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Expanded View Figures

30 35 40 45 50 55 60 65 70 75
I I I

| L]} I |
L F I ANT YQATFPPMPNP®PR®PPT RILAQDU RILILIKIZ KILGAQHAMH®PTFFFT I PQNWLU®PCSVT
80 85 90 95 100 105 110 115 120 125

1 I O
|
L QP GPEDTSGIKACGVYVY DT FEI RAFCAKS I EEKSHZ K RNSVRL I I RKV QFAW®PTETF®P
130 135 140 145 150 155 160 165 170 175
1 I
G PQP S AETTRHTFLMSUD RR RS LHTILEASTILDIKTETILYYHGE®PLNVNVHVTNNSAIKT
180 185 190 195 200 205 210 215 220 225
L' || |
V K K I RV SV RQYAD I CLFSsSTAQYXKOCPVAQLEQDDOQVS?PSSTFOCKWVY T I TFPL
230 235 240 245 250 255 260 265 270 275
I I I

1
L S DNREI K RGLALDGQLI KHEDTNILASST I V KEGANIKEWV LG I LV SY RV KVKL
280 285 290 295 300 305 310 315 320 325
N I e I
I

vVVSsSRGGDVSVELUZPFVLMH®PIKPHUDMHI TLZPRPQSA®PRTEII DI PV DTNILII EFDT
330 335 340 345 350 355 360 365 370 375
I I O
N Y A TODDU D I VF EDTFARILIRILIKGMIKTUDUDUDTCDUDQFC
380 385 390 395 400 405 410

I

Figure EV1. Sequence coverage map of wild-type p-arrestin-2 (Barr2).

The blue bars indicate analyzed peptic peptides.
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Figure EV2. Deuterium uptake plots of selective peptides of WT farr2 with or without V2Rpp or PIP, co-incubation.
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Results were derived from three independent experiments. The statistical significance of the differences was determined using Student's t test (*P < 0.05). Exact p-values
are provided in Dataset EV1. Data are presented as mean + standard error of the mean. Black or grey * indicates statistically significant difference between apo WT farr2
and PIP,-bound WT arr2 or V2Rpp-bound WT Barr2, respectively. Smaller symbols indicate each data point.

© The Author(s)

EMBO reports 13



EMBO reports Kiae Kim & Ka Young Chung

1-19: Bl - BU/BIl loop 41-55: BIV - BV 50-64: BV 62-69: N-terminal half of finger loop ~ 70-76: C-terminal half of finger loop
MGEKPGTRVFKKSSPNCKL VVLVDPDYLKDRKVF KDRKVFVTLTCAFRY FRYGREDL DVLGLSF
_50 507 -0~ WT Alone 507 o WTAlone __ 50 _ 50
X & * X X &
g, . S 0] < par2izaone < 40] = Parr2;.p04 Alone S0 o 40 79_——9—6
2 X £ | = pam2,sewith PIP, 5 | = a2, with PIP, 3% 2 k] * )
B 30 2 30 B 30 & 301 & B 30 )
=] - - 3 3
E 20 o WT Alone § 20 & S 20 5 20 & WA g, 20 o iifThions
£ < pan2igeeAlone & 0| & 2 0] ¥ =10 < par2seAone = 1 o= Bar2;.394 Alone
8 . - parm2q g, with PIP, & . 8 . & o [xanz1 304 With P|F>2 8 . o= Barr2;.34 With PIP
10 100 1000 10000 10 100 1000 10000 10 100 1000 10000 10 100 1000 10000 10 100 1000 10000
D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s)
75-81: VI 82-101: BVI - BVI/BVII loop 118-127: BVII - BVIII loop 128-145: Middle loop 150-167: BIX - BX
SFRKDLF IATYQAFPPMPNPPRPPTRL FTIPQNLPCS VTLQPGPEDTGKACGVDF FCAKSIEEKSHKRNSVRL
S 507 o~ WT Alone s 20 s 50 & 507 o W Aone ey 7 o WrAone
‘\(’uf 40] < Parr2; 30, Alone % 40 % 40 % 40 < Parm2ize A‘_O"e % 40 - Barr2;.zg Alone
2 - Barr2,.504 with PIP, 2 2 ¥ . a2y s0q With PIP; £ | -+ Barr2, g with PIP,
3 30 & Fs0{ & 3 30 3 30 g% %
5 S E) 5 E) &
Eoq 4 E20 -~ WT Alone E2 20 20
g * 8 0~ Barr24.304 Alone 8 "0~ W plone o 8
3 10 o 3 10 5 PP, 3 10 0~ parr2y.zq4 Alone 2 10 F 10
& . b 2 = Par2ige With PIP, - & o & par2yqgg vith PIP, O ol
10 100 1000 10000 10 100 1000 10000 100 1000 10000 10 100 1000 10000 10 100 1000 10000
D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s)
168-186: BX - pXI 187-194: pXI 195-201: N-terminal of 197-loop 246-250: C-loop 251-258: XVI
IIRKVQFAPETPGPQPSAE TTRHFLMS DRRSLHL FSTAQ YKCPVAQL
__50 _ 50 _ 507 o wr Aone 80 507 o WT Alore
S & R S S IS
S 40 S 40 5 40 == a2,z Alone 60 S 40 0= farr2y_zg Alone
] < 3 o~ [arr2;.3g4 With PIP, 5 = &= farr2y g with PIP,
530 o] —f—F—9 §%0 3 B30
3 - 3 =l 40 :ES
€ € * £ €
2201 ¢ -0~ WT Alone 52 - WT Alone 3% 2 - WT Alone 2%
% 10 < pam2,sAlone = 4o - Bam2i g Alone £ 4o L2 < Bar2geAone S 1o
] - parr2y_zo4 With PIP, 3 &~ parr2y.3q4 with PIPy 8 8 - parr2y.g4 With PIPZEI)

o
o
o

100 1000 10000

100 1000 10000 1’0 1lI)O 10‘00 10600 1‘0 1ll)0 10‘00 10600 100 1000 10000

D0 incubation time (s) D0 incubation time (s) D0 incubation time (s) D0 incubation time (s) D0 incubation time (s)
274-280: N-terminal of lariat loop 281-291: Lariat loop 292-302: Gate loop 303-306: The linker 324-338: BXVIII - 344-loop
YTITPLL SDNREKRGLAL DGQLKHEDTNL between gate l00p and back loop RVKVKLVVSRGGDVS
_. 50 _. 507 o WT Alone _507 o wr Alone 166 507 o= WT Alone
%40 %40 - parr21_3g4Al.one %40 ~ Barr2q.34 Alone g %40 o Parr2,.5e Alone
< < -~ Barr2y.3g4 with PIP, & £ -~ parr2y.3g with PIP, . ° 80 £ = a2y a4 with PIP,
B8 30 B 30 2 30 . © B 30
5 & = = s . =4 60; =]
§ 20 § 20 E2 3 £ E 20 x *
= -0~ WT Alone 2 2 S 40 -0~ WT Alone £ 4
o o o = o
g 10 0= parr2;.ag Alone ‘05) 10 ‘g 10 L % - BarT2;.34 Alone S0
a o - Barr2g With PIP, O [a] 8 - Bar2, g with PIP, O o
10 100 1000 10000 10 100 1000 10000 10 100 1000 10000 1000 10000 10 100 1000 10000
D,0 incubation time (s) D,0 incubation time (s) D,0 incubation time (s) Dzo mcubatlon time (s) D,0 incubation time (s)
382-389: BXX
ATDDDIVF
=597 o WTAne
IS
3 40 == Parr2,.3g4 Alone
< -~ parr2y_sgq With PIP,
B 30 *
Bl &
g 20
3 &
5 10
O
a
0-brrer T . n
10 100 1000 10000

D,0 incubation time (s)

Figure EV3. Deuterium uptake plots of selective peptides of apo WT farr2 and parr2_1-394 with or without PIP, co-incubation.

Results were derived from three independent experiments. The statistical significance of the differences was determined using Student's t test (5*P < 0.05). Exact p-values
are provided in Dataset EV1. & indicates statistically significant difference between apo WT Barr2 and apo Barr2_1-394. * indicates statistically significant difference
between apo and PIP,-bound PBarr2_1-394. Data are presented as mean + standard error of the mean. Smaller symbols indicate each data point.
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Figure EV4. Deuterium uptake plots of selective peptides of apo WT parr2 and Y64A and L280G with or without PIP, co-incubation.

Results were derived from three independent experiments. The statistical significance of the differences was determined using Student's t test (**P < 0.05). Exact p-values
are provided in Dataset EV1. Yellow green & indicates statistically significant difference between apo WT Barr2 and apo Y64A or L280G, respectively. Yellow or green *
indicates statistically significant difference between apo and PIP,-bound Y64A or L280G, respectively. Data are presented as mean * standard error of the mean. Smaller

symbols indicate each data point.
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Figure EV5. Deuterium uptake plots of selective peptides of apo WT parr2 and E315A with or without PIP, co-incubation.
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Results were derived from three independent experiments. The statistical significance of the differences was determined using Student's t test (*P < 0.05). Exact p-values
are provided in Dataset EV1. & indicates statistically significant difference between apo WT Barr2 and apo E315A. * indicates statistically significant difference between
apo and PIP,-bound E315A. Data are presented as mean + standard error of the mean. Smaller symbols indicate each data point.
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