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#H=7](Fluorescence Imaging Plate Reader: FLIPR) A& AM&3t=d, A

Microplate Reader ¥ Plate Reader® microwell plated] WMZS Yo A& 3}st &
12 e WesE 54 /M o, 2 wge AAdoxe g3 WsE SAsr] Hsh

Zenyth 3100 (Microplate Multimode Detector)& AM&3}il microwell plateX 96 well plateE Ab&3dto] w

TR EAS HAESRES skl
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[e}
Az o] 9 Ao WaE A 5 vt

Ho] = 39 (a)AlstR-IRES-mCherry L X = AJEo] AAV systemS E3 dHEXEE 8471 @3 =
YA LEFEXEE ZE9 ARt wE PJF WstE AT AS Yehdla, (b)IRES-mCherry L]
AlstR-IRES-mCherry 9] control A|¥ = dTEXAEE
5 FA43% A& Y, (o) (AlstR-IRES-mCherry)-(IRES-mCherry) L3 SelExvtd 84 o
5ol wet dEExE" o] BdH A Xl BdEA] g2 AlEIe] ¥y wste] HAE v AX oA
HE~ER ] 28-S glg S YERSIT

b

& wolM = ARl nlelEs WMEHE o]gste] dEtEAEE FEAE RN oRN, detEsvd e
KR
‘O

¥
oo
i‘r‘
i
2
fo,
rot
X
ke
1o,
10
)
o
fot
(o
o
ol
N,
fo
:Iog
oflt
oL
(g |
wo gy lorr

wek 2 wol ¥ 49 (a)AlstR-IRES-mCherry(AAV)+GIRK],GIRK2 I A3Eo] AAV systemS 3] detE
~Elel $£8A7F 3 AEo] GIRKL,GIRK2E X 3ete Zetancs Ed M)A detE~EE 2H89 A
bl we 33 W3tz A3 AL Jellida, (b)IRES-mCherry(AAV)+GIRK1,GIRK2 12§ AlstR-IRES-

mCherry €] control AX2 ATREXEE 815 Al Axe] FdS &<lsr] 918l GIRKL,GIRK2E Z 93}

T EHevEE EdAAdsM g3 wWakE SA e uEhldan, (o) (AlstR-IRES-mCherry)-(IRES-

mCherry)+GIRK1,GIRK2 “1e§323= GIRKL,GIRK2E X3l Eetav| =g Efladdgd me deesed 548

A T fpiell meh detEsErelo] Bdd Asr R A of2 Axite] g wste] UAE nlas Al

ol A detEsete o] 28-S A1 s el

saedsts IS ol gstd AetEAEY F8AVF 2 ddd Az 9433
aHA kot o] whido] W A e Axo] FF W] zolE wWiLste]

o
ol
il
>
2
Gl
z Off
ol
£
oz e
e
ol
o
nj

4

S FAEA AEEE . olF AAds A ¥ 3P N I
A7} o5 Aol o3} A= Ao =

(1) o} =-<9F nulo]#] A (adeno—associated virus
old|:=-A 3 Hlo]# 2~ (adeno-associated virus) HEHE 17| #HHoR A X3

T 5+ o}t|:=-d 3} vlo]#] ~(adeno-associated virus) WEES AXE Y3t 27to] H= HEE YEd Ho=,
(A)E= pAAV-sh-mCherry ®E]o]il, (B)+ pAlstR-IRES-GFP WE]E 1}E} o
3L (B)o] AlstR, IRESE AHE3FSITH.

=
32
)
=
o
x
wm

=
N
3o
i
4z
A

pAAV-AlstR-IRES-mCherry AZ

A = vector, B9 AlstR-IRES: insertH¢E yepbdlt}.

A(pAAV-sh-mCherry) 9] #|Z A& NEB buffer2 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, Nhel enzyme (NEB,
cat# RO131S) 5ul, Autoclaved DW(REZ#elB¥ 32k SH{F, ADW) 30ulE Hol& §F, 37CelA 1A3F 30%
52k enzyme cut 3F F 65TolA 20E7r heat inactivationA# A A8k, 2L ¥, Klenow (NEB,
cat# M0210S)E HalA enzyme cut #91E blunt end® whto] FUT. 7] E3HE] 2ul dNTPSF 1ul€]
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[0054]

[0055]

[0056]
[0057]

[0058]

[0059]

[0060]

[0061]

[0062]
[0063]

[0064]

SSS0ol 10-1461426

KlenowE A g]dtar Ab2ol A 1A17F @] 3 75T A 20%-7F heat inactivations 3F31t}. Xbal (NEB, cat#
R0145S)S 5ul F7F= Yol5=a1 37C 1A1%F 30% 59t enzyme cut 3l & 65CoA 2057t heat inactivation
sl5ol F4E AT, gdg e R, Vectord self ligationd JAIst= CIP(NEB, cat# M0O290S) 2.5ulE A
gskar 37°C 1A17F st A st

B(pAlstR-IRES-GFP) 2] A% IFH-&NEB buffer?2 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, Nhel 5ul, ADW 30ul
E YolE 3 37CoA 1A7F 305 B¢t enzyme cut 35 & 65ColA 208-3F heat inactivationAl#] A&

AASAT. 1 %, Smal (NEB, cat# R0141S) 5ul 3713 WolFa 37C 1A 308 %9F enzyme cut 3 =
65Co A 2087t heat inactivation sFo] &AL oA Z T},

A9l blunt end F¥ ¢} B2l Smalol ¢&f A7 blunt end ¥$17} ligation¥ L, A2] Xbal H¥¢ B2l Nhel -9
7} ligation®t}. A, BE gel extractions AAISIA =, 242 A= ¢F 6Kb Ale]=<] DNA, B= <F 1.9Kb A}
olze| DNAE ol8akgith. 7 F, At Be] wsh w4 A71F A ligationdhlth. A4 0.2 Vectorst
Insert DNAS H]&o| A Po]5 T4 DNA ligase (NEB cat# M0202S) lul ¢} 10Xligase buffer 2ulS Yo]F
il F 20ul7b HES SRqlvh. Ad2ellA 16413 o ligations shITE.

pAAV-IRES-mCherry A%

A = vector, B9 IRESE insert & yepdlct,

A(pAAV-sh-mCherry) 9] A|Z A2 NEB bufferd 5Sul, BSA buffer 5ul, DNA(lug/ul) 5ug, Xbal enzyme 5ul,
ADW 30ulE& ¥old ¥ 37TCelA 1A 30% &< enzyme cut sl F 65ColA 203t heat inactivationA]#
A4S JAEF Y. 2 5, KlenowES A& 3NA enzyme cut —‘?-—?4;— blunt end2 HHFo] FAT 7] EFE0
2ul dNTPS} 1ul®] KlenowZ® A3tz A-2oA 1A7F Hg] & 75ColA 20%-7F heat inactivationS 3FT).
I 522, Phenol extractionZdS F3l DNAYF &3¢t &, NEB buffer2 5ul, BSA buffer 5ul, DNA(lug/ul)
5ug, Nhel enzyme 5ul, ADW 30ulZ Yol& ¥ 37ColAl 1A7F 308 =9 enzyme cut 3l 3 65°ColAl 20%7+
heat inactivationAl# XS AASATE. Vector self ligationd JAst= CIP 2.5ulE A#sta 37C 1
Az A8kt

B(pAlstR-IRES-GFP) 9] A% A2, NEB buffer EcoRI 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, EcoRI (NEB
cat# R0101S) 5ul, ADW 30ulZ Yol& % 37TColA 1A3F 308 %< enzyme cut 35 F 65Col|A 2083t heat
inactivationA]H &S AT, 1 §F, Klenows A El8A enzyme cut & blunt end= H}Ho] =%
t}. A7) EEo] 2ul dANTPS} 1ul® KlenowE AP 3dta A4 1A17F g F 75TCeoA 2087t heat
inactivationd}itl. I t}hS© =, Phenol extraction¥}AE E3f] DNAWE F&3F 3 NEB bufferd4 5ul, BSA
buffer 5ul, DNA(lug/ul) 5ug, Xbal enzyme 5ul, ADW 30ulE Yol ¥ 37TolA 1A17F 308 &9t enzyme cut
5 B 65Tl 20487 heat inactivationAl#] &A1S A3

A9l blunt end %919} B9 blunt end 917} ligation¥ i, A9 Nhel ¥-9¢} B Xbal ¥-917} ligation® $lt}.
A, BZ gel extraction & AAI&REd, 247 A= oF 6Kb Alo]=¢] DNA, BE ¢F 0.6Kb A}o]=2] DNAE o] &3}
Aok, 7 &, A9t BY Xt Ea I7E A ligationd|FUTE. Vector®t Insert DNAS B &0 A 2o
3 T4 DNA ligase lul ¢} 10Xligase buffer 2ulE YWolFx F 20ul7} S A ATk, 2ol A 16417t o]
ligatione 3}AT}.

Hlol ) 27} ggA o2 AFH o] Mo Eojzk=X ERIsty] el FF diA S o] &=, 2 Aol A
= o8 F79 33 i F pCherrydd S o] &35, A WA 82 AFEHE v 2-(1,3-UF-Eu]
78 A=) EYWE S A+ (Bis-(1,3-Dibutylbarbituric Acid)Trimethine Oxonol)(DiBAC,(3))2] &3 7]

(excitation) &8 490nm, Z(emission) WEE 516mmeE, o5 o izt HHS HA3687] & 3

Z A = mCherry(excitation 587nm, emisiion 610nm) T A& o] &3 (). T3, WH grEs ¢ &

(internal ribosome entry site: IRES)E o]&3] dZtE2ElY =849 mCherrydrdo] EHAH o7 was
4

[e)
F QRS o] depEsE FeAd M)A S BE 9 ArRAES S

(2) ol¥lx=-<g#H nlo]&] A (adeno-associated virus) HEE ulolg| A2 7| A (packaging)

0% o

N

31719) e Aol WS ofuli-clgh npole2vh YA E o] HEK203T) 7] sh= A swoln,

Hpo|H & Az 3 (H714 HA)




[0065]

[0066]

[0067]

[0068]

[0069]
[0070]
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[0072]

[0073]

[0074]
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Zolav= 2 M EE AAV Helper-Free system(Agilent, cat#240071)o] S48 tE. AAV-293 A ES 100-mm
tissue culture plateo|A] wjFsll=dl, o] w, A¥E= plate T oF 5+10E5 ~ 2+¢10E6% ¥z=31 37T, 5%
Co.NFFm ol Eoll A wjFatalch. oF 2~39 &, AE7F 70-80%2] confluencyE 7HAAl HW Zepan= EdlAd)
AL st} pAAV HE S A= (A 2z E #WE] pAAV-AlstR-IRES-mCherry B pAAV-IRES-mCherry), pAAV-RC,
pHelper Al 7}A] Z8} 4052 lug/ul® ¥%2 TE buffer, PH 7.5 o FH]5] BAJo] M3Ee] EAAAMA A|AH
FAG. A7 A EFY ZFAvEE 10ul® 15ml ZYUZ FHo] YojFar, 1mle] 0,3M CaCl,& F71s] =9
Al AT, Alols &o4& 2XBS Imlel & 4 wojme] & F FEgs AojF3lch. 47] 8 2.03nl
S 2-3Y B AEE 4] MExe] W g "olmy EdAIME AAFI 37T AFHIolElA A thA] HolF
Atk 6A1Zte] At T wr]elE A wtlo]® wA) FAT 1 %, 66 ~ 72A13F 5k 37°C Q1| o] Bl ol A]
9 M2E 4y o]y vt APEHA 3 37C water bath(YE ®l2~)9} dry ice-ethanol

N
32
e
aui
do £
10
I-FU

bath(=2}o] ofo]-oehe wl2)E FH|eH3lar, EAXIAAAZ Ao mrjejel AlEE Fo] Ro} 15ml s

7} Eno Lﬂchcq 2 A8sknh. A7) FEE Sgololo]a-o B w2 1087 BolFol R AE

vitelE dyFedl, 108 o= 4 ¥ow s o wzbA ZieEit. O 5, hdd] o FHE E

2= LﬂOJTL 1083 =olF=d], 103 o= w2 Fow ¢hds] w& w7x 7vela, @8] 52 FEE
| |

= =
7PEA EYA ST A A WFe] wloleAE FEIGAL, A
4 F R AT GBS A8 0.0 DI A FAR ) Aeleleli, Al G gelse 0
PEG(poly(ethylene glycol))-&<h
2 Aol FA, FolE &
3,000rpm 30% 4C= AET F=
o Imlel o= % 29,000rpm 2417+ 47
g F& I EEE ice-DPBS 100ul ol
Fo| 1A A|AFACE.

(3) 714 (packaging)® Hio|H2E A7MA X =4

¢17ke] A A ES] HEK 293T cellS 96 black well plate(SPL, Cat#-SP30296)l 1x10470/well(Zt well 100ulL)
A 7Zhol a1 3 =<F 37°C 9] 5% C0.incubatorol A Hjkalith.

ol
e
u

i
2
=

o
oly

5 Fe MEE oF 50% ~ 60%9] ASFAE(confluent)E 7HA=d T+eF S2skAl &ekA] o F7}
2 gtk 88 A AEE JHR welldlA WHolE AASN F F, oftli-dF wlo]z] 2 (Adeno-
associated virus: AAV) Helper-Free systemS ©o]&3to] A %3 dtEAEIE F£&A|2 71A dHlolg] A& H|T]
of o} Aol wellel Z42t 100ul® AHgstict. o] v, detE2ed F8AE E£38HA &+ control Hpoly 2k
TYsAl A s, vlol#l =g A st 16~24A1%F §, GIRKAES 2t =Y EWAAIHS 3}
71e] o R AT

=
N

(4) GIRK1, GIRK2 Ade] HEK cell E41& 93 Zgxre A2

GIRK2-IRES-GIRK1 A%

GIRK2-IRES-GIRKL Ze}~n] =2 a17]9] Whfom 2zatgich.

%= 62 GIRK2-IRES-GIRKIWE](a)E AXE 93 3to] HE ¥WHE yed Aoz (b)E GIRK2
openbiosystem® &, (c)= GIRK1 openbiosystem ®E S YERNATE. =5(b) 2] pAlstR-IRES-GFP #Efol A AlstR
o] e FES AAMFTEL =6(b)9 GIRKZ H#2, =5(b)9 GFP FES AAsFIL, =6(c)2] GIRKlI H&E2
2Felate], GIRK2-TRES-GIRKL #E](%6(a))E M8kt

olol& AE pAlstR-IRES-GFPE e ar, BE GIRK2 openbiosystem®E], CE GIRK1 openbiosystem® W}ERHSL
th. =, A & vector® BO] INSERTH-91& WA F23] 531, €] INSERT H-91& S=24dste] skttt

1:110

A(pAlstR-IRES-GFP)¢] Az #}4Le t}&3 7t}. NEB buffer3 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, Mlul
(NEB, cat# R0O198S) 5ul, ADW 30ul& %¥ol& ¥ 37CelA 1A13F 302 &2t enzyme cut 3% F 80ColA 20%
7t heat inactivationA]# A4S A3 1 %, Smal (NEB, cat# R0141S) 5ul F7}2 o531l 37T 14
7+ 30% %9F enzyme cut ME F 65ColA 2057F heat inactivation 3Fo] FAL AAANAHT. 1 F
Klenow(NEB, cat# M0210S)= A 2]3lA enzyme cut ¥91= blunt endZ wpFo] FRth. A7) E&E] 2ul dNTP

Oll
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[0080]

[0081]

[0082]

[0083]

[0084]
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oF 1ul®] Klenow(NEB, cat# M0210S)E A elstar g=ollA 1417 Agls] F3tt. o] % DNA cleanup¥Hg-& &3l
DNAWF FZ3}199 ). F23F DNAS ©]-83Fo] NEB buffer2 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, Nhel enzyme
5ul, ADW 30ulEs Wol® ¥, 37CelA 1AZF 30% &<t enzyme cut 3lF F 65CoA 2083+ heat
inactivationAl A A4S AR, 2 F Klenow(NEB, cat# M0210S)E A 2]3lA enzyme cut F$1E blunt
endZ w}Ho] Fu}. 4] E3HE 2ul dNTPE‘r 1ul®] KlenowE AHgsla A2dA 1A17F A8 & &, 75T
o] A 2047t heat inactivation 3|50 A& AAAIFTE. Vector?] self ligations A= CIP(NEB, cat#
M0290S) 2.5ulE A3k 37T 1A17F &<k Aot

B Alx #}AHL NEB bufferd 5ul, BSA buffer 5ul, DNA(lug/ul) 5Sug, Sacll enzyme(NEB, cat# R0157S) 5ul,
Autoclaved DW(LEZdolBH 32k S/, ADW) 30ulE Yol F, 37ColA 143 30 &9 enzyme cut 3l

F 65TCelA 2023t heat inactivationrl7] &4 JAIS3AT. 2 5, Klenow(exo)(NEB, cat# M0212S)E
A& A enzyme cut F-915 blunt end® v}l FUTh. 7] E3Eo] 2ul dNTPS} 1ule] Klenowds A& sta
2ol A 1417 A g F, 75TeolA 2087t heat inactivatione 3FAth. Blpl enzyme(NEB, cat# R0585S)2
S5ul F7F2 YolFal 37CoA 1A13F 308 59 enzyme cutS |E F, KlenowE A2 dlA enzyme cut &
blunt end® HHHo] FAck., 7] =l 2ul dNTPSF 1ul®] Klenows sl AF-2olA 1Az A3
FATH.

A9l blunt end F9¢ B9 blunt end Y7} ligation®lth. A, BS gel extraction® A3t E=d, ZHz A
= 9F 6.7Kb AFo]Z=9] DNA, Bi= oF 1.6Kb Ate]z9] DNAE o] &3llth. 1 5, A<} Bo| wwof 2 A7|5 At
3 ligationstAtlh. T O 2= Vector?t Insert DNAE H]&o] 2A] Yo]5=3 T4 DNA ligase(NEB cat#
M0202S) 1ul ¢t 10Xligase buffer 2ulZ WolFaL, F 20ul7} H == &t A2olA 1643+ o4 ligation
<= sH3lT.

71 B4S Bdl 1aHH e Z GIRK2-IRES-GFP W E A28y, of7|A GFPE AAS + ¥, GIRK1
openbiosystem WE]S] GIRK1 9= A&l F=3dt).

GIRK2-IRES-GFP2] DNAoIA ®E| S A Z38l= A&, NEB bufferd 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug,
Xbal(NEB, cat# R0145S) 5ul, ADW 30ul & ¥ol& 3 37ColA 147t 30% &9 enzyme cut s 3 65CA
205-7F heat inactivationAl#A S AU TE. o] 3 DNA cleanup HAHS E3] DNAWF FZHa|+vf. 1 5|
NEB buffer3 5ul, BSA buffer 5ul, DNA(lug/ul) 5ug, NotI (NEB, cat# RO189S) 5ul, ADW 30ul S Hol& ¥
37ColA 1A7F 307 =9t enzyme cut 3w 5 65ColA 20E7F heat inactivationA]# AL AT
Vector?] self ligationg A8k= CIP(NEB, cat# M0290S) 2.5ulZ A&&la 37C 1AZF &<t AHst.

Co Ax 4L NEB bufferd 5ul, BSA buffer 5ul, DNA(lug/ul) Sug, Xbal(NEB, cat# R0145S) 5Sul, ADW 30ul
= Yol & 37°C°ﬂ/ﬂ 1A1ZF 308 E<F enzyme cut dFE F 65CoA 2087F heat inactivationA?] S
AABFATE. o] T DNA cleanup S F3 DNAYF F=3Fch. 1 %, NEB buffer3 5ul, BSA buffer 5ul,
DNA(lug/ul) 5ug, NotI(NEB, cat# RO189S) 5Sul, ADW 30ulE ol & 37TColA 1AI7F 308 =<t enzyme cut
= T 65TCoA 2087F heat inactivationA]# AL JA AT},

Z}Zo] Xbal enzyme cut F-91¢F Notl enzyme cut F-97} ligation®ITtl. A, BEZ gel extractions AAS}A+=
dl, Z+2F A= oF 7.6Kb AFo]=9] DNA, B& oF 1.7Kb Ato]=9] DNAE o] &al3ictt. 2 5, A%} BY k¢ &4
715 Are] ligationdtAth. TFAH S 2= Vectorot Insert DNAS H] S0 WA Po]5Fa T4 DNA ligase(NEB
cat# M0,0,S)1ul$} 10Xligase buffer 2ulE Fo]Fa & 20ul7} HE= sttt AL A 16A17F o]4F ligation
< siglth.

(5) ZEEAHo|E EAAFAM(CaHPO, Transfection) Wy S o83 EgtAm =9 EHAAAH

Zojane B

2

o
=

mﬁ
w

ExHolE EdllAF A (CallPO4 Transfection)s ©]&3A H3slstt.

0.3M CaClo} 2XHBSS o] &8 Edx=ldst §, 96well plate ©f lwelld 7]&o2 F 10ulz 0.3M CaCly=
8.7ul EA2A4 ¥ DNAGIRK2-IRES-GIRK1) 0.5ugtbwlx] DVZ $%& @3F1 HBS(2X) 10ul ¢ 4ol# F,
Z 20ulE wellol A skglt.

Fepao) =g ALets] Aol vellol QA virjoi= vpolel2E AAG] A8, A vlrelz ZobE F 20ul
& Aestert.
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[0091]

[0092]
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lEGR Aela] & &N FIFS YA &7] HAste], PivoE AAS =S
mjtjo] 2 ZolFal, of 48A1F $ FFE 54353
(6) ﬁ‘ “116]:0] éaﬁ
S E~ELEl 83 (Allatostatin receptor:AlstR) T2 A A

o

o
sto], dEFEXEIE FEA7F THE MEe) dHEXEE FEA HEEA @2
Gtk ME U MxEe A9 o] Wt uwhel &Fago] wslela, Vel Ze g wIE
E #E=7)(Fluorescence Imaging Plate Reader: FLIPR)Q Zenyth 3100(microplate Multimode Detector)£ ©
g3e) sllel ez Sgelolch
A7) AAde] A3, #7174 (packaging)® HO|HAE JAIMAEA Esle] u] kA48 AJZF Fof] FES] wlo]
vt HdEY FFS S437] 9 SR, WA well o] A2 FofEo] EAEIH FF = ks
T Jornz MIE FAES AASH] 213 DiBAC(3)E HolA] &2 E]EE= &M (Tyrode’ s solution)E ©]
&35 MR, 4 wellol HTAE AAF F2 gol2= &4 100ulE Yol F1 A AAS= JYE 28]
WESIITH, 01 &, Elo]l2E Mo njg] tholWEdZAle] = (dimethyl sulfoxide:DMSO)oll o] DiBAC,(3)&
ol 5uM DiBACE NS A Z3FY] well™ 180uL & A3k 3 3+ A7+ <t 37ColA 5% COzincubatorol Al wjjF

gk AIZE & SAsaA e EES SuM DiBAC solutionel HoFa ZF well @ 20ul® F7F2 H7bstAA, Al
ol mh2 de] Wal= Zenyth 31009~ olg3) =AUtk FFL 3 HHow ZHadal, 7o oA
T AYstA i JFE SAMA A7) Aok welle]l 542 98 HAH s HA=A &dstr] 98, control
wello] 83 z1 WalE 7oz Ay g BEAES9 =4 73 2olE& vustdy. u AASALE, control
well S 05 7|F2o = gto], & E4& YolF wellS control@ vlud] F3Fo F7F ags SHSUT

SehEsuE $gAVE E3Eol wEN Ao @Y W dehEiuE £8AT EFHA 2ob o] v
of WA e Mzel FY sl x}o]—g- Haslel el B o] delEaEE S 482 Yt
A gelagdry. TAdeRE, B 243 QelEagus FA6 HAES %oasm g 498 7]
Foz aqrt. detEsEuS AYStn 108 o ge] Azl Ad F WS wH % 39 (), (b), ()9 1
oA ehrsEEe o w B SAAG gass 2

48 AAZ A%, AGEAEE 2849 &
A FAF wHE FHA] o2l AT

O

WA GIRKAES EPAAT = 49 (a), (b)), ()9 2YZe & 3% v FdS e, =, AlstR-
IRES-mCherry = 5 Axe] AFPNAE LeEAEE ok -5 YA -2% FEo WIS JoFal, IRES-
mCherry & o]&% Azl A8LS UTPEXLER 0 ~ 430 WS doy]= ZAAE YepdY. webA, A7
T A3 7k ¥ wisle] Apol= AlstR-IRES-mCherry®] Z-9-o -8 WX -2 HEo FF wisgle] zto]E o7
= A%E L}E}LH Ak,

FU

2]
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k1

F1

(@) puceism L
/Hupn-m
a—-f \

s At = FES ey

)

g

AF/F

0%

-10%

-15%

=20

(h} plic

Hilb
EFLa pramsten

{ 'FE> -rrr:huﬁ
non’s o T J

mtm;u

control test

—=—Control

=K+ 100mM
=LAl 100uM
—Cah 200uM
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EH3
(a) AlstR-IRES-mCherry
15% -
% —a— Al 1nM
5o Om 3m &m 9m 12m 15m1&8m 21m 24m 27m 30m —— Al 10nM
=15% -
time
b
( ) IRES-mCherry
159%
14% - _
5% -
[
%" 0% - T A gy , —4—Al Inh
S Om 3m 6m 2m 1Zm 15ml18m2Im 2%2?m 30m - A 1000
-10%
-15% -
time
(C) (AlstR-IRES-mCherry)-(IRES-mCherry)
15%%
> %‘H\J
% —F Py ——Al1lnM
55| Om 3Im —=— Al 10nM
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