Supplemental Figure 1

A. Protocol for measuring Kir2.1 currents with HiClamp robot
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Reference: Vivaudou, M., Todorov, Z., Reyes-Mejia, G. C., and Moreau, C. (2017). lon Channels as Reporters of Membrane
Receptor Function: Automated Analysis in Xenopus Oocytes. Methods Mol. Biol. 1635, 283-301

B. Actual data (WT Kir2.1) after import in Microsoft Excel and automated analysis

hsKir2.1 29-Mar-19#01-01-A07 jr Time(s)
) ND96 ® HiK ® Control 0 ® Ba2+ 3mM @
£ -3
4

5 10 15 “‘ 0 30
R |
|
\
R \ ‘
i
|
+
|
|
; — + ‘

E / J
7] /T

——

Current (UA)

-50
Construct Date of experiment | Robot| Exp number | User initials
hsKir2.1 29/03/19 Yes 1-1-A07 jr
Comments
Extractedto Data_TEVC_Kir2(4/15/2019;mv)+Kir2_Data_TEVC(120/2021mv)
Quality indexE

UpperLimitVaxisD LowerLimitYaxis

| Max->] -83 ] 837 -83
TimeToAverage O.5| Data->|
c
S
g ~
= [}
<} a o Il
Solution Name ) e 3 — E,, )
o) o = o — —
e |E £ E
=& S s
21 § &
. [s] O O
no9s| 7 [0 o 1 [0023] o [o054
HK| 10 | 0 1| 64| 64| -64
Control 0| 21 | 3 1| -83[-83]-83
Ba2+3mM|209| 0 1 1 |-0.031 [HOIGEH o©




Supplemental Figure 2

A. Example of recording from an oocyte injected with 2 ng mRNA coding for Kir2.1
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B. Example of recording from an oocyte injected with 2 ng mRNA coding for Kir2.1(P186Q)
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C. Example of recording from an oocyte injected with 50 ng mRNA coding for Kir2.1(P186Q)
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D. Example of recording from an oocyte injected with 2 ng mRNA coding for Kir2.1(R82W)
The slow opening upon change from Low K+ to High K+ was reproducible, suggesting it arises from

mutation R82W but the mechanism is unknown.
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Supplemental Figure 3

A. Example of recording from an oocyte injected with 3.2 ng mRNA coding for Kir2.1 and

0.8 ng coding for Kir2.1(P186Q)
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B. Example of recording from an oocyte injected with 3.2 ng mRNA coding for Kir2.1 and

0.8 ng coding for Kir2.1(R82W)

hsKir2.1&hsKir2.1(R82W)>3.2:0.8 19-Jun-19#01-01-C04 jr Time(s)
4 ND96 ® HiK ® Control 0 ® Ba2+3mM @
2
. / /
_ 3 10 15 20 %
S -2
c
L 4
5
o
6
8 -
10
12
20
N /A
£ -20 / /
-60

C. Example of recording from an oocyte injected with 2 ng mRNA coding for Kir2.1 and

2 ng coding for Kir2.1(R82W)
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