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[ Tris-hydroxymethyl-aminomethane enhances capsaicin- induced
intracellular Ca*" influx through transient receptor potential V1
(TRPV1) channels.
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EE

Transient Receptor Potential(TRP)F ¥ % /L% TRPC, TRPV, TRPM. TRPML, TRPA
BREDT 7 IV —MNERBAIFILF X RNVTHD, TDO—D>ThHD TRPV F ¥ X
NFT 77 IV —IZBTH TRPVIIX, BT VA v, B B EDBREFRETHE
PV SNBRDOBEEICEETAI1E), TAH Y THET VE=T THIEHEIbINS
TINPEINTEE, FIRE RaFIAF AT A X (THAM)IZ, 73 R
— IV ADIGEEER E LTHWLNA T A VA TH S, LrL, TRPVL IZEK
75 THAM OZEIZRETH D, AAFFETIEL, TRPVI FEEMITZ H T THAM (Z
£ % TRPV1 F ¥ R/UEME~ DN R 2 AT L7,

Fik

Baby hamster kidney (BHK)#H2IZ TRPV1 & (X Ca” IR EHE/RE B G-CaMP2 % 3LFEH
X T A 22 (1uM), KRP $E7E# (pH6.0) HEPES #% & #% (pH8.5). THAM(0.3mM),
BTHFEEL(10uM) &L R Z A 2 07T 30 BEESE L, HERL—V -
BEIT LD Ca¥' A A=V U I EE IV THIR Ca® B E([Ca™ ) 2 IE L, AUC(Area
Under the Curve) % & H LFEHT 21T o 72,

TRPV1 72 & N Ca? 2 FEHE7RE F G-CaMP2 % $L 383 & 7= BHK ffa(TRPV1 FH
MRD). 72 5 NTHEHE L TV ARWHIARLC HEPES fBENR, 7 7 A 0. KRP FRER
BN FREMBEE Lz L 2 A, TRPVI FEFEMM TIX[Ca™ T ICEbIZ 22 h o T2 28,
TRPV1 REEAFLTITH 7 A 2272 bTNT KRP SBERIC L 0 [Ca®' ] 8 EH LT,
F. B THA T & KRP EEIRIC L H[Ca?'] EF1T TRPVI FREAITH 5 0 7
Yo adkFIic L EmZeIcmE S,

YRz TRPV1 X HL40Aa1- HEPES &7k, THAM 2 TN Zh& 5 Lz 2 A, AER
[Ca®]y ERITRD Do oy, BTV A v &5 60 B4 THAM &5 L7z
LA A ORHER R [CaY T LR ARD T, AT A v & THAM & O 5/
S A G0, 30, 60, 90 DRRICERE LI L 2 A, 30 M1, 60 FHRIC
BN TOH THAM IZ L 5Z LW [Ca™' ] EF358® b7,

TRPV1 REMII-QH YA v & 7P 2REERER, THAM & Bk
B QTP EBESR T A o BEE L, D% THAM &5 21T - 72735,
WL [CE T IE LR Liedotz, o, BT A VU BEEICRIE RV IR
vy THAM ZERE S Uiz & 2 A, 0 7 A o v B G L IZIERED[Ca™ ] E&F-
MEAD BN, 2@ 7V A ¥ 2R 2 TKRP fRER &5 L, € D% 30, 60,
90 012 THAM %5, @A 7 A v &H&5 L, 0, 30, 60, 90 #%#|Z HEPES #%



Eik A E . THAM Z#5.- 1. 0. 30, 60, 90 BRI TV A v v 2 &E LT2D,
®. @, ®& bEER[C T ERITRD bNeholz,

8

T4 1L, TRPVI 30 7V A N LV IEHRIE SN TV SR TIZEBW T, THAM
(pH8.5)7% TRPV1 &3 < IEMALT 2 Z & MO TRH LTz, W7V A o &ELKD
THAM ¥ 5 Cilg = 2872 [Ca® )y EFIX TRPVI F ¥ XA T U H I=A N, B
PP I EmaecmEl SN2 b, THAM OERIZI 7 A i &b
TRPV1 IEHALZ T 5 2 L3RR ST,

T A5 0, 30, 60, 90 BEZIZENTIL THAM &5 L7z & 245, 308
B 60 BBICEER[CE T LABRED LN, 07, 0 BETIIFEEZELRYD
o, BE D THAM OEREALILZ TRPVI OMENY A MIBFEEL, 7Y
A 54 TRPVL F% V25 L, THAM 25AARICIEA T 5 Z & 3 EH LD
ZHETHBLEEZON, TRLL OB TIEIT vy RXABEHOLTELT, 0% T
FF ¥ RABELCWBE EEZ DL,

THAM. HEPES B E TIX[Ca¥ i 13 ER LR o7z, TAH VHEIZLD
TRPV1 JEMACICIZHIBERN DO T VA VALK L E 2 bivie, LARTOMZE T, 7%
UMHETHDHT BT BN TRPVI ZIEMHLT 52 EBRBRESNTNDR, TV
T =TI Al RSN T A Vb ER T, AT A v UiC &
5 54T TRPV1 F ¥ XAV OIIRE L Z 2 bz,

AEFZE L 0. YA T LY TRPVE F ¥ RABEHRE SN TV DR T T
I, THAM (ZEERE & 25 2 L NRBR SNz, TA0 U WEIC K 2ERERDOHE
& LT TRPA1 OEMALDHRE S TWDH R, TRPVIIEEILDBEET 52 & 2R
LR, BEOFED A B = R DZOWTHEARMERD TTH 5, ABFFRITLY,
FAHYEIC L AERBERD A=A LD—> L LT TRPVI OFEH(LAEET
BHAEetEE R LTz,
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1. Fm
Transient Receptor Potential(TRP)F ¥ /L% TRPC, TRPV, TRPM, TRPML, TRPA
REDVT 77 IV —MNEREDFFTF¥RNLTHY(A3), EDO—DOTHD
TRPV (Transient Receptor Potential Vanilloid) T % R/NEA 7 ¥ A 3 B >43C0),
@CﬁzﬁaﬁE@%ﬁm LR R AR X > TR (LS5, TRPV OY 77
7 2 ) 21X TRPV1~V6 23 &% 553, HEEE, BLFI EDEW D> TRPVI~4 & TRPVS
H%ﬂé TRPV1~4 [ E oMk 7e &, BRICED DEALICEE L T
é%@ﬂ%ﬁ?ﬁ/%?%»(%@ TRPV5~6 IXEESCHBIZB W TIEIR L, AV
2 hA F U (CENYRIUC D > TV D & EZ BTV 5D, TRPVL IZRERHILE .
OeNR SICRB L. BT A v DIEN, BT A Vv ERBRICERITEAZE
T BE(T 1 b ) B(>43°0) &V o ERR - LR REFRIBIC X - TEML
Eh. BAROBEICEET D ZEBMLNTVA®@-6), 7 v bOMRERFHEEH
R % WGt B HRE5THLE IV T LA T T M) UL TR
TRPV1 24 L CHIBANICHEAT A Z LI k> THEBMAFEIND Z L BHES
NTWB6)3, FE, TRPVI RO AR 5T T L E=7 RMRNO T v VA7
ELTAB VI o THEHIEEIND Z EBHBESNTHD(),
FYUZRE Rafxy AFAT I AZ(THAMIE, 737 X7 2RO 5 EET v
R— o ZREAMEER - BRI &L B PR OMREFELREEAICL DTV K= AD
BRI Y LCHWOND Tl VLRI TH 5(8-10), LA L. TRPVI F v X
JL~® THAM OZY R+ RRAE S TUVRWY,
AWFZ21Z. TRPV1 SEMME % VT THAM I & 5 TRPVI F v R/UIEME~ D E )
BhE A fEAT LT b O Cdh 5, Baby hamster kidney (BHK)HEAZIZ TRPV1 72 & NI A
NS NERE(CaZ )AL & FTHAL TE 5 Ca BEREH G-CaMP2 % L35
SH, SESEFREMEFEES L, FEFOC T CHE X HHBLIER L —V
EE CTREFRIICEIZE L. MBIT 21T - 72 (11-13),

2. Jik

2-1. FEBRRHEE L A

b b TRPVI 0 cDNA (I RZIEFFI FAHEEEAN B AR IEEE MG 1 4
YA T AU — N Ay SRR MBI OB KEE S
A T 0 D77 % | 6 cDNA % pCl-neo vector (Promega, Madison, WI, USA)(Z
Fra— b L= b 0% AVviz, CaBEfRTEHR CThD GCaMP2 cDNA (I, pNI
vector (Promega, Madison, WI, USA)IZH 7 7 v — 1k L7z pN1-GCaMP2 % 8 R
IR v & — iR RA X D RETEW, 17T A BT
THAM /& Sigma (St. Louis, MO, USA) X W EEA L. £ Dt FAd Nacalai Tesque
(Kyoto) X W BEA L7,



2-2. AlfOREEE & LI

BHK X & Ly athZE A — 7 VEEH(DMEM)IZ 10% 7 P AR IR fyF. 100U/ml ~
=3 Uy, 100mg/ml 2 F L7 h=A T EREZTRML 5% C0,-95%air, 37CDEREE
TCHE LT,

Ca¥*f A— > 7%, 35mm dish(WillCo Wells B.V., Amsterdam, Netherlands)|Z#&7& L
7= baby hamster kidney (BHK)#If2(6x10* cells)% iV 7z, BHK Mif@iZ & ~ TRPV1 &
o1— K45 cDNA (0.3ug) & G-CaMP2 (0.1pg) % Effectene transfection reagent (Qiagen,
Tokyo)x AW CEETFEA LT, BIEIFLER 24~36 FFHRIZIT> 7,

23. CaA A=V T T vEA

Ca®' 1A A — > 71X, TPRV1 72 b NT Ca’ B EH REH G-CaMP2 # HFEH 7
BHK #Hfa % FV - (11-13), MifRIT HEPES $%#% (10 mM HEPES, 140 mM NaCl, 5
mM KCI, 2 mM CaCl,, ImM MgCl,, and 10 mM D-glucose, pH 7.4)IZ T 2 Bl L2,
&K (74 >, THAM, HEPES BER) Z##&5 L7, B (pH6.0) I2XL5
TRPV1 1EMEAKIZIX. Krebs-Ringer Phosphate (KRP)FEE K (pH 6.0) % V72,

Ca®*' A4 A — 2 2713 LSM 510 META 3£ 5 L — ¥ —BEf#HE(Zeiss Japan, Tokyo) % A
WC G-CaMP2 D EHRE % 510nm DO F TREGAIICHEIE Uiz, 7 —Z f#Ti
LSMS510 META software (Carl Zeiss, Jena, Germany) % F L. ZK¥IRMNAT D3 R E
L E D v — 7 HOZE%ZHEH L. GraphPad Prism 6 (GraphPad Software, San
Diego, CA, USAYZ FAWCTZ T 7 & 1ER LTz,

2-4. ATV A EE

TRPV1 % %581 X &7~ BHK #ifiZ HEPES fEE R (pH7.4)IZ CER ATV, 7Y A
> (1uM). KRP #EfE ik (pH6.0), HEPES $&E & (pHS.5). THAM(0.3mM), % 7%
L (10uM)&EREL o X A4 L 7 TR0 BT E LT, VA >y =27 v MEHZ 10 77
RAAFUN, 3L L — P — BRI C CaP A A — T U ZIRITT[Ca® ] 2 IE L.
AUC(Area Under the Curve)Z B HH L7z,

2-5. WREHEEAT
GraphPad Prism 6 & IV CT — X BT 21T o7, “HEHEIZ~ Y « A v b=—
. SRHEIT—TEESBOWE. 77 AN - V) ZAREEZZEN TRV,

3. R

3-1. UTAEALCE A A=V T T viA DEKEL

TRPV1., G-CaMP2 % 333 &87= BHK MAZ(TRPV1 ZEELMIAD) Tk, 9 TITHfeH
72 G-CaMP2 IZHRET DiFEOENXEE L T\, FHRICHT 7 A v r(ImM) %
B35 L G-CaMP2 DENEA R L, [Ca™ ©_EFMR® b LT (Fig. 1A),

_._2_



RIHE R | S B VA (KRP AR ER(pH 6.0) 2 3% 5 L= & = A, —i@PEIC[Ca™ ] D L7 %
=0 7-. TRPV1 FERBLMATIIN 7V A > (1ImM), KRP fEER@PH 6.0)IC X2
[Ca*'|; EHIXER® b7z D> 7=(Fig. 1B),

B A B EEEDEELDOIZD, 1pM 25 10mM £ TORKREZRE LT,
InM 128V T b [Ca®' |y DIEMNIFERD 7208, RAELEZ TR R/NREIX 1M ThH -
oim . AR CIELIBEOERIZBWNT IpM 2 WA Z & & Lia(T —Z FFRR).
¥ A . KRP REER(EH 6.0)12 & 5[Ca® i E&FIEX. TRPV1 7 # A=A T
5 H T HE L (10uM) DRI 5 T Il S vz (Fig. 10), ZIUILIATO#H
L —F L T (1-6),

Fe, TAHVANCE Y TRPVL EMENEEET 5 L T2WMENH D (7). TDTZD,
#k %~ IX HEPES EEHKEHSSH B L RNBEEMICT v F— Y ZABEICH WD
THAM(pHS.5, 3mM)% FHV\EER 21T > 72(8, 10),

HEPES Bk B M 5.4 L O THAM B 5 Cid, [Ca" i 0AER ERITRD L
N7g o 1=(Fig. 1D),

3.2. THAMIZ L B0 7HA 2 &M Lz Ca i A DN

TRPV1 ZELHIRAIC I 7 A > (1uM) % 30 PRE# 5 L& D 60 #1%2 (2 THAM(pHS.5,
03mM)Z 25 L7z & 25, 20 0L E#E < F LW [Ca™'y EF- 2307 (Fig. 2A),
ZD[Ca¥)y EFIX THAM #5074 I v 72k o TEM LIz, ATF AL
THAM % FIEFCIES LCTH THAM (2 X 5[Ca® )y LRIIRDed oy, 7Y A
U E 30 M. 60 PR TIEE LWC 0 LR ERD R, Flo, AT AV
5 90 Bb#% ClE. [Ca¥'); D _LFITFR® 72035 T2 (Fig. 2B),

TRPV1 XM T A v e ATV B RS E%, THAM Z BER#E
E. @b TV EER. WA EREL, 0% THAM &5 %1727
B, WFRB[Ca T I R, AR SN, £, BT A VU BREICE
XIBNTCTH TP LU 2BEL, 0% THAM 28 E L7 ZAH, IT7H A
UM 5 L IZIERBED[Ca™ ) B %58 7= (Fig. 2C.E),

3.3. BV A TV /THAM #5102 L % Ca" TR AN D A 7 = X LfEHT

BRlZ L W TRPV1 MMEMA LSS Z L3I TIiBEIN TN SH(5), SEIDHFIETS
KRP $EER(pH6.0) 1% 512 & 0 AE2[Ca”' ], L H 2R 7z, —F5. THAM(pHS.5)H MM
B 5 CIIEE R EITERD o - (Fig. 1C), £ 7% A v 2o ) KRP &1
(pH6.0) 2 2 5. L, Z D% THAM(0.3mM) & £k« 72 5- 2 A X > 7 (0 #1430 D14,
60 T4 . 90 BH12) THE- L7223, W b A B 22 [Ca™ ) LR IZFED 220> 7= (Fig. 3).
% <. THAM % HEPES BEREHS.SHWIEFE L, 774 v QpM)ixE 0, 30,
60. 90 F57% |- HEPES fEER(PHS.S) %] 5 L=, Wb AER[C™] LFIIFR
D72 0o T2(Fig. 4),



XHlz, B TFHA v L THAM O ENEZZE L, THAM(0.3mM)#& 5 0, 30, 60,
90 BT TH A > (AuMIBEEEIT o722, Wb 7o v Bk E LR
BED[Ca¥ LH- 2R, Fitr72[Ca®' ] © EFIEFRD b 7zi o 1-(Fig. 5)

4. BE

TRPVL I D TH A o088, FLTTAH ) LWV olzkkx IRERBUZ L D IE
AL S B (1-6), & EIF 41X, TRPVI 238 74 A 2 A LD LS TV DR
TeBWT, 7AH U Thsd THAMPHS.5)A TRPV1 % L 0 & &ML 5 2 L %
RH U, ARFZECIL. THAM. HEPES fEEE(H 8.5)D B 5 Cl¥[Ca™]; OF
7 RN ERD R Do T2 H T A ¥ o B BRI THAM 2% 595 & [Ca™'];
T AR LR EEDE, ZOLRIT TRPVI 7V =X N THDLIU T
Py OREREIC L > CEAIE SN2 &5, THAM IZ X 2 BRI 7
A BB X B TRPV] F ¥ RAEMALENTH DO TH D Z ERTFREINT,
BT A T UEEE 0, 30, 60, 90 BRI TN THAM 2 &5 L7 & 25, 30 #,
60 FORICHE R [CaS] EEMNTED S, 0 BBER). 90 BHRGERY) TITH
BEEADRIPoT, ZDZ LD BT A VU BEHRO THAM 5 X 5 [Ca™);
FEIITHAM 2855524 SV 7CRETDHZEBALMN L RoT, BLHL,
60 B ICERRGENE LN Z & 76, THAM OFEREMLIZ TRPV 23SMAEANICTHF
ETHIENEET, W7V AV BEICLD TRPVI FY XAVOBRAIICEY
THAM BHIBAICIRAT B Z B ZTDRETH D B LN, DX D 0 BETED
T A VB EOEE% D TRPV] F v R ARR+oTho7cZ & 90 BET
FH T AT R AEENE— 7 ZBE TRPVI FY RXABEARKT LTS
» THAM O+ RHRANRE - 67, [Ca¥' i EANEE ool LRI,
THAM. HEPES FEER(pHS.5) M 5 TIX[Ca” [ (X EH Lo e Z &b, T
B U HEMPE A TRPV] JEME AR SE 5 7-0I121E, [0 TOMBEANIZT vV H
VAL NTRAT B Z ERMETH D EE X b, AT T, Tvh Y
YEVE Coh DT v E=T N TRPV] ZIEMHELT 5 Z R BESNTWDNRT). 7TV
Fo T IEMEE CHAE A @R T D I N TE D720, BaEISHBRPNIZIRA L,
KFETCRLNED T A LU EfFREL Vo TH 5 UH TRPVL T 1L % B
OXE5ZEIIMBERN-TZEEX DI,
KFETELNEBRLY ., BT T A UZEICLY T T TRPVL F¥ RV
NEM LS TOARRE T Cld, THAM IZREREE 2 952 &R, TV
B UM L AEREROEF L LT TRPAL EHEAHE I TWAH A, AEO
= HOBZED X 912 TRPVI IEML DB 52 7R L7z DI/Rvy,

THAM |7 ¥ R—3 2 & 0E 5 AWMMEE IO 28 AR EXRRE STV 5(14)
EDs, T R— T Rk A1REE L UL CHEBRKRICBWTER STV (15),
UL, EBERM A RS LR, T8 U ESEIL U UIR AR & 72

_4_.



%4, AT G, X0 BRI THAMO03M) 2 8E3 5 Z & £ 0 EAJE FHAE
SRR LI D L AHRE STV AA6IEA, BIRIC K DT VL
00— R IFRMHREEDRER LR 552 ERFEINTNDEAT), T, TV
B U MEMEIZ L W TRPAL WMNEME(LT5Z L CRBEZERT DL Z EBNHESHL TV
35(18)y AWFZEETORERIIT VI VHEHEIC L 2ERERD AT =ALDO—D2E L
T TRPV1 OIEMEALD TRPA1 DIEMHALD L 2 (KR ERICEE T 2Rtz L7
LOThD, 2O &L, HHIFBETICBWTX THAM bEEREE 2V 252
ENEZBND,

5. W

Fxixh A EERCRETSZET, TAH VLA THS THAM 2
TRPV1 F¥ XL 58Y . B/ TRPV] F v Wi b~ 2 L2 RH LT,
%7 THAM |2 X A M v o LigE EFIX, Al > T TRPVL F ¥ RV H
FTAILEREETHLH LR LT, Thbb, 742K TRPV1 T
SOUNRE O L, 255 THAM ASHBEAICHEA L, TRPV 1 F ¥ R fEE (LS E
LrEZLNF, UL, 7 A%z TRPVI F ¥ JABEHILS
TWARM TG, THAM IZEERE L 725 2 AR Iz, 70 VWEICK
DIER AL OB & LT TRPAL IEHAL B HE SN T 5235, TRPVI {EHE(L3 B 5
+5 2 LR UERTRIIEE & . ARFERIET VA VEIC L DEFEEREDOA =X
LD—2 L LT TRPVI OIFEMHALEEET 5 AletE 27~ L7,

6. SBO|E

HAIE, X RERBRINEROB CHEA SN TN, ZO—EICEWER L LTl
EREABDLLONEET D, MBERIIBECELVEREZLDLELTHOTHY,
BAICE > THEFEERFRENTLEN, HEREE L TUEEOEDKTEZ LD
FEBELH D, MERDA D =R LFEFRF O e LT —EEH ST
WBELDLH AN, BEEBENDRNEVWSTEEBIZEY ., +oRERIZITIEST
1,\%03(/\0

KL, TAHVHBICEDERERLD A=A LD—2L LT TRPVI OfFEMHE
{EREETAFREEEZRLELDOTHY, TOLIREFEEDOA D =ALT, Z
NEDMBRD AN =RALDOEDTHLARERDHD EEZOND, AHIFEH,
B S G SN TWARWILER D A I =X LOMBAO—NZ2id e
HET AL EHIC, SRODEEOEDR LOEDIZL, BERDIMEPLETHD &
EZ 5D,



7. HEE

AL, EAESBEFEEMBEE 3 RADAREEIEIZEEE (EEFRC,
B EaL) . BRI BB R EE ABRFRC)(ERRL (21590740) . BARK
(23592318)), EFAFFEB) (EEFIMEF (23790315, 25860199)). Fhk 23 FFEELAH
MRGEE v X — TR Se B R B (BRI (23-A-29) . EARK —(23-A-30) DAFFEBIAL.
MRS b TR S, B AR ERASH ORI Z X1 TIT b7,
RFROFITICHIZY . KIETIHE, TS 2 EE £ LcAb B RFE R
REEBR T ¥ —D&FHIESCEE, bR KR REE 3 O [ A TS i 2%
xtL, EATCTEHOEEZRLET,

Fo, S NEL O ZIRE, TBHEEZBHY E LIZESLR ALY F —HFERT
JBETREAERFE ST ERECEA. BRRTEL. BEIMETRA, AR
T, VEFTEESEE. BARTFAHERE V¥ — BHTILEE. BAREAR—
VR A BN RRHERER I LR LR L BT E 9,

510, AFRICCHATEE £ Lz, ESLBSAMZ R V¥ —F5EET B ABERE
AFRFZESTE SRR ORERITLN OEHBE L E T,

BRI, BRELEE LEZ TS hWERAZE, 2L THFO#EEz 52 TTI5LE
SR ME ., BFEICBVW TS RAREMNEZTESE LEABRZII LD E T KK
DX VLR L EFET,
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Fig. 1 Effects of compounds or buffers on the changes in intracellular concentrations of
Ca** ([Ca2+]i) in BHK cells expressing hTRPV1 and GCaMP2. (A) A typical tracing for
hTRPV1 activation induced by 1 uM capsaicin in cells expressing hTRPV1. (B) The effects
of 1 pM capsaicin and KRP (pH 6.0), on the increase in [Ca?*]i in BHK cells with or
without hTRPV1 expression. (C) The effects of 1 uM capsaicin, KRP (pH 6.0) with or
without 10 pM capsazepine. (D) The effects of HEPES (pH 8.5), and 0.3 mM THAM (pH
8.5) on the increase in [Ca®"]; in BHK cells with hTRPV1 expression. Data are shown as
the mean + SEM. *p < 0.05, ***p < 0.001. Cap, capsaicin; CPZ, capsazepine; NS, not

significant. n, number of experiments
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Fig.2 Enhanced TRPV1 channel activity by THAM following application of capsaicin.
(A) Increase in [Ca®"); following stimulation with 1 uM capsaicin for 30 s followed by 0.3
mM THAM (pH 8.5) for 30 s. The interval time of applications between capsaicin and
THAM is 30 s. (B) Time-dependent effects of THAM application after capsaicin
application. Data are expressed as AUC (area under the curve) of [Ca®*]; and shown as the
mean + SEM. (C) Increase in [Ca?*]; following stimulation with 1 pM capsaicin for 30 s
followed by 0.3 mM THAM (pH 8.5) for 60 s application with capsazepine. (D) Calcium
influx following stimulation with 1 pM capsaicin for 30 s followed by 10 uM capsazepine
for 30 s and followed by 0.3 mM THAM (pH 8.5) for 30 s. (E) Effects of capsazepine on
capsaicin/THAM-induced increase in [Ca’*]; in cells expressing hTRPV1. Data are
expressed as AUC (area under the curve) of [Ca?*]; and shown as the mean + SEM. *p <
0.05, ***p < 0.001 vs. control; TTp < 0.001 vs. 1 uM capsaicin; CPZ, capsazepine. n,

number of experiments.
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Effects of varying timing of THAM application following KRP (pH 6.0) buffer

treatment. Data are expressed as AUC (area under the curve) of [Ca*']; and shown as the

mean + SEM. **¥p <(.001 vs. control. n, number of experiments.
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Effects of varying timing of HEPES (pH 8.5) application following capsaicin

application. Data are expressed as AUC (area under the curve) of [Ca®"]; and shown as the

mean +

SEM. ***p < (.001 vs. control. n, number of experiments.
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Fig.5 Effects of varying timing of capsaicin application following THAM (pH 8.5)
application. Data are expressed as AUC (area under the curve) of [Ca®"]; and shown as the

mean + SEM. *#*p < (0.001 vs. control. n, number of experiments.



