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Figure S3
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Figure S4
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Figure S5
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Figure S6
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Figure S7 Uncropped blots of Figure 1A.

Immunoblot analysis of the proteins ANO1 and a-tubulin from a panel of ANO1-high/-low UT-SCC cell lines. Cell lines were selected
based on their varying ANO1 mRNA expression (see Figure ST and Lepikhova et al., 2018). Alpha-tubulin was used as the loading control
to normalize the quantities of the proteins. Immunoblot figures, densitometry readings and normalized values are presented in the table

below.
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Figure S7 Uncropped blots of Figure 1C.
Immunoblot analysis of the proteins E-cadherin, N-cadherin, BMI1in cell lines UT-SCC-8 shScramble and shANO1_1, shANO1_2, as well as

UT-SCC-14 shScramble and shANO1_1, shANO1_2. Alpha-tubulin or GAPDH were used as the loding controls to normalize the quantities
of the proteins. Densitometry readings and normalized values are presented in the table under the whole blots.
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Figure S7 Uncropped blots of Figure 1C.
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Figure S7 Uncropped blots of Figure 2B.

Immunoblot analysis of the proteins MCL-1, BCL-2, BCL-XL and BIM in cell lines UT-SCC-8 shScramble and shANO1_1, shANO1_2,

as well as UT-SCC-14 shScramble and shANO1_1, shANO1_2. Alpha-tubulin was used as the loading control to normalize the quantities
of the proteins. Densitometry readings and normalized values are presented in the tables under the respective figures.
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Figure S7 Uncropped blots of Figure 2B.
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Figure S7 Uncropped blots of Figure 2B.
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Figure S7 Uncropped blots of Figure 2B.
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Figure S7 Uncropped blots from Figure 4A.

Immunoblot analysis of the protein CDKN1B (p27kip1) in cell lines UT-SCC-8 shScramble and shANO1_1, shANO1_2, as well as
UT-SCC-14 shScramble and shANO1_1, shANO1_2. Alpha-tubulin was used as the control to normalize the quantities of the proteins.
Densitometry readings and normalized values are presented in the tables under the respective whole blots.
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Figure S7 Addition uncropped blots (not included in Main Figure), showing the same result as Figure 4A.
Immunoblot analysis of the protein CDKN1B (p27kip1) in cell lines UT-SCC-8 shScramble and shANO1_1, shANO1_2, as well as
UT-SCC-14 shScramble and shANO1_1, shANO1_2. Alpha-tubulin was used as the control to normalize the quantities of the proteins.
Densitometry readings and normalized values are presented in the tables under the whole blots.
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Figure S7 Uncropped blots of Figure 4B.
Immunoblot analysis of the proteins CDKN1B, H2A.x, a-tubulin, MCL1 in the cytoplasmic and nuclear fraction of the cell lines UT-SCC-8

shScramble and shANO1_1, shANO1_2, as well as UT-SCC-14 shScramble and shANO1_1, shANO1_2. Densitometry readings and
normalized values are presented in the tables under the respective whole blots.
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Figure S7 Uncropped blots of Figure 4B.
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Figure S7 Uncropped blots of Figure 5A.
Immunoblot analysis of ANO1 and a-tubulin upon treatment with a range of concentrations of Ani9-5f inhibitor. Cell lines used were
UT-SCC-8 and UT-SCC-14. Densitometry readings and normalized values are presented in the tables under the respective figures.
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Figure S7 Uncropped blots of Figure 5C.
Immunoblot analysis of changes in proteins ANO1, MCL1, BCL-XL and a-tubulin upon treatment with a range of concentrations of Ani9-5f
inhibitor. Cell lines used were UT-SCC-8 and UT-SCC-14. Densitometry readings and normalized values are presented in the tables under

the respective whole blots.
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Figure S7 Uncropped blots of Figure 6B.

Immunoblot analysis of the proteins MCL-1, BCL-XL and a-tubulin from cell lysates of UT-SCC-8 and UT-SCC-14 treated with a range of
concentrations of AZD-5991 inhibitor. Alpha-tubulin was used as the control to normalize the quantities of the proteins. Densitometry
readings and normalized values are presented in the tables under the respective figures.
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Figure S7 Uncropped blots of Figure S2A.

Immunoblot analysis shows ANO1 and a-tubulin protein levels following lentiviral transductions. Two different shRNA constructs
targeting ANOT1, as well as two technical replicates were tested. shScramble indicates control lentivirus constructs. Cell lines used
were UT-SCC-8 and UT-SCC-14. Densitometry readings and normalized values are presented in the tables under the respective whole

blots.
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Figure S7 Uncropped blots of Figure S3A.
Immunoblot analysis of changes in proteins ANO1, COXIV and a-tubulin in cytoplasmic and mitochondrial fractions of the cell line
UT-SCC-8. Densitometry readings and intensity ratios (normalized values) are presented in the table under the whole blots.
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Figure S7 Uncropped blots of Figure S3B.
Immunoblot analysis of the proteins COXIV and a-tubulin from co-immunoprecipitated samples with ANO1 antibody, as well as their
corresponding inputs samples. Cell lines utilized were UT-SCC-8 and UT-SCC-14. COXIV antibody used was raised in mouse (Abcam).
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Figure S7 Uncropped blots of Figure S3C.

Immunoblot analysis of the proteins ANO1, MCL1, BCL-XL, BCL2, BIM and a-tubulin from cell lysates of a panel of UTSCC cell lines.
Alpha-tubulin was used as the loading control to normalize the quantities of the proteins. Densitometry readings and normalized
values are presented in the tables under the respective blots.
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Figure S7 Uncropped blots of Figure S4B.

Immunoblot analysis of the proteins ANO1 and a-tubulin from cell lysates of UT-SCC-8 and UT-SCC-14 treated with a range of
concentrations of Ani9 inhibitor. Alpha-tubulin was used as the control to normalize the quantities of the proteins. Densitometry
readings and normalized values are presented in the tables under the respective blots.
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Figure S7 Uncropped blots of Figure S6B.

Immunoblot analysis of the proteins ANO1 and a-tubulin of cell lysates from GIST-48 and GIST-T1 treated with a range of concentrations
of Ani9-5f inhibitor. Alpha-tubulin was used as the control to normalize the quantities of the proteins. Densitometry readings and
normalized values are presented in the tables under the respective blots.
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A04 14 shscramble.fcs
Single Cells 2
:1.16
%G1:38.6
%S :40.4
%G2:18.8

G1 Mean: 4.62E5
G2 Mean: 9.08E5
G1CV:7.27
G2CV:5.71

% less G1: 1.71

% greater G2: 0.41



Count

SSC-A :: SSC-A

SSC-H :: SSC-H

500

N w B
o o o
o o o

=
o
o O

.llllllllllllllll

FSC-A :: FSC-A
AO05 14 KD65.fcs
Ungated

Single Cells 2
95.0

SSC-A 1 SSC-A
A05 14 KD65.fcs
Single Cells

FL2-A :: FL2-A
A05 14 KD65.fcs
Cell Cycle

FSC-H :: FSC-H

FL2-H :: FL2-H

- Single Cells
96.7

IIIIIIIIIIIIIIII

FSC-A :: FSC-A
A05 14 KD65.fcs
Cells

4 T T T T I T T T T I T T T T
FL2-A :: FL2-A
A05 14 KD65.fcs
Single Cells 2
1412
%G1:41.5
%S :38.9
%G2:12.3

G1 Mean: 4.37E5
G2 Mean: 8.57E5
G1CV:6.02
G2CV:4.38

% less G1:7.35

% greater G2: 0.58



Count

SSC-A:: SSC-A

SSC-H :: SSC-H

FSC-A :: FSC-A

B06 14 KD66 repeat.fcs
Ungated

Single Cells 2
96.7

llllllllllllllllllll

SSC-A :: SSC-A
B06 14 KD66 repeat.fcs
Single Cells

W oa
S o
& o

1

N
o
o
Y Y . e

o

=
o
o

FL2-A :: FL2-A
B06 14 KD66 repeat.fcs
Cell Cycle

FSC-H :: FSC-H

FL2-H :: FL2-H

- Single Cells
96.7

T T T T I T T T T I T T T
FSC-A :: FSC-A
B06 14 KD66 repeat.fcs
Cells

T T T I T T T I T T
FL2-A :: FL2-A

B06 14 KD66 repeat.fcs
Single Cells 2

13.37

%G1:46.3

%S :34.5

%G2:18.2

G1 Mean: 4.28E5
G2 Mean: 8.34E5
G1CV:7.76
G2CV:6.45

% less G1: 3.63

% greater G2: -0.74



Run 2- UT-SCC-14

B04 UT-SCC-14 shScramble -2.fcs
Cell Cycle
10952

400 = 11.08

%G1 :39.6

%S :38.3

300 9 %G2 :23.1

G1 Mean: 5.08E5

G2 Mean: 9.78E5
G1CV:6.94

G2 CV:6.61

100 - % less G1:-0.73

% greater G2 :-0.026

Count

200 =

o

500K 1,0M 15M

FL2-A: FL2-A

BO5 UT-SCC-14 ANO1 KD-1 -2.fcs
Cell Cycle
11099

800 =
10.86

%G1 : 435

%S :34.9

%G2 :20.2

G1 Mean: 4.05E5
G2 Mean: 7.81E5
G1CV:4.97
G2CV:483

% less G1:0.41

% greater G2 : 0.69

600 =

Count

400 =

200 =

o

500K 1.0M 15M

FL2-A:: FL2-A

B06 UT-SCC-14 ANO1 KD-2 -2.fcs
Cell Cycle
9405

600 =

1138

%G1 :44.7

%S :34.7

%G2 :19.4

G1 Mean: 4.45E5
G2 Mean: 8.63E5
G1CV:545
G2CV:484

% less G1:1.18

% greater G2 :0.32

400 =

Count

200 =

0 500K 1,0M 15M

FL2-A:: FL2-A



Count

Run 3- UT-SCC-8

I T T T I T T T T I
500K 1,0M 1,5M

FL2-A :: FL2-A
A01 UT-SCC-8 shScramble.fcs

Cell Cycle
9499

0,92

%G1 : 35,0

%S :43,0

%G2 : 20,3

G1 Mean: 4,29E5
G2 Mean: 8,43E5
G1CV:5,30
G2CV:4,55

% less G1:0,13

% greater G2 : 0,91



Count

600 =
400 =
200 =
0
T T T T I T T T T I T T T T I
0 500K 1,0M 1,5M
FL2-A :: FL2-A
A02 UT-SCC-8 ANO1 KD-1.fcs
Cell Cycle

9418

11,17

%G1 : 39,1

%S :42,0

%G2 : 18,0

G1 Mean: 4,66E5
G2 Mean: 9,10E5
G1CV:4,26

G2 CV:4,29

% less G1:0,90

% greater G2 :-0,19



Count

500K 1,0M 1,5M
FL2-A :: FL2-A

A06 UT-SCC-8 ANO1 KD2- 2.fcs

Cell Cycle

8940

11,21

%G1 :37,9

%S : 46,2

%G2 : 15,1

G1 Mean: 5,72E5

G2 Mean: 1,11E6
G1CV:4,19

G2 CV : 4,48

% less G1:0,99

% greater G2 :-0,028



Count

SSC-A ;: SSC-A

SSC-H :: SSC-H

400

300

200

100

o

Run 3- UT-SCC-14

FSC-A :: FSC-A
A04 14 shscramble.fcs
Ungated

SSC-A . SSC-A
A04 14 shscramble.fcs

Single Cells
1 1 I I 1 T 1 I 1 1
FL2-A :: FL2-A

A04 14 shscramble.fcs
Cell Cycle

FSC-H :: FSC-H

FL2-H :: FL2-H

- Single Cells
4 85.5
IIIIIIIIIIIIIIIIIIIIII
FSC-A :: FSC-A
A04 14 shscramble.fcs
Cells
r T T T I T T T I T T T I
FL2-A :: FL2-A
A04 14 shscramble.fcs
Single Cells 2
:1.79
%G1:34.3
%S :34.8
%G2:28.7

G1 Mean: 148789
G2 Mean: 298472
G1CV:5.97
G2CV:7.19

% less G1: -1.73
% greater G2: 3.61



Count

SSC-A :: SSC-A

SSC-H :: SSC-H

.-vll.r.ll.III‘IIIIIIIIIIIIIIII
FSC-A :: FSC-A
AO05 14 KD65.fcs
Ungated
T T T I T T T I T T T I T
SSC-A 1 SSC-A
AO05 14 KD65.fcs
Single Cells
300 |
200 =
100 =
0 4
] ] ] I ] ] ] I ] ]
FL2-A :: FL2-A

AO05 14 KD65.fcs
Cell Cycle

FSC-H :: FSC-H

FL2-H :: FL2-H

Single Cells N

FSC-A :: FSC-A
A05 14 KD65.fcs
Cells

T T T I T T T I T T T I
FL2-A :: FL2-A

A05 14 KD65.fcs

Single Cells 2
:0.91
%G1:35.3
%S :33.8
%G2:29.2

G1 Mean: 170331
G2 Mean: 340101
G1CV:6.99

G2 CV:5.61

% less G1: 0.32

% greater G2: 1.86



Count

SSC-A:: SSC-A

SSC-H :: SSC-H

III‘IIIIIIIIIIIIIIII
FSC-A :: FSC-A
A06 14 KD66.fcs
Ungated
—- Single Cells 3
b 99.3
T T T I T T T I T T T I T
SSC-A ;. SSC-A
A06 14 KD66.fcs
Single Cells
600 —-
400 —-
200 —-
0 ]
] ] 1 I ] ] ] I ] ]
FL2-A :: FL2-A

A06 14 KD66.fcs
Cell Cycle

FSC-H :: FSC-H

FL2-H :: FL2-H

E Single Cells
94.3

IIIIIIIIIIIIIIIIIIIIII
FSC-A :: FSC-A
A06 14 KD66.fcs
Cells

" T T T I T T T I T T T I
FL2-A :: FL2-A
A06 14 KD66.fcs
Single Cells 2
0112
%G1:44.4
%S : 36.2
%G2:19.0

G1 Mean: 158774
G2 Mean: 314884
G1CV:5.37
G2CV:5.25

% less G1: 0.65

% greater G2: 0.14



