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Relative Fluorescence intensity

in vitro pH dependency of
venus mutant

Change of pH sensitivity on pH dependent fluorescence
mutation of Venus. of H148V mutant
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pH dependency of H148V pH probe

Ratiometric measurement of pH sensitivity of H148V
cellular pH in vivo vs. in vitro
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Subcellular localization and microenvironment
pH of a;-AR subtypes

The o la—AR/GFpH fluorescence was

F
2 i detected not only on the cell surface
i but also inside the cell and
} intracellular pH on the cell surface
was  higher than intracellular
compartment.

The alb—AR/GFpH fluorescence

g é was detected predominantly on the
9 cell surface and intracellular pH
?z distribution showed homogeneous
* pattern.

The ay d—AR/GFpH fluorescence

was detected mainly intracellularly
and intracellular pH distribution was
homogeneous as in alb—AR/GFpH‘




(4) a , YT 4 TRETO—7 OEBRZHHEDENR
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GFP il pH 7u — 73 o FERLZ Y RE WD, EUEERE -~ 7
WAREE - [BfE - BENCHEZ 52 5H@ENEZ NS, ZOkYD, ZER
DEANEETH 28R ERE - 7PV Y v a | REKY T VIRED
THTH 2 H N> LIS 6 I BER2 AR L WBERE 2o 72,
BRI, 7o — THAZAGRE EREMEEN N BERZRET
Bl Lk b BEERZFEL, B avEERYV Y P2 TRENLR 7
TZAPTCHE, TERT7Y Vs JNIERTZ7YVER, PYITZRAFT
HDT IV VR ERBEEROBERWHER L HEIN T 2R Y% A
L. mafEzilE L7,
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B2 iTo 7 70 — TS A% E FE RN O BRI R AR M
JNIER7 )Y 10M DGRV, AN T ARIGETEL 72,
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THENERZTRTOY T A FIo BT, ZAEYM - GFP MA&ZAE -
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Change in [Ca?*] upon application of NE(1pM)
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(5) a , BT 71 7RETON—TDOREL VHY RiC & 2BEO®EF
i

pH Lt REDORIRHEZT ) 7D HIEITIZA Y Vs ABIXT70 BfE 2 v,
B 7 4 V% — & LT 390nm + 10nm 7 & X 480nm + 10nm DA X A
B4y —%FHLERT D EZEE OSP-10 2fH Lz, F47uiy
285 —1i2505nm ZFIHLEHNK 74 V7 —ELT520+10nm D7 4 LF
—%2RfA L, SPD-CCD A X 7 2HALEEONEZ B Z ko7, #IERKD
BEEM N pH OPEDHR T FLFY v a | RERDIVAIVY FTHE/ Vv
Y27V o5 2fTn, BEDOEE & NI pH oL LR L 72,

BREER

o REKRL o  ZERIIHEESELOICOEBESRO o, MEEGR
BIREERVPFEL Tw B ZEBTRINT, L L, a (REBHITIFL
A EDHEHSHIEENED S D ARD o VIR~ DZEEROERBIXIZ L
AEBDOONDoT, —J5, pHOGHAZRS &, BEEDO pHIZKE
EBROEIhgbolhia > a,, Lo Tk, MBEBEAMO pH X
a > o, &0 TRy, MEEANTOREEDBERMIEL % A8k
BLOINK, Elha (REFLHEOMEESROpH I a |\ ZEKLE a 4
REEOTHOMBEEZ R Lz, NEIOM Oofl#ic kb a , X Pa , Ol
TR PpHMMET L%z, a , REBEINEFET TR pHIRMET LAEETH
2%, LL. a ZEFKO pH OET I —@kchESL I pH I ERIC
EU., MRANOREGCORELER 2RO, pHO EF 2RI v a ,
ZEAETIE ] KESZEL COHIBRANOERREBRBD ohk b o7, ¥
e, a REMEIE, pHO ER 2RO 70, BEOBILERD shdh -7,
g, GFPUM I 2L MBI L DI 74 7TRITCORED
BLIEREINTOEDY, BHEL LV TOBTHD . HilaNar s—F 2
Y FDBOICERAAEBIIIRERINTuRY, 4E, pH 72 —70
BRI & D RESBMICEBBINEWBH 2 2 ERBINS, T, Ao
HKBRTH 505, BEOEMIHRITLTCpH 0Bhd . BlKkics 325
BEMDA D= A bERLTCwBEEZ N (K411 -F1),
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NE (1 uM) mediated translocation of aj, -AR
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NE (1 uM) mediated pH change of a1, -AR
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NE (1 «M) mediated translocation of aj,-AR

ok
x

s Y
v ¥ .

20 min 30 min

Internalization
7

NE (1 uM) mediated pH change of a1 -AR
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NE (1 uM) mediated translocation of a14-AR

“© P
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No remarkable distribution change.
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NE (1 uM) mediated pH change of a4 -AR
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Change in pH upon application of NE(1puM)

5
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L L L Ll
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Summary of aj -AR subtypes

vicinity pH localization | translocation i:ﬁi‘::::‘:er Osci?IZtion
QX ;. |neterogeneous :;:;?;:;‘:) - ‘ -
a 1b | homogeneous :;:;‘)::r:(g) internalization ’
a 1d | homogeneous membrane(-) -

cytoplasm(+)
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(6) MBINARA AV IC k3 a | &Y T 5« THETO—7 DRERGO
R A
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MREREHNZEATH 5 a |, - MEE - MREREE TS S a |, - #IE
B a | REEZNEUOEERSCED 2 MkN pH OB LT 5
7%, MfEsteic NH,Cl 10mM MM HEE 1mM 22X 72Ny 7 7 —CH
g5 Z ik VRIIEA pH 2 &L S e,

fEREER

NH,Cl o542 & b, MEMEN pH ZES I BF L, 13iIE—E D pH 2 815K
MR L T, a - o, RE5EE pH O LA EREMBEANOBLT
R, £z OMBEABTORER, o ,ZEETIZY TV FHBIC X
BRATICHARTRE (~40%) THo 78, a |, REKTRZAKIEIC &
5 BEABTIIRD s I - 7283, pH ERIZE VHilEARTE2RZD, B
BRBADZALIZIYBESHBEINTYS 2 EBRRINL, —H., o,
REEIE pH O ERIC X 2 INBEEDOH S B IZZEERIE O & [H
RicBO s drotz, /-, B ImM ORE5IZ XY, fMBEA pH 3ES
CET L, RIE—ED pH 2 BIERHEMER L Tk, a - o, ZEERZ
PH DETIZ5 & E, MIEA» SHEE~NOBTERL 2, o, REEKIZ
MR pH OET I & 2 MEBNEE DM & 22 7% 211k pH LR & FRE IR
DoNRpoT, MBNPH 2222 kb, BEXpH I X hEIHE
NTVRBEYT 54 7HEEL, FIHBEEIY 754 7HIcB R 2BERRIN
77,

SHROER

L INETORBRICLD, a, 7 FLF YV REKY 75 4 Fic, pH
06 HBIFERALIRZ D 20, ZDRTE - BEHOFMERA 5 = X LR
252 EBRRING, FICHENBESMSRHACTH Y . HESED
BRGREOHEL RV TCRRETH 2, 20D, BET—F—t 0
EABER LT LC, GFPHifk 2RI L - 4B BE2TVEELD
2z BEFNOWREZ{T> T3,

2. VTUVEWRIZE S, BIREOEFABED S, o7 RS L EEN
PH DRIEZTV, kD BBELHELEORELIT O, BB ODARK
BEZHLNCT 3,
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