
$t GAPDH (Trevigen) #{#fH L. 4 CT 16 Bl A ¥ 2 X— N &1fTo72, _KHT
{KIZ HRP #25#% goat Pt rabbit IgG Hitf& (Cell Signaling Technologies) % FV T
I S E T, ARFRIEISTH X7 OB LT,

5. FABP4-siRNA ZLi#(Z L % apoptosis #RFIEPEL Ot

SAS (Zx%f L T FABP4-siRNA. negative control-siRNA (40 nM) Z L& L., 24
IRFEIZ 2 B U 7, BTk 4. & [RIRRIC '7;/'( grrayT 4 r T ORE AR LT,
Kx B0 B 50 png & SDS-PAGE |2 THlEte. Bk 4 & RO @fE 21T - 72,
— W HLIR & L THL Cleaved-caspase 3 ﬁﬁi (Cell Signaling). #i GAPDH
(Trevigen) Z i L7-, “IRPUAZ G S B 70%., (LFREIEITTH L7 O3Bl
R L7z,

F 72, Lab-TekII Chamber Slides (Nalge Nunc International, Penfield, NY) F
IZ SAS % #5ff L, FABP4-siRNA. negative control-siRNA (40 nM) % 24 Ff[E/E
MEETHE, 4% XTHRNVLT VT E RIZT 16 EEEIT-T2, ZD#%,
VECTASHIELD Mounting Medium with PI (Vector Laboratories) % ii§ T L
propidium iodide (2 & D& DYt 217 OGBS (Axiovert 200M, Carl Zeiss,
Oberkichen, Germany) (T Apoptosis (2 & 2 DIEEEIE 21T 5 7=,

6. FABP4-siRNA #Li&E(Z L 5 ATP pEA &~ 2 5 2 ZO MG
SAS (2%} L T FABP4-siRNA, negative control-siRNA (40 nM) ZXL&E L. 24 K
M#ICEI L, #fa%% Countess Automated Cell Counter (Invitrogen) TE&/L7
U hhUy LT, BB Yy N CHER LcMBEER 100pl & [Hfaol] ATP
RERIE GREFEE—x > b, WL, HA) 100l & 96 /X7 — K TIRA L., TriStar
LB 941 Multimode Microplate Reader (Berthold Japan, Tokyo, Japan) CH & D
WEEITo T, FHIEND ATP B4 EE LMilnsH7-0 O ATP &4 R L7,

7. weRHALE
WaHLEE L LC, Student-t MRE. & DWIT—IEE D E AT (ANOVA) fEHT O
#%. Scheff’s method & MV 7z, i RITFEE AFMERRZE TR L, fEBRER 5% A 4
FAMFHINCHEEEZD D &I L7,



S

1. OWERF EROEf R L ORE M) 5 FABP4 O3HL

YL FABP4 iR % W T Stk b P e e ORGSR, Y %47 o 7o F ¥ b B iE 5]
27 il 21 BN BT, FEREHRAR IS B O T, BEITIZ L A ERO SN2 o T2 (F
1. X 2A, 1), —J. F—HM#EU R EoEEHIZHB W T FABP4 ORINED ST

(2A, F), LB - IEEERICI1T 5 FABPA ORBMEL 2 a7k LizL A, ¥
& FEEER O Tl ORBURE A B EZNRBO bz (X 2 B), B Y i
IZBWTHFEERIC, Bl T FABP4 ORELNRD bive (K3 A), 27 FlofHfkL)
R ESCEBNCHERG Lz & 2 A, FRUCB W THRRMANA BEZITRO o T2 b
DO, ARGHALIRF EFE A a7 3 IMERNICH o7 (K 3 B)., B OR B CRUSIHE
O FABP4 BELZE LTz & 2 A, HitFIAEBEZEITRD -T2 0D, imEH 0
JEGI OB A a7 imETh o7z, (K3C),

F£7-. FABP4 OFBLE | Flfn - PRI - BIBEEE - BUERE & O REMEIZ DWW TRRET L
el ZA, BRARBEMEIFEO bR (R 1, KM4A~0),

2. R R kR A SAS I23551) 5 FABP4 0% Bl
H R bR R R AR Y SAS I8 D FABP4 OBlA T = AX 70 vT 4
VEICTHEI L2 L A, FABP4 O%HA2#D - (M6, £),
fEd 1. 2 1V, FABP4 O&EBBUT AR ERE I W TR 0 O&EI 2 K- L
TWD Z ERREINT,

3. FABP4-siRNA O —7r 2 AT L 5 Kl B Al il 20h S
VERL L7z 8 FifED FABP4 551 siRNA ORZHET 720, SAS IZxfL 3
fiD FABP4-siRNA TZ 1 Z 1 /LE L T Negative control-siRNA % WL L 7-#f &
PR UABRR O HEARRE 2 fait Lo, (A ZEBAEI COBIEFTETIX, Wihoy—47
> A% negative control FEIZHLA~THIfIETHING ST Dol sz (K
5A), FEBRIZ negative control (2T A Ml OE S T T H L —F A 3N
e S AMIEHEAE 2 B L7, DR OEBRCIE—7 v A3 W TEREIT- T,

4. FABP4-siRNA |2 X % FABP4 / v 7 % 7 L 3l BRI R T 3 2
EB 3 THROLIENH -7 FABP4-siRNA % AT SAS (2%} L TR E1T - 7=,
VIAZ Ty T 47 ORER, FABP4-siRNA MLER|Z K W FABP4 D% > /37 3§
BB w7 B ENTWLOERLE (X6, ),
X 51T FABP4 2R R ) v 7 X7 3 578, SAS IZxF L FABP4-siRNA L&



L T Negative control-siRNA Z L& U 7= #f & bolig UM OMSREE 2 figt L 7=, £ D
fi&i R\ FABP4-siRNA AL{E(Z L 0 i B AR MU s 23 & vz (1% 7A>o ESN
40 nM @ FABP4-siRNA % 4Li&E L 7- it C©, AR 72 o msl 258072 (1

TB), NAAZERBAMEE T OBIE T E T siRNA AUERECIISEMI A i L’Cb\é@ﬁi
ﬁﬁﬁéh?’: (X 70C),

5. FABP4-siRNA (2 X % FABP4 / v 7 %7 73 MAPK IEPEA0IC M IE 9 58
FABP4 / v 77 27 A K Dl EFEINH O A 71 = XL D—2 L LT MAPK %%
WZHFH5T 50 Uik X7 Erk OIEME(LZRET L 72, negative control Ff & H~
WLEREIZB W T, pErk BEEOK T 2O (K8, HE), F£7-. Erk BIKDFRE
BLY BT OMEEA 2580 vt (8, k), ZoZ et Erk OV b
fil L. Erk OFBUNHINE Z > T\ D 2 L B3R S LT,

6. FABP4-siRNA |2 X% FABP4 / v 7 & 7 . 73 apoptosis |2 &IZ 7 2
FABP4 / v 7 Z v 2 LY Cleaved-caspase 3 ODFRHNGBD Lz (X 9A), F
2. BOREZHBIE LT-L Z A, negative control A TIIEEDERENSRT-IL TV D
BRZ < RbNT=Dizxt LT, FABP4-siRNA ALERE CIIEORE N ZEGRD B
2o TIUHDOFERMND FABP4 / v 7 X 02XV apoptosis 35| Z 2 TV
LAlgetEni R sz (X 9B),

7. FABP4-siRNA |2 X5 FABP4 / v 7 X7 U=V X—pE AT R T 5
FABP4 / v 7 X7 AL DR NX—EE~DORE LR T 572 laH =0
D ATP BAHH L7z, ToOfES., FABP4-siRNA ALERE CTlidfiiadh 7= v o ATP &
DRAEFN L SN2 b OO FHEHFRIA EAITRD bz h - 7= (X 10) , FABP4
S 7 BT AL =X —EEA TN IARER IR TE R o T,



B

FABPs [3/5E M N O R E OGET~iiE T 5 2 & THIRLORR % 7erEICEI 5 L T
W5, ZD5 6 FABP4 [IEMME, ~27 v 77— BURHIRIZ R L, TRE G,
RIEIZEAD - TV D, I, INEE-CREDEE CRILL TV Z L AHE I 1819 4F
IZBWTHM S NDOREEZRIZLTNWDEZ ERNbhro TE, LLAERL, KL L
TR, BRI LRI BT 5 FABP4 ORI EHEREIC O W TOREIRITE AL R
W, FZTET., FREEEEMREZ T FABP4 OB A ik 2y s L v
et Uiz, ZOfEFR, FABP4 3B IMIC N TEBICABICE I L T\, —h,
IMEEDENC L > CTREMEL L L- & Z A, @ik, Bk, &b oS RERIC
BERETRDO NI o T, Eo, Fllin - MR - SEEE - BUEEEE 72 & DR~ & FABP4
DOFEBIRE & OBEMEITRD e o7z, b Z Lnn . Ziub O 11X FABP4 O
HCORBUCEENREEEII RN D LB N, —F, BBY VREIIcB N T
12 BB FEI I, B L 62 FABP4 O3 84287, KRN FABP4 % 5150 %
FEBOFETHE LI 2 A, PR T 3BA Y BEO TN EE Th - 7208, Wikt
BN PIIA B E2Z RO 0o T2, S ENIEFIEN D 7 < A B2 ZITRO 72 o T2 D3,
FABP4 L 855 & OBEVEIZ DWW CIEINEE THE 2035 0 . 4% & 572 D i 7 mst
MULETHDLEZ2 LD,

B A SAS 12 W T FABP4 O % LR 7 BRSO iz, 2D Z L/ FABP4
DR EREIZB W T S0 OFKE 2 72 LT\ D Z VR &=, £ Z T, FABP4
FrHH) siRNA TFABPA O/ v 7 X0 U &AT ol & 2 A, SAS OEFEMTHI A R S 41
72o FABP4 D#ED 1L PPARy IC L > T SN TEY 219, ZHETHO—HD
52T PPAR v |2 X o TG S AL TV D 53 1A OHFEIC B - T\ D Z & &2
HIWWLTWD, SRIOMERE ZIE TOHRENS, FABP4 3EAROMESEIZ5E < B
boTWasEEZLNT,

FEAALIZ 35T MAPK #RBRIXE 2 7o & H &2 72 LT D, MAPK R ERIXEERED DI
FHLEW E TEREICRF SNV 7T IVREREE C, MlaoOBEiE, 477, st RIERE
BRx T fasRE 2 FHET L T\ D, B M 7e< &b Erk 21, p38 fHE., JNK #2#
EVH 3FEED MAP ¥ —1F « AT — RFMPMFELTND 2, ZHHORKDH
Erk f#IL BIRICEBE T TH 2D Ras BFELTWAH I &b b, FWOMIHEIZHR S H»
Mo TNDHZENEZOND .29, Z Z TAIFICEBWT, FABP4 / v 7 ¥ 7C
£V Erk @V UEBERIHISND 2 L ARSI, 2t PPARy O TG 1D/
v 7 Z ALY prErk OBBLAIIHI ST WV ) E 101410 L ST H DO TH D,
F72. FABP4 / v 7 X2 XV Erk OFBLAE GG Sz, ik FABP4 23HE
% Erk O#RBIZB S L TW D ATREME AR LT\ 5,

10



O ENHBIETEINEI N T R N = A DR LT T E D gt T 5720 TR h—
T ADIEREE ToH 5 Cleaved-caspased DFEBLA Gt L7z, Caspase3 IR T HZ &1
IR LS, BORELZGIEEZ LT R b=y 22 HEET 5 2,20, KBFFETIL
FABP4-siRNA ALEREIZF )T Cleaved-caspased DR ELAFRDH 7=, < 52, Propidium
iodide IZ & DYt % 1T o 72 & Z 5, FABP4-siRNA EREHZIB W TREOEEN S
<Oz, LENB FABP4 /) v 7 X ANZK D TR =3 ZAZREILTWLHZ L
DR ST,

FEAIIE O = R L — L Warburg effect (& L - THEFER2STHE L TRV . HEE D
HETHD LEDLNTWD 2729, A FUE, AN, JNEE 7L & O fgm 23 THY
FHICIZ =R L F =R E UCTHE 2T Th < IBE OME N BBk J%%kbfwé:
&R TE 7183033 JREINEN ML & Mg~ FABPs /1 L Tk S 4u,
Fay RUTIZEWT BERKIZ K- TIREF S ATP 23 A SN D, ABF5E Tld FABP4
S 7 H T ALK D ATP FEA BRI OV TG L7223, FABP4-siRNA ALEREIZ IV T
BT HlaHT=0 O ATP &3 L7z b O OFRBRZITRBO 2o Tz, THUTOERF
REIZ I TIE Warburg effect (2 X - THEBER S TLHEE L TV . +5372 ATP fitG 3
RENTWDTDThHDLEEZEL DN, L Lans, g T FABP4 R ED L 9
(XN =R > T L DOFEMIT A TH Y AR I DROIBHADLETH
HEZEZBND,

N E TOMZETITEMIEIC BT 5 FABP4 O&EIHEE, #HSBICHELRT FLF—
%%ékb\%%ﬁ@ﬂ%%g®ﬁk%¢é&W9%®T%0kw LnLZRRBEAR
WFZETIE, FBHAIZEFEEL L T\ D FABP4 (IR OV Bty 7217 TidZa <. HE5EIZEE
D% Erk SR OTEMHALLT N b= ZADOFEICEAEG T 270 & kxR A T = XL TH,
FRL O HFEIZ BT > TV D AIREMEA BT 202 Lz (M 11), FABPs [Zi3fk % 72 B%RE
&Y. FABP4 2EMIEIZ B W THIHICED D AN = AL b Z K TH L EBEZBND,
Lo T, A% L VEEMR A D= X LDMANLETHL EEZ BND,

AWFFETIE A ER A ERCE R TS L OV O R R H RIS R MR IC 35 T FABP4
OFBLAERMGEE L, NFERE EREICIIT 5 FABP4 O&ENZSOW TR L 7=, FABP4
X APERRRICB W TR R =7y My eV 952 Wb e L,

11



*oTh

F R B ROk, 5 R RO i RBE E Ml SAS (2488 T, FABP4 723 & 38 8l
LTWDZ & &R LTz, £7-. FABP4 f5i) siRNA IZ L% FABP4 / v 7 X0 T
L0 R OREENHI 2R LT, FOA T =ALD—>L LT, MAPK #&IKD
T FIRER O, 7R F—2 Z20FE, = F—REOMt2nEE5- L Tnh 2 &
DREENTZ, DLEOFRER LY, FABP4 O3 HHEL, DR LR OB L

PHIIAER T 5 Z &2 62T LT,

ARG DO F D—EBI,
Oncology Reports . 31: 1116-1120, 2014
[ZHBE S T,

S HIZ,

5 58 [l H AR APEs Rt it (2013 4510 J1 - f2lH) 38 KO,

The 21st edition of the International Conference on Oral and Maxillofacial
Surgery (October, 2013, Barcelona, Spain)

o 87 [l H ASKH L RAER (2014 4F 3 J1 - i)

(CTHEEL,

12



P

AREERZDITHIZY | AFFROEEE 52 TR E, RIETHBY 25 TE, =
MEEEZ W D £ LT RIRKR PR TP @A geft Hoa g 0 Rt BB B8 0 e K e
HME R R BaR (DR — ) . Ll Zd% GRS 2E) (IR
e oHEERLET,

FIANROEITICHTZ 0, BIBEZCR - HIEETEX £ Lz, KIRORF KRR
WFFERE WO HERE D R 2 BB A O VSR IR 3 RE B R e Fn 22— B #ESu (GRBR:
HE) [ TRERLIHEARLET,

AWFFEICBE LT, EER LIRS - S4BV £ LI KIRFERFRE - iF et
WA HERE N ERLF B BH O RS R R PR KA B B0 (DSR2 —
=) IZOE VLA L BT ET,

Flo AFEEATOICHTZY TR THIIETEE £ LI RRRTFERTFRE WPirseft &
O HERE 1 IPERL AR B O e RIR B 738 e (DR 58— 38 - FEHLFHE) D
FEEOFERRIZ, EHEILP L RFET,

RZIZ, A OBEECR A £ THEDOR 2 5 2 T NI FZITE#H W LE T,

e
o
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Expression of fatty acid binding protein 4 is involved
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Abstract. Fatty acid binding proteins (FABPs) are a family
of small and highly conserved lipid chaperone molecules
with highly varied functions. Among them, fatty acid binding
protein 4 (FABPA4, also known as aP2) is highly expressed by
adipocytes, macrophages and dendritic cells. Although the role
of FABP4 in cancer is still unclear, it has been reported to be
highly expressed by human tumors such as ovarian and bladder
cancers. In the present study, we investigated the expression
and role of FABP4 in oral squamous cell carcinoma (SCC)
and its expression in oral SCC tissues. Immunohistochemical
staining revealed that FABP4 expression in the tumor tissue
was much higher than that in the non-tumor area of the same
specimen. In the in vitro studies, an FABP4-knockdown SCC
cell line (established through FABP4-specific siRNA) showed
inhibited growth, and inhibited expression and activation of
mitogen-activated protein kinase (MAPK). These results indi-
cate that expression of FABP4 plays an important role in the
cell growth of oral SCC through the MAPK pathway.

Introduction

Oral squamous cell carcinoma (SCC) is a major neoplasm
of the oral cavity with an increasing rate of incidence (1-3).
The optimal therapy for early oral SCC is surgery, but the
overall survival rate has exhibited only a slight change (1-3).
Therefore, more effective therapies for oral SCC are needed.
Fatty acid binding proteins (FABPs) are a family of small
and highly conserved lipid chaperone molecules that bind
long-chain fatty acids and other hydrophobic ligands. Their
functions are wide ranging (4-6). Among them, fatty acid
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binding protein 4 (FABP4, also known as aP2) is highly
expressed in adipocytes, macrophages and dendritic cells (5,7).
As a result of its distribution, FABP4 is the most extensively
researched FABP in endocrinology and metabolomics. FABP4
affects metabolic syndrome progression; FABP4-deficient
mice were found to have reduced hyperinsulinemia and
insulin resistance in obesity (7,8) and showed protection from
atherosclerosis (9).

However, little is known concerning the role of FABP4
in cancer, including oral SCC. Recently, Nieman et al (10)
reported that adipocytes promote ovarian cancer metastasis
and tumor cell growth by providing energy mediated by
FABP4. Therefore, increased FABP4 expression may affect
the growth of various tumor types. Our research group also
reported that molecules controlled by peroxisome prolif-
erator-activated receptor y (PPARY) play key roles in SCC
growth (11-15). As FABP4 is known to mediate transcription
with PPARy (4,16), we hypothesized that FABP4 may regulate
SCC growth. Therefore, in the present study, we investigated
FABP4 expression and its effects on SCC of the tongue.

Materials and methods

Tissue samples. All clinical studies were approved by the
Ethics Committee of Osaka University Dental Hospital,
Osaka. Twenty-seven SCC specimens from resected tongue
tissue were obtained at the Osaka University Dental Hospital
during 1986-2008 after patient informed consent (Table I).
Patients received no preoperative therapy, including chemo-
therapy and irradiation therapy. The age range of the patients
was 30-92 years (61.6+16.4 years, mean age + SD); 17 patients
were men and 10 were women.

Antibodies. The anti-FABP4 polyclonal antibody was obtained
from Bioss Inc. (Woburn, MA, USA). Antibodies against
p44/42MAPK and the phosphorylated p44/42MAPK antibody
were from Cell Signaling Technology (Beverly, MA, USA).

Immunohistochemical staining and evaluation of FABP4
expression. FABP4 expression in tissues was detected by an
anti-FABP4 antibody using standard immunohistochemical
techniques (12-15). Formalin-fixed and paraffin-embedded
continuous sections were selected and sliced into 5-ym
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Table I. Characteristics of the patients with squamous cell carcinoma of the tongue, their histological diagnosis and expression

of FABP4 in the tissue specimens.

FABP4 expression
Case no. Age (years) Gender Differentiation Tumor area Non-tumor area
1 34 Male Well-differentiated SCC 1 0
2 46 Female Well-differentiated SCC 2 0
3 57 Male Well-differentiated SCC 1 1
4 64 Male Well-differentiated SCC 0 0
5 69 Male Well-differentiated SCC 0 0
6 71 Female Well-differentiated SCC 1 0
7 71 Male Well-differentiated SCC 1 0
8 72 Male Well-differentiated SCC 2 0
9 78 Female Well-differentiated SCC 1 0
10 79 Male Well-differentiated SCC 1 1
11 47 Male Moderately differentiated SCC 1 0
12 61 Male Moderately differentiated SCC 1 0
13 61 Female Moderately differentiated SCC 1 0
14 72 Male Moderately differentiated SCC 1 0
15 77 Male Moderately differentiated SCC 1 2
16 83 Female Moderately differentiated SCC 3 2
17 92 Female Moderately differentiated SCC 1 0
18 30 Male Poorly differentiated SCC 2 1
19 33 Male Poorly differentiated SCC 0 0
20 38 Male Poorly differentiated SCC 0 0
21 51 Female Poorly differentiated SCC 0 0
22 52 Male Poorly differentiated SCC 2 0
23 55 Female Poorly differentiated SCC 2 0
24 65 Male Poorly differentiated SCC 1 3
25 67 Male Poorly differentiated SCC 3 2
26 41 Female Differentiation unknown SCC 0 0
27 68 Female Differentiation unknown SCC 2 0

Expression of FABP4 by immunohistochemical staining in the tumor and non-tumor areas is scored and expressed as 0-3.

sections. Briefly, incubation with an anti-FABP4 polyclonal
antibody was performed at 4°C for 16 h; sections were then
washed. After applying the secondary antibody, the Vectastain
ABC kit (Vector Laboratories, Burlingame, CA, USA) was
used with a 3,3'-diaminobenzidine substrate kit, according
to the manufacturer's instructions. The staining endpoint was
determined when the standard tissue sections were constantly
stained at the intensity as previously described (12,17).

The intensity of the immunohistochemical staining with
the anti-FABP4 antibody was evaluated by scoring according
to four groups: 0, <10%; 1, 10-20%; 2, >20-50%; and 3, >50%
of the cells exhibiting cytoplasmic staining (12,17). To confirm
the reproducibility, the anti-FABP4 immunohistochemical
staining was re-evaluated by a pathologist who was unaware
of the original assessment. Non-tumor areas were selected as
comparatively normal areas separated from the tumor areas
by an appropriate distance and confirmed by the patholo-
gist (14,15).

Cell culture and cell growth assay. We used a human oral SCC
cell line (SAS) that was established from tongue SCC (13).
Cells were maintained in DMEM containing 10% fetal bovine
serum (FBS) at 37°C under 0.5% CO,. For the cell growth
experiment, cells were trypsinized and replated onto culture
dishes (11-15,17,18). SCC cells were counted using a Countess
Automated Cell Counter (Invitrogen, Eugene, OR, USA).
Inhibition of cell growth was compared with the vehicle-
treated controls.

RNA interference approach. The SAS cells were trypsinized
and resuspended in DMEM without FBS, and then separated
placing ~2x10° cells in each dish. The FABP4-specific siRNA
(Stealth siRNA) was purchased from Invitrogen Japan (Tokyo,
Japan). We purchased three sequences and performed prepara-
tory experiments to determine the most effective sequence. The
sequences of the selected FABP4-siRNA were: sense, 5'-CAC
CAUUAAAUCUGAAAGUACCUUU-3' and antisense,
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Figure 1. Expression of fatty acid binding protein 4 (FABP4) in tumor cells in tongue squamous cell carcinoma. (A) FABP4 expression in the tumor area (upper
panel) of primary tongue squamous cell carcinoma and thevnon-tumor area (lower panel) from the same tissue section (case 13 in Table I) using immunohisto-
chemical staining. The brown color shows positive FABP4 staining; blue is a counterstain. (B) Comparison of FABP4 expression between tumor and non-tumor
areas. The score of the distribution of FABP4 expression is indicated by black circles from the data in Table I. A horizontal line shows the average score. Data

indicate the mean + SEM from 27 cases. “P<0.01.

5-AAAGGUACUUUCAGAUUUAAUGGUG-3.. For transfec-
tion, FABP4-siRNA or a negative control (Stealth RNAi
negative control duplex; Invitrogen Japan) solution was added
to the DMEM containing Lipofectamine RNAiMax (Invitrogen
Japan) and incubated for 20 min at room temperature to create
the transfection mixture. The transfection mixture was then
added to the cells at the indicated final siRNA concentrations.
Following 24 h of transfection, the medium was replaced by
DMEM containing 10% FBS, at which time viable cells were
counted using a Countess Automated Cell Counter. Cell growth
was expressed as a percentage of the vehicle-treated control
growth.

Western blot analysis. Adherent or suspended cells were
washed in PBS, and the cell extracts were prepared by lysing
the cells in lysis buffer. Proteins were separated by electropho-
resis using 10% SDS-PAGE and transferred to a nitrocellulose
membrane (Millipore, Bedford, MA, USA). Detection of
proteins was performed with each polyclonal antibody and
visualized using an ECL detection kit (Amersham, London,
UK) following the manufacturer's recommended procedure.

Statistical analysis. Results are expressed as the means + SEM
or = SD. Statistical comparisons were carried out using the
Student's t-test or the Scheffé's method after analysis of
variance. P<0.05 was considered to indicate a statistically
significant result.

Results

Tongue SCC tissues express FABP4. We stained tongue SCC
tissues using the FABP4-specific antibody. Within single tumor
specimens, the non-tumor areas were unstained (Fig. 1A,
upper panel), whereas tumor areas showed positive FABP4
staining (Fig. 1A, lower panel). According to the scoring as

described above, FABP4 expression between the non-tumor
and the tumor area differed significantly (Fig. 1B), and FABP4
was expressed in the tumor areas, but not in the normal tissues.

FABP4-specific siRNA suppresses the growth of tongue SCC.
Treatment with FABP4-siRNA markedly decreased FABP4
protein levels in the SAS cells (Fig. 2A), and suppressed SAS
cell growth in a concentration-dependent manner (Fig. 2B).
Inhibition of SCC growth was also visibly altered (Fig. 2C),
and significantly differed between the SAS controls and the
FABP4-knockdown SAS cells (Fig. 2D).

FABPA4-specific siRNA inhibits expression and phosphory-
lation of mitogen-activated protein kinase (MAPK). To
investigate the mechanisms involved in the growth inhibition
induced by suppression of FABP4, we analyzed a type of
MAPK, serine/threonine protein kinases. Since they affect
cell proliferation, survival and differentiation, aberrant MAPK
cascades contribute to cancer and other diseases (19-21).
Therefore, we studied the effects of FABP4 knockdown on
MAPK expression and phosphorylation. Western blot analysis
showed decreased phosphorylated MAPK (pMAPK; Fig. 3,
middle panel). Notably, MAPK expression itself was also
regulated by FABP4 knockdown (Fig. 3, upper panel).

Discussion

FABP4 expression has been reported in various types of tumors
such as ovarian and bladder cancers (10,22), and FABP5
(E-FAPB) has been found in oral SCC (23,24). However, the
expression and exact role of FABP4 in oral SCC have not been
widely investigated

In the present study, using an immunohistochemical
approach, we consistently found significantly higher expres-
sion of FABP4 protein in the tumor area of tongue SCC than
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Figure 2. Effect of FABP4 knockdown on the growth of SCC cells treated with FABP4-siRNA. (A) Western blot analysis of FABP4 expression in SAS cells
treated with FABP4-specific siRNA (40 nM) or negative control siRNA (40 nM). Samples were collected 12 h after treatment. GAPDH was used as the
standard for equivalent application. (B) A concentration-dependent effect of FABP4-specific siRNA on cell growth. SAS cells were treated with FABP4-
specific siRNA for 24 h, followed by additional culture for 72 h. Left axis presents the percentage of cell growth compared with vehicle (non-siRNA) control.
(C) Typical images and (D) percentage of cell growth of SAS cells transfected with siRNA (40 nM) or negative control siRNA (40 nM) for 24 h and cultured
for 72 h, followed by viable cell counting. Each value in D represents the percentage of cell growth compared with the vehicle (non-siRNA) control from six
independent experiments. The black column represents the growth of cells transfected with FABP4-siRNA; the white column represents the growth of cells
transfected with the negative control-siRNA. Error bars represent standard errors. “P<0.01 vs. negative control.
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Figure 3. FABP4-specific siRNA inhibits expression of mitogen-activated
protein kinase (MAPK) and its phosphorylation. A representative western
blot analysis shows MAPK and p-MAPK expression in SAS cells. SAS cells
were treated with FABP4-specific siRNA (40 nM) or negative control siRNA
(40 nM). Samples were collected 12 h after the treatment. GAPDH was used
as a standard for equivalent application.

in the non-tumor area in the same tissue samples. Therefore,
FABP4 expression in tumors may affect SCC cell growth. In
fact, we showed that suppression of FABP4 protein by the
FABPA4-specific siRNA clearly inhibited the growth of SCC
cell lines. These results clearly indicate the important role of
FABP4 in SCC growth.

FABPs actively facilitate the transport of lipids to specific
cellular compartments, including lipid droplets for storage;
endoplasmic reticulum for signaling, trafficking and membrane
synthesis; mitochondria or peroxisome for oxidation; cyto-
solic or other enzymes for activity regulation; nuclei for
lipid-mediated transcriptional regulation; or even outside the
cell for autocrine or paracrine signaling. Among the FABPs,

? : iﬁ i:‘i High ?
/ expression \
FABP4 *
Lipid metabolism .@ Other pathways
Akt signaling
B-oxidation, etc. Whnt signaling

Rew apoptosis ,etc.

Cell growth

~—

Figure 4. Schematic illustration of possible mechanisms of cell growth
inhibition by FABP4-specific siRNA.

FABP4 is highly expressed in adipocytes, macrophages and
dendritic cells and affects these cells in various manners (5).
In cancer cells, FABP4 transports energy by carrying fatty
acids, encouraging metastasis and tumor cell growth (10).
Yet, FABP4 performs other roles in tumor growth, through its
various functions. Therefore, we studied the role of FABP4 in
the MAPK pathway and the mechanisms of growth inhibition
induced by FABP4 suppression.

As the MAPK pathway helps to mediate cell proliferation
and cancer growth, it has been widely studied as a potential
target for cancer therapy (19-21). In fact, our present research
showed decreased MAPK expression and phosphoryla-
tion 12 h following treatment with FABP4-specific siRNA,
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which indicates that FABP4 affects cell growth through the
MAPK pathway. Notably, expression of MAPK itself was also
suppressed by FABP4 knockdown; FABP4 may affect tran-
scription of MAPK, which implies a complex role for FABP4
in tumor growth. Inhibition of the MAPK pathway may be one
of the several mechanisms through which FABP4 mediates
tumor growth (Fig. 4). Further investigation is warranted.

In the present study, FABP4 expression in the tumor tissues
was not correlated with age, gender, histological tumor differ-
entiation or survival rate of the cases. Of our 27 cases, 12 had
neck lymph node metastasis, all 12 of whom showed FABP4
expression in lymph nodes, similar to that in the primary
tumors (data not shown). Thus, FABP4 expression may affect
metastasis to neck lymph nodes; this role merits further inves-
tigation.

In summary, we demonstrated FABP4 expression in human
tongue SCC tissues and cultured SCC cells. Our results suggest
an important role for FABP4 in SCC growth and indicate that
FABP4 is a potential target for the therapy of oral SCC.
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