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HE
High mobility group box 1 (HMGB1) 1%, & COIEFMLOEE
ICIFHEL, BRAA ALV ADHERFICHEGT 52N LA TVND,
LU, IEFEOHZETIE, EORME KO & ORI VRIR S 1L
TWo, £I T, bivbiud, i) okt stz HMGB1 78~

P MIET N E LN T D2 &

i

U AIEH EHRAHEIC £ D K5 ISR
ZHM L Lo, £ 2 TARIFFETIE, BALB 2 X— R~ U ZADEFIZ, ¥
U AHKRAE LR (SCCT #ifd) 24 - 5K S8, mimkis
KOs B PH o ik 2 3517 5 HMGB1 &, HMGB1 O FIKTH %
receptor for advanced glycation endproducts (RAGE) @ JRTEIC
DN THREMRREZME L O mRNA ORBLEZRBE L, 21T -
72. SCCT Mz hE L 7= & TliE, H'E REBRICBWTERIT NS &
AT T/IMEAL U T R RRAESC AR BRAE O I D 3RS S e, £ 7z
TR LAY T, HMGB1 & RAGE 7238 #RkES & 4 8 FR 7
PRAET 72 © ONTREALREES & 0 BEAL 7= DAL O AT I FE BN TR0 D
iz, SRR PR gL L [FERIC, mRNA ORHEIZEBNTY,
JERAELRRES, e ] DH AR MRS A A d6 L OV ALARES & 0 Bl 72500 o

MAERIC B 2O . LD/ RNG, il vkt s



HMGBL1 %, RAGE %/ L CIER 22kt 2/ Me S, Hijuss B
D WVEEIICHERA TE, WHRRET 202 EE L T 5 aRetk
PIRIE ST,

%5 HEE : SCC7, HMGB1, RAGE, Tongue Cancer, Mouse
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AVEEDOHREETAITETH Y, 1L A L0 NPEEIIR - EEE OS2 &
% 10, SR 7 ISRER IR 22 5 3%, SARIRUEIBRIC K 0, BREE, MRS,
WEFEENE I, MRIZZRREELEX D2 ENMLNTND 712, T
ZAZ, AFSEORELE, B, mBICOWTOMEITEATHY, T HIZHEF
TOHEBTFROSIE I ERKEFOMYTATIOIL T & 72 1316,

VAR, AFEEICBE 9 2 HF%EDF T, high mobility group box 1 (HMGB1)
VD Z NI ET, ORI - B0 mORBE TV 5. HMGB1
X, EFEZRETIIETOMBOBNICHEET 24 /7 ETHY, LEROE
HHEOHERFCBE G LTV A Z ENmbLN TS 10 LirL, HMGB1 8% 7 1
— ¥ AUTMa o TR A BRSNS S0 D &, BUILED K 5 7 % O FSER
REDBII AT + = — & — L U THRRE L, RIESOMalE 73 i S 5 1820,
HMGB1 IZRIED AT 4 =—4 — & LTET TR, BiommE CITEs
EIEFAE & OB H A CIRBENZHEBL LI L W O HENH 5 2229,
& 512, HMGBL IR EEEICB W CEE~—h—L LCHEHAEND Z &
DHEHITUND 2425,

Z 2T, AR TIEN S ik S HMGB1 28, A Ok S X 9

WL Z TWADPHLNCT A EEHE L. B~ R, w7



ARGREX Y yBfE S VTRV BRI TH D, SCCT Ml 2020 Z HITHehl LIERL L
7=. HMGB1 5 X T HMGB1 O &K Tdh 5 receptor for advanced glycation
endproducts (RAGE) 28 O#IZ2E, ®iEfbrias vz, 612,
HMGB1 & RAGE ® mRNA OFBLEIZOWTHREK L, HEMRE L.
MR L 7k
1. EREY
FEBRIT 4 RO BALB/cAdcl-nu/nu X— R~ 7 XA (HAZ L7, 5L, HA)
DA Z (24 8) ZHNTIT o7, Fa BHRISERTICRE S Eha13, 76
DORENIFRENAE L D, 2070, FEREETI~ U AEEERSRO R LR TH 5,
SCCT fifl (BALAAF, EE, HA) 2B L. 3, SCCT Hifllz 1x106
f#l /ml @ J& FE |2 Dulbecco's modified Eagle's medium ( DMEM )
(Sigma-Aldrich. St. Louis, MO, USA) W Tl L7z, £k, ~UR|Z=
— T VB ZATVY, SCCT Milaz, SHRAB RV XE 5 ICHERES 3 mm
%I OELAEICBE L. BAEIZIT 26G OEHNE (7, HE, BA) %
FEA L, "RAIREIRIC SCCT fifdz 100 ul FEA L7 (Fig. 1).
SCCT Mz FE AN L7#t % SCCTHIFEAREERE LT, £, X HUT 47
2 hua—/LiZ DMEM Z## A L7z DMEM M EAREERE L. £ LT, @k

BB AT TR L RE L, b 3HEZER LT,



SCC7 #ifads L O DMEM DAL, 1 [E/1EBITY, & 4B T-o72. HEA
L7cBITEF R B 21TV, ZNENRZITEAN LR D 1A% IR 25
L7z, Fiz, AT R PR R M ER S OKR GRRES
A1302) =15THV, EBREWIIAW KT FHEEERTA T A4 -
THIH L.

2. ML PRI EE
1) G 1ERk
B 2D TIE, =T VS TCEEEISETIBFHEO~Y T A0 G, TR
THUIBR LB L 7=, RIZ, BRIL & %2, IRERTWAILIA Y <X
YEMAG, BEHICEEER L. 0%, JEX 10um ORiEEEHE G )
HaI7ITAFAZy FERAWT, FHOERTFBLIOERRNOIER L
(Fig. 2A). —HOY T ITREBLE D 7= DIZIEIEIZHE > T, hematoxylin
and eosin (H-E) %177,
2) SR LR
PR #RIBTHRE, NRAESLEXS X —PBREDOZD 0.01%
H209/methanol #FiEH T 10 LI L7-. D%, Y% 0.1% Tween
20/0.06 M U AfEfEAFE A K (TBST, pH 7.6) T 10 ZyRIWEE L, 10%

EFYFMiE (A 7742 SAB-PO (R) ¥> b, =F LA, #Hi, H



AR) ZEIRT 30 WMUE ST, WIS, YIS kPR Z =R T BRAUS
SHo. —RPURIE, 10% EF-VFMECHRLZYFHe F HMGB1
T/ 7 a—FHis (FHRGER 1100, Abcam, Cambridge, UK) & 10%
EHYFMETHRLIZ 7Y XPhie f RAGE £/ 7 0 —F ik (FREE
#1:100, Abcam) ZfEM L7-.

Y1 % TBST THtifris, A F kY ¥y =+ IgG itk (e 2 7
742 SAB-PO (R) v bk, =F L) #_&kPUKELTHEAL, |ET
1 R BOG S/ Tz

D%, Yl a TBST THEL, ~NAAF X —BEHAL T T ey
YR (B A7 742 SAB-PO (M) v b, =FLA) Z=ET 1 KH
Bt &® 7. T, Ui %a TBST THE#H L, 0.02% H2020.01%
3,3-diaminobenziden tetrahydrochloride (DAB, R{~{t%%, REA, HA)
BT CRE ST, UR 2KER, Bk - &L, BEAZTo. 20
%, JCFIME TOR OBIE - TERE 1T o7z, 70k, BaMe IEEAT
—RHUEDMI V2 10% IEH VMG 2 MOS SH2%, FERICREZITV,
HRF RV RIEIEDIRNT &g Lic. £7-, By, HMGB1
TIXFE—TI R N OB ¥ i A O Ml 23 ke REOIC Qs S 7= Z &, RAGE

CTIIMAE N IR S R A It ST 2 & A figad L7z,



3) BT

a) SCCT iy ARE

BEEE, HRHE E e Lin. 2R e, BT, R

i

HEE (LUR, JEPHFRES), BRI LWL s (BUR, @005
) oG4 LA BlEE L. (Fig. 2B).
b) DMEM i ARE
BUESHALITERTG & &R RO 280 L L.
c) IR
BUESHALITERTG & &R RO 280 L L.
3. Reverse Transcription Polymerase Chain Reaction (RT-PCR) i
1) Laser Microdissection (LMD) 7= DY) F{ERK
YU, MR LGRS ER LIRS, 794424 v hEH
WTEE 10 pm ORTEEBIEI 2B LTz, £ 0%, YR TX LMD HAZ A
R4 5 A Td % Membrane Slides (Leica, Wetzlar, Germany) (ZH§ Y f+f
F7e. RNT, K EIZTURZ 70% =% 7 —/WiZ 3 fliRiEL, KGK
(RNAse-free) 12 1 43fiE{E L7=. LMD %17 5 BRI ORE A HERR T
X901, R %Z MvA YT 0— (0.06% A D7 N—EK) 12T

Qe Lz, 20k, YR Z2KmAKIC T L, b o e,



2) LMD {E1C & % 3URHREL
FREOBIEHL 2, LMD6500 (Leica) # AW CL—H—o v kL7,
71> b ERTziREHT, 74.35 ul @ RLT buffer (Qiagen, Venlo, Netherlands)
IZ 0.65 pl @ B -mercaptoethanol Z B L 72K D A -7 100 pl F =2 —7
A~[EU L7z,
3) BLZELT
a) SCCT HMfay: ARE
ABHE, HREIG GRS, 0%%E8), & CREMHME, A, =
NEfipER) DGF 5 LA B L7z (Figs. 3A, 3B).
b) DMEM i ARE
BN, FRIA GRS, WiEEs) & &P RoA5E 3 MM 25 L7 (Fig.
3C, 3D).
c) MEFHE
AEHT, TR & ER RO 28z L7z (Figs. 3E, 3F).
4) Total RNA OfifitH,
LMD6500 % VN TEIY L7238 &2 AR LT7 v 7 Z12T 30 RIFRE YA
A LT-. £D%, RNeasy/Mini Kit (Qiagen) %f#f L T total RNA %

HL7=.



REDSFHA RENTETAE— MUl D 70% =& ) —LEENL, &
Ry T4 XKEMLE. 20%, 2 ToOY% 7%k 2ml 2L
varFa—7I12k v b L7z RNeasy MinElute Spin Column (27 77 A
L, 9200xg C 15 Bz LEEEIT 72, mLEEDER, Fa—THNDA
WaEHE LTz, kT, RNeasy MinElute Spin Column ® A &> 55 A -
AT VBT D201, T =2—7\Z Buffer RW1 % 350 pl A0 L,
9200xg T 15 Fofijim L EEE 1T o 7.

X512, DNA ZhKofES 57=8, 10 pl @ DNase I I E 70 pl @
Buffer RDD {&iZZ iR L, DD 80 pl % RNeasy MinElute Spin
Column A > 7 L AZIEERIN LI2#%, =i (20°C~307C) (2T 15 A
VX aR—Ta rETol. A rFaX—TarDk, AT LD
728 F = —71Z Buffer RW1 % 350 pl #RINL, 9200X g T 15 FRE L L
72, Fa—THNOAKREWELZ. AT Lo EDREDF 2—7C
Buffer RPE % 500 ul #A1L, 9200X g T 15 Bm O /EZITVY, F2—
THNOAREMIE LT, HtW\ T, iz BRI T =2 — 712 500 pul @ 80% =
2 —)VERML, 9200xg T 2 s LEEEZITY, Al aL s g
v F a—T%MFHE L7-. RNeasy MinElute Spin Column ## L\ 2 ml =

Vo varyFa—TIlky ML, AT LAOFEEITTIREET 9200xg



TH o MIEDREZATV, DDA sTeaLvrva s Fa—T7 L.
RNeasy MinElute Spin Column Z#fL\1.5ml 2L 7 v a v Fa—7|T
v hL, RNase 7V —K 14 Wl ZAE L DT L« AT L 2OFR|ZHE
BRI L 721%, 22100xg T 1 sy D EEZ 1TV, total RNA Z il L7=.
5) £ RT-PCR A2 & 2 mRNA FEHLOAFHT

cDNA I Transcriptor First Strand complementary DNA (cDNA)
Synthesis Kit (Roche, Basel, Switzerland) ZffH L, filli L 7= total RNA
ML TER Sz,

£9° 1.5 ml F=—7IZ PCR 7 L — F/K 10 pl & Anchored-oligo [dTl:s
primer ZIEFIL, I~ total RNA % 2 ul IRIIL7=. &6, 22~
Transcriptor reverse transcriptor buffer 4 ul, Protector RNase inhibitor
0.5 ul, Deoxynucleotide Mix 2 ul, Transcriptor reverse transcriptase 0.5
ul ZEML LS ey T4 o ZICTREM L. 20%, —~% A7 T
—PC320 (ASTEC, i, AA) (2T 55C - 30 A Fax—T 3
YL, &5I285C - 53N L, cDNA Z#&R L.

AR L7z ¢DNA % 5 ul, LightCycler 480 Probe Master (Roche) @
Master Mix % 10 ul, Universal ProbeLibrary Assay Design Center

(Roche) TaEt L7277 A ~— (forwardl.0 pl, reversel.0 pl) I5 5 O%f



SIS DMK v —7 (Table1) % 1.Opl ML E Ry T 1 ZIZTR
L7z, IBF L7k %E 96 /X7 = /L7 L— K (Roche) (Z—X&7-1 20 pul
TOWNM L, LightCycler480 (Roche) (ZC mRNA DR &% T L7-.
YA 7 VEEIE 95°C10 43 1 YA 7 /v (pre-incubation), 95C10 #, 60°C
30 #212T 60 Y1 7 /b (amplification), 40°C30 %> 1 %1 27 /L (cooling)

E L72. % mRNA O % 3l & ¥ housekeeping gene T & %
glyceraldehyde-3-phosphate dehydrogenase (GAPDH) ® mRNA ¥&Hi &
THEID, MHXEEETT D advanced relative quantification 2 T LLE R FT

L7=.

5) A BT

HMGB1 £ X' RAGE ® mRNA &0tk %, Tukey's HSD test %

TITo7-. 77, PHEXR0O0LLULTFTOLOEEEL LI-.



mHOR
1. H-E 202 X 2B RE PRV L OB %2
1) SCC7 MifuiE A#E (Fig. 4)

EHIG T, i AE ORES R SANZ R Sz (Fig. 4A) . Wik
DA XIEKPIRETH Y, EFRBIRMEL D /ML L T2 iR

(arrow a) 35 X ONIRREE S HERR T & 22 WO HE (arrow b) 23380 HhuT-.
FRRRAE D/ NEAGIZ L0, MsiilE & AARMEO M ITRBERR L T e, E72, fim
ETLBEINIMIBNNZER L LT gk (arrow ¢) X, DDA
FREFR O DR & B o TofRHE (arrow d) D3RR C& 7z

BT, AR () BEPRRA B THEE - IR L TV D DD R
Sz (Fig. 4B). JAPHMESTIX, HRiF &R U< FhdusE s i s <k
 (Fig. 4C), MisiED/ NI (arrow a) <CHINIEL DMHERR C & 72\ i

(arrow b) DFF{EL TW e, 7o, FiffEORAD, /IR L0 Al#RHER

DOHEIBROEREZRBDT-. S HIT, 1T & A E OFBRHE TN 22

By

L
Tz (arrow c) 728, FHHIT THOLNTZHEMIIEHER TS Lo Tz.

7o, EAHE (Fig. 4D) TH, S SRES N TERY, Mo
/IMEAL (arrow a) ROIMGHE DD, MK 2 HERE T & 2 W B#RAE (arrow b)),

FRAE RN MBR O R 258D 7. & L C—H O FRHMEI DI O i D4



ELTRIELTWE. S TIEH 528, MiaNzZElab L7 ik
(arrow ¢) EHOLEE L OBEA LTHRKE (arrow d) bHAER ST,
2) DMEM = A%t (Figs. 5A, 5B)

EHIA TIE, 13& A COBERCTIERRMHMMES DTV, LirL, #i
NEBICRAREE DT MICBIE SR, D/ MR(E (arrow a) CAH#R
MEDTA T X0 FH#RHER OB O R b —HIZFRD bz (Fig. 5A).

FAUSKE UEHRRTIE, A ORI MRAE O /AL, A RRAE DI
DITBRETE T, FILEF 2 E L 2 LT\ (Fig. 5B).

3) MEflAE (Figs. 5C, 5D)

TR T, S IIER ICRENTEY, BB /N R R
DORANTRO DIy ofz. Fiz, MIINAFER L U 7958 0 72 5 1
AR, L CHBAMER OB ORFE LRERITE < BOLNRN- T

(Fig. 5C). HHRIZEWTEH DMEM 7EARE L [FRRIC, 1EH 7255 sigE o
fezd <7z (Fig. 5D).

LLED Z 235 H-E P f@Ic 0T, ke & iRRMED R 2Y SCCT Al
fiE ABEDERIS « FB LU DMEM BEOERIS T, KL TWDHZ &
NhinroTz.

2. MR LY (HMGB1 8 X UO'RAGE)



1) SCCT7 MifaiE A#E (Figs. 6, 7)

EHIT T, RIS 2SR S RRAE R S R LTz, £ LT,

«b

Z ORI U= i dE O JELE (arrows a) 36 KX OVER 22 M D%

(arrows b) (Z HMGB1 ORI b7z (Fig. 6A). L2»L, RAGE
(THGR U 7o R MERI BRI 42 L 72 iAE (arrows a) DJEILEO I FEEL A
#i- (Fig. 6B).

—77, EHRTIImAAR (Y) LA ORR U BRI BRI BT 5 5
PRHED JEILES (arrows a) 36 X ONEHE R #RAEDEZ (arrows b) (2 HMGB1
DFBNFEO b (Fig. TA). 2512, RAGE (2B W T b fHak & HE K
L 7o AR E R BRI 32 U 7 A O JE S (arrows a) THIBLNFE O iz
2, IEERHRMEORZIZIZ RAGE (38 B Ly~ 7= (Fig. 7B).

F 72, WAL TIEHE R U 72 FhmRMERIBR L2 B2 U 7= it o0 JE D (arrows
a) BILOIEE MO (arrows b) (2 HMGB1 038 278D 7- (Fig.
7C). L L7225, RAGE 33K U 7= ifHERIBRIC B2 U 7= i fRiE o J&
# (arrows a) (ZHBLLIZ, IEFZ2RHERE CIIa< RBLNRD bk
Mo7- (Fig. 7D).

2) DMEM = A#t (Fig. 8)

RIS T, BHEFBR O R Z 807z, HMGB1 (X, ZORIRIC



P2 LT O JE0E  (arrows a) 38 X ONER el D% (arrows b)
IZRBLL Tz (Fig. 8A). UK L RAGE 1%, sl e < B AR
W7o 72 (data not shown).

FREIC TRV TH, HMGBL IZIEH 28 O% (arrows b) 12
FHL L T8 (Fig. 8B), RAGE D3 BLT A< D b iv/e ) - 7z (data not
shown).

3) HEERIHAE (Fig. 9)

TR & F PR mfEg Tk, HMGB1 1ZIEH 2 ittt 0k (arrows)

(COHBFEBRZZBOT-H (Figs. 9A, 9B), RAGE DO BT 2RO b

-7~ (data not shown).

o

mRNA O3 H &
T EBRIC T, B L7z SCCT M, HMGB1 3 X ' RAGE ® mRNA %
BHLTWDHZ xR Lz,
1) HMGB1 (Fig. 10)
HMGB1 @ mRNA O%8ilix SCCT ffiait AfE, DMEM 7: ARE, Mg
FED 3R TOEMLTRD b=, HMGB1 ® mRNA 23 6% < FH L 7=
DL SCCT AAAENFED FHH ROEAMH T, OB TOMWMM LY bHE

(CHWREILZGBO T (%),



S 52, SCCT MIaEAFED FH RS D JE AR, ARk Lt D2 T o
HRAL & bl LA 2 HMGB1 @ mRNA OR BB O 7= (*%). 7=, SCCT
R ARE DAL, BRI L CORAE 72 HMGB1 @ mRNA
DB T O T (F¥%).

Zhizxt L, HMGB1 ® mRNA (% SCC7 Mt ABED FHRIT OufaEs &
DMEM #£35 K OBERMBEOABALIL, HF O RBLABO R oT,

2) RAGE (Fig. 11)

RAGE ® mRNA %, HMGB1 ® mRNA &3% < %8l L 7= SCC7 #ifa
AR T YL GRS, JEPHE, =) © 3 HfTodk, JEHl
ERRDIZ. ZhH0 o b, B R D RAGE © mRNA #5681 L7-.

ZHZkt L, RAGE @ mRNA O%HlL SCCT Mt ARED FRHIGT B X

O DMEM EARE, BERIFEHE TlIa<Bo b nnhrolz.



z B
1. SCC7TMREANC L2 HEBOBREEL
b hOEOERIE, FHIEFTOEEREEOHE L, Z ORI SMAIFEE A3 H

BT D52 THRAES4EOKEDVIZHESD. SHEX VRETOERT 2/3 OEIE

L%

ZNHD 3 ODEENHIE A MIIKET D Z & TEM S, F#% 1/3 O IE
BRI HOR T D MEERRIC Ko TR S D, Zhigxt L, &EFOKES
(T DR OB & FBRIC AR D BilEdE L C & 7o i 2EMiRIC sk 3 5 29,
B U T2 B ikl L, AME A IRICEB DL TV D, EOREIZIZE HIC
BRUEAS AR, AR, M2 DAERL S 5 BRI E AL - fh RS 2 EAFAE L
TW5. E5IT, FHRONEITIIHIAEDS B ~BEFEL TRV, s
ARHEORNT D BORMEA B CHER SN AN TOALBDRL TS, Zhb
D LD, HkRRITHIREE OBV E LT DTV S 30, FEH D%
BRI WEN-Walton D5 TREIND XIS, HTDOEDITMOENDFRNRH 5
IR L, 2 STRT D AR D FEEIT IV W RRHE DS R D AR L A R
RO ZOIZKBIE D 3V, fIEHER B O BRI IARAE DM L B Th .
S B, MR EITERIR D LBRKRIR B DT H5 3D, FifkiEds
BAE L AL IR &, TRRHED Z A TIZEALDE T D, e R R

BOREBEWRERBTHLHY A b7 4 —BFOFMKIC, Actomyosin



adenosine triphosphatase stain (ATPase) Yfa%1795 &, 2T ? pH THi
BOGSZRTHAERD (247 2C) BEMLTHWD Z ERHESNTND 2. T
ITHAENERTHDL Z L 2m L, JIEOHAENBY IR LT TWD Z & &R
LTW%., L LAaRbREIEARI TS L2, FAENERIITORLTNDIZY
BEbH O FHE LR MMETE RN, FBMET L72WICkE2HS LT
< 3BY, ZLTHYA b7 4 —BEORYTIE, 1T LA EDOHBMEDHIL L,

fRRAE Dl A AR & BN ~DEHUZ LY, FHoMBEENR D L b T

ARERNIC TS AET 2 ERMEREMEIRS I P & K3, Eolx e A Eidn ekl
I B HSRO R LR T 2 10, ARORE -, 13L& A EDAREREED TIC
IR REEL T D, 207, HilfidEoREr=i75. L bt
M eges DFAEBE OB WE TG 28 T2/ TH D720, WITHRITEN
RSBFHE LU TV DHEBITIIRE T OEHZURT 52 &1 b. TORIK, F
itk EEB A EE S, BREE, WSS, WREELR L ORRERAH
BT 252 ENELILTWD 712, Z 3 E CHSERIC I T D9 DI AR R 1R H
7 EICETAMRITS E S FIATON TE 23640, Lo, WOREEZZIT-
JEIBEARRE, & <ITABRHER E D X S IZEM L TWD ONICERE & Tl ix

FEAER.



Z ZTABETIE, X—F~ 7 2OFRD AN SCCT Mlldz®fiL, HiZ

SCCT Ml ZERIEAZE T, BNEMICED L I REELEH 2 5D)NZHO0N

TR ZATo 1. TORE, SCCT HIRAEARETIE, AR RRMES & O

B D 72 WEALIZ & D RRHED i R E I STV D Z E b o 7.

7o, HHMEEOIEZT TIER S, HEMEIR R & [RIBR O Fh#RME D/ IMEIL RO

BRAEDID MBI ST, T ORIR, FHRHME & FhRAE D RIBR O R 2580 72

SF Y, SCCTHRZFEALIZETIE, HOMBEMEN2 Db TS

VA a7 4 — U EE R LTV, 202 Enh, HEICIBWT

b EAD OMEREIR T 24 U TV A AJREMERS RIS LT~

7o, IEWRERIL, EHHEOFHRMETHRE I N TVD ZENMbATND

442 LasL, & B LSRR OGRS K0 B A~ o7 2 L

ZIFL D ITHE LTWD 20, Al G A O fifiE T HagE S T

122 & n, [RIESOFMRMEI IR RRMERFED ZE L TV D FTREMED & 5.

DMEM {EARETIL, $HE2RIA UTZEALICBRIT L 72 A& OMER 2 58 72

L2nL, OIS £ DM OO FHFEMRITIER Th o7z, DF D FHdtE

& DD DMEM MEARE TITEEE Tdh 5 DITx L, SCCT Ml AFED & 1ok

TIXHE DD > TR WENLIC £ CTIAFEPFHICED bz, LEDZ L,

FEARL D AAAEDJE P O AR~ B2 LT L, ik omdRs gl S Z Sz



EEZ BT
2. HMGB1 8 & ' RAGE DOt ~D ¥

% REYRFRMER B OMRRIZ, FERMEM KN H 5. HMGBL IR T MER, 78 8
B OMFHEO I LOHIREICHREORB AR O, 20 &b, HMGB1
IXARRRMEDZEREICRE G- L TV B ATEEMES & 5 Z & 3 ST % 49, HMGB1
1%, 2COERRHMIZICFET 5D 30kDa DI A MG 2 7B E LT
Al S 7= 17, EEE, BEHOM BBV TS HMGBL X, 5k o
B 7R T /LA T8 80 72 5o 7= DMEM V3 ARED & e ds JL ORI OB 4& 5 D
ECRAZEO . HMGB1 BAERNICHFET 5596, B A M HL SEHBRLT
X7 VA —rEGE RS YL, o2 b HMGBL L, 7 e~F v i
B IOSCRGH 72iE~ L B S D 7 n~F UREEAHIN T LTl E, B
EAEHET D PEEREE ERIZ LTS EnbiTns 4. Z L ¢, HMGBI1
X7 AR b= A TIFRH SN2 L, 7 78— AIZh- 72 fifa Tk
AR B REICHI SN D Z LB S 449, 72, HMGB1 IZRIEFE
JERFIZIE Toll-like receptor (TLR) IZH5A L, RIEDOHEKIZHEb > TS &
WL TS 48),

—7J7 RAGE 1%, 1992 4£{C advanced glycation endproducts (AGE) & f&&

4% b55kDa D —RIEEMOMnREZ AR L LTRIE SN 29, LDk



RAGE X HMGB1 0=k L LTEI< 2 L 35h o7z 40, RAGE O3B
BRI, AR, JE RIS KOV A T X T AR 8RR
AR CRO DTS D, — KRR AEBISRME T TORBUIIE V49, Ll
RAGE OFHI3 Y H FTdh 5 AGE ° HMGB1 23%# L TV 5 Bz TriEd
L2 ENFMBENTNS 40, RAGE & @hfiRasifb, HERP, SMrbiEfEfEzR & O
FRICOWTHFZEDS T P, FRIBIE R K OV F R 0205412 RAGE 23
HMGB1 & & HIZBE LT D E W MERR SN . S HICHBREIZE,
T, HMGB1 28 RAGE %4 L T/EA¥ % Z & T, nuclear factor-kappa B (NF-
k B) X° inducible nitric oxide synthase (iNOS) #iHMEAL L, FEORELEER
(CBE 55 LA STV D 0,

TR R OFE B TIE, HMGB1 13152 HIlA L 7= SCCT fjaiE:
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Figure legends

Fig. 1
The schema showing the mouse tongue operation for SCC7 cells injecting.
*: Carcinoma
The SCC7 cells were injected at the 3mm from the apex on the left lateral
aspect of the tongue (A).
SCC7 cells were injected into only the left half of the tongue (B).
Fig. 2
The schema showing the location of tissue samples of mouse tongue for H-E
and immunohistochemical stainings.
At Serial frontal section of tongue

a! Sections of anterior tongue

b: Sections of middle tongue

*: Carcinoma
B: Observation area in the section of middle tongue of SCC7 group.

ca: Carcinoma

p: Muscle fibers peripheral of the carcinoma

d: Muscle fibers distal to the carcinoma



Fig. 3

LMD extraction areas in tongue sections for RT-PCR.
At Section of anterior tongue in SCC7 group.

B: Section of middle tongue in SCC7 group.

C: Section of anterior tongue in DMEM group.

D: Section of middle tongue in DMEM group.

E: Section of anterior tongue in non-stimulating group.
F: Section of middle tongue in non-stimulating group.
c: Central area (A, C,D, E, F)

i: Needle injection area (A, C)

ca: Carcinoma (B).

p: Muscle fibers peripheral of the carcinoma (B).

d: Muscle fibers distal to the carcinoma (B).

Fig. 4
H-E stained sections from SCC7 group. Scale bars: 50um
At Section of anterior tongue.

B: Section of middle tongue, showing the formed carcinoma (*).



C: Muscle fibers peripheral of the carcinoma in middle tongue.

D: Muscle fibers distal to the carcinoma in middle tongue.

The destructed muscle bundles were observed (A, B, C, D). Muscle fibers
with reduced in size (arrows a) were observed. In addition some muscle
fibers were disappeared nuclei (arrows b). Moreover, vacuolated muscle
fibers (arrows c) and central nuclei (arrows d) were observed (A, C). Central
nuclei were characteristic of the regeneration muscle. Additionally, an

increased gap was observed between muscle fibers.

Fig. 5

H-E stained sections of tongue from DMEM group and non-stimulating
groups. Scale bars: 50um

At Section of anterior tongue in DMEM group.

B: Section of middle tongue in DMEM group.

C: Section of anterior tongue in non-stimulating group.

D: Section of middle tongue in non-stimulating group.

Arrow a: muscle fibers had become reduced in size.

Section of anterior tongue was observed a few gaps (A), but other sections



were not able to be appeared.

Fig. 6

Section of anterior tongue in the SCC7 group immunohistochemically
stained with anti-HMGB1 antibody and anti-RAGE antibody.

Scale bars: 50um

A: Immunohistochemical staining with anti-HMGB1 antibody.

B: Immunohistochemical staining with anti-RAGE antibody.

An increased gap was observed between muscle fibers. Peripheral muscle of
the carcinoma in contact with the gap (arrows a) were positive for
anti-HMGB1 antibody (A) and anti-RAGE antibody (B). In contrast, the
nuclei of the muscle fibers reacted positively with anti-HMGB1 antibody

(arrows b) but not with anti-RAGE antibody (B).

Fig. 7

Sections of middle tongue in SCC7 group stained immunohistochemically
with anti-HMGB1 antibody and anti-RAGE antibody. Scale bars: 50 pm

At Anti-HMGB1 antibody stained section showing positive for the carcinoma

and muscle fibers at the periphery of the carcinoma.



B: Anti-RAGE antibody-stained section showing positive for the carcinoma
and muscle fibers at the periphery of the carcinoma.

C: Section stained with anti-HMGB1 antibody, showing positive for muscle
fibers distal to the carcinoma.

D: Section stained with anti-RAGE antibody, showing positive for muscle
fibers distal to the carcinoma.

The carcinoma (*) was immunoreactive with both anti-HMGB1 antibody (A)
and anti-RAGE antibody (B).

An increased gap was observed between muscle fibers. Muscle fibers
peripheral of the carcinoma in contact with the gap (arrows a) were positive
for both anti-HMGB1 antibody (A, C) and anti-RAGE antibody (B, D). In
addition, the nuclei of muscle fibers (arrows b) were observed
immunoreactive with anti-HMGB1 antibody (A, C) but not with anti-RAGE

antibody (arrows) staining (B, D).

Fig. 8
Tongue muscle section from the DMEM group stained with anti-HMGB1

antibody. Scale bars: 50 um



At Section of anterior tongue was stained with anti-HMGB1 antibody.

B: Section of middle tongue was stained with anti-HMGB1 antibody.

An increased gap was observed between muscle fibers. Muscle fibers
peripheral in contact with the gap (arrow a) were observed immunoreactive
with anti-HMGB1 antibody (A).

The nuclei of muscle fibers (arrows b) were positive for anti-HMGB1

antibody (A, B).

Fig. 9

Immunohistochemical staining of tongue muscle with anti-HMGB1 antibody
in the section of non-stimulating group. Scale bars: 50 um

A: Immunohistochemical staining with anti-HMGB1 antibody of the section
of anterior tongue.

B: Immunohistochemical staining with anti-HMGB1 antibody of the section
of middle tongue.

Nuclei of muscle fibers (arrows) were immunoreactive with anti-HMGB1

antibody (A, B).



Fig. 10

Expression level of HMGB1 mRNA in the tongue tissues.

Black bars: SCC7group. Gray bars: DMEM group. White bars:
non-stimulating group.

*! Indicates a significant difference from the carcinoma (center of SCC7
group). Statistical analysis: P<0.01 (n=5)

**: Indicates a significant difference from the muscle fibers peripheral of the
carcinoma. Statistical analysis: P<0.01 (n=5)

**%: Indicates a significant difference from the muscle fibers distal from the
carcinoma. Statistical analysis: P<0.01 (n=5)

Expression of HMGB1 mRNA was observed in all groups. Above all, the
highest HMGB1 expression was in the area of the carcinoma in the anterior

tongue in the SCC7 group.

Fig. 11
Expression level of RAGE mRNA in the SCC7 group (black bars).
Statistical analysis: P<0.01 (n=5)

Expression of RAGE mRNA was observed in the carcinoma, muscle fibers



in the periphery the carcinoma, and muscle fibers distal to the carcinoma in

the middle tongue, which the area of carcinoma or muscle fibers expressed

much HMGB1 mRNA.
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Primer Forward Reverse Probe
GAPDH 5’ TGTCCGTCGTGGATCTGAC &’ 5 ccTaerTeaccaceTrette 3 H# 80
HMGB1 5 TTGGGTCACATGGATTATTAGTGTS 5’ CAGGGCATGTGGACAAAAGS’

#11
RAGE 5’ GAATCCTCCCCAATGGTTC 3’ 5’ GAAAGTCCCCTCATCGACAA 3’

Hh
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