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Supplementay Figure 1 In vivo quantification of ligand effect at Gq or
b-arrestin signaling pathways.

a. Bar graphrepresentatiorof IP1 productioninduced bydifferent AT1R ligand.
HEK?293 cells were transfected with ARLYFP. After starvation, the cells were
stimulated with different AT4R ligandsand the IP1 concentration waseasured with
an Elisa Kit

b. Bar graph ofb-arrestinl recruitmentinduced by dferent AT1R ligand. HEK293
cells were cdransfected with ATR-YFP and Lueb-arrestinl. After starvation, the
cells wee stimulated with different AT1R ligand®r 10 min andthe interaction
bet ween t he raresipwermeasurediusingtBRETDH

c. Summary bar graph dfarrestin2 recruitment nduced by different AT1R ligarsd
HEK293 cells were caransfected with ATR-YFP and Lueb-arrestin2. After



starvation, the cells were stimtéd with different AT1aR ligandor 10 mn andthe

i nteraction bet we-arrestibi2lwerenreaswaedpdsingBRERnd t he b
acC) **, p<0.01; ***, p<0.005; different AT1R agonist treatments were compared with

control vehiclesns, no significant differencélhe bars represent mean+efthree

independent experimenasmdthe data were analyzed using eway ANOVA.
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Supplementay Figure 2 High potassium chlorideinduced epinephrine or
norepinephrine secretion from the adrenalmedulla examined using Elisa and
correlated to Fig. 1i-k.

a. KCl-induced epinephrine secretion in the adrenal medulla, meassned an
Elisa Kit at1l min.

b. KCl-induced epinephrine secretion in the adrenal medulla, meassied an
Elisa Kit at  min.
c. KCl-induced norepinephrine secretion in the adrenal medulla, meassirgghn

Elisa Kit at1 min. The bars represent meanztantithe data were analyzed using
oneway ANOVA.
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Supplementay Figure 3 Genotyping result of the G~ mice

The PCR of théq’™ mice generates a product at 480 bp, the PCR of the-tyjid
mice generates a product at approximately Bppand the PCR of th&q” mice
generatsproducs at both 480 bp and ~70.
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Supplementay Figure 4 Western results s h o ws def i-armestinsdny o f
b-arrestin knock out mice.

We st er n -afestinl/2 inomld typé  b-arrestinl’” or b-arrestin2’” mice



Supplementay Figure 5
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Supplementay Figure 5 Statistical analysis of the high potassium
chloride-induced catecholamine secretion of the primary chromaffin cells
deri ved farrestmn-1" rhiee, thb b-arrestin-2”" mice or their wild type
littermates.

The secretion was measured tine integration of the amperometric current traces
after patch clamp measurementss, no significant difference between the
b-arrestinl” mice and theiwild type littermatesThe bars represent mean+suad
thedata were analyzed using eway ANOVA.
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Supplementay Figure 6 Expression leve$ of b-arrestin-1  a nairestin-2 in
adrenal medulla and brain examined by westerrblot. Top, representative blots
bottom, bar graph and quantification statistics*, p<0.005 (oneway ANOVA);
b-arrestinl were compared witlh-arrestin2 in adrenal medullaThe bars represent

meanzs.d.
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Supplementay Figure 7 TRV120055 (30 nM}induced [C&]; elevation in

chromaffin cells was not affectecby a Ca?*-deficient bath (related to Fig. 3k).

Supplementay Figure 8
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Supplementay Figure 8 TRV120055 (30 nMj}induced acute catecholamine
secretion in chromaffin cells was not affectethy a Ca**-deficient bath (related to

Fig. 3).
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Supplementay Figure 9 TRV120027 induced [C4'];increase is independent of
TRPAL and TRPV1.

a. Representative curves for the effects of the TRPAL blocker HCO3003W)(60
TRV120027(100nM) induced [CZ]; elevation in primary chromaffin cells.

b. Represntative curves for the effects of the TRPV1 antagonist SB366 793t
TRV120027(100nM) induced [CZ]; elevation in primary chromaffin cells.

c. Statistical analysis and Summary bar graph of th&TGasponses of the blockade

in TRV120027(100nM) induced [Ca2+]i elevation by the presence of HC030031 and



SB366791 in primary chromaffin cells. ns, no significant d#fere (oneway
ANOVA). The bars represent meanzs.d.
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Supplementay Figure 10 Effect of different TRP channel blockers on
TRV120055induced [C&]iincrease.

Representative [Gd; responses are shown for ruthenium red (RRO £ "Ma
nonspecific TRP channel bl ocker -geledtive | ant ha
TRPC3/6/7 blocker (b); and Pyr3(10eM), a s
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Supplementay Figure 11 Statistical analysis ansummary bar graph ahe [C&Y;
resporses of the blockade in TRV120063 nM)-induced [Ca2]i elevation(Related

to Supplementy Fig. 12). ns, no significant difference between the blocker treated
cells compared to the vehickeeated control cells (oneway ANOVA). The bars

represent meanzts.d.

Supplementay Figure 12
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Supplementay Figure 12 Western resultsshows deficiencyfor TRPC3/6/7 knock

out mice.

Western blot of TRPC3/TRPC6/TRPC7 of adrenal medulla derived from,
TRPC3"TRPC6E TPC7" or TRPC3 TRPCE TPC7" mice.
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Supplementay Figure 13 Genotyping resulis of the TRPC3’ mice

The PCR of theTRPC3" mice generates a product at 480 bp, the PCR of the wild
type mice generates a product at 380 bp, and the PCR of the TRRic8generats
products at both 480 bp and 380.
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Supplementay Figure 14 Statistical analysis andsummary bar graph of the
acute catecholamine secretion in Angl(100 nM) or TRV12055 (3 nM)-treated



cells (Related to Fig4p). The TRV12055induced acute catecholamine secreti@s

not significanty differert between the TRPC3mice andthat of their wild type

littermates. In contrast, the Anghduced acute catecholamine secretion was
significanty lower in the TRPC3™ mice compared withthat of their wild type

' itter mates, whi ch maarrestislefRPC® sighahng**, i mp ai r me
p<001 (oneway ANOVA); the TRPC3" mice were compared witltheir wild type

littermatesns, no significant differenc&he bars represent meanzs.d.
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Supplementay Figure 15 Recruitment of b-arrestin-1 to the plasma membrane
measured by the BRET assayThe LynYFP construct was made as described
HEK293 cells were ctransfected with FladT1R, Luc-b-arrestinl, TRPC3 and
Lyn-YFP. After starvation, the cells were stimulated with Angiotens{td0 nM)or
TRV120027 (100 nM) for 1 min. The BRET signals were measured accordingly.
p<0.®; **, p<0.01; (oneway ANOVA); cells stimulated by agonists were compared

with the vehicletreated control cellSThe bars represent meants.d.
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Supplementay Figure 16 Westernblotsin Fig. 5b° ¢, d, e and fare labeled with

molecular weight markers (left side of each westermlot) and the theoretical

molecular weights (right side of each wetern blot) of the targeted proteins.



Supplementay Figure 17

Supplementay Figure 17 TRV120027 promoted complex formation of AT1R,
b-arrestin-1, and TRPC3

a.

Bar graph and quantification statistics of tA&RPC3GFP or FlagAT1R
associated with thelA-b-arrestinl stimulated byAng II, TRV120027 in Fig5b.
Bar graph and quantification statistics of thRPC3GFP associated with the
FlagAT1aR-cherryor HA-b-arrestinl stimulated by agonisti& theFig. 5¢



