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14  Supplementary Figures

c. KPC d.

Compression- 0 2 4 8 (mmHg)
LC3BI/I 049 2.73 13 152

LC3B H - - e 18KkDa
LC3B I #% “ . e w16 LDa

p62 0.85 1.21 082 0.62

P62- W - > w—— [-48 kDa

ﬁ-actin« — v w42 kDa

e. f.
Pan02

Compression- 0 2 4 8 (mmHg)
LC3BII/i 046 09 0.8 09

LC3BH ™= = e w=[18kDa

LC3BI{ ™= === e == |16kDa

1.06

p62
p62

— w48 kDa

B-aCtin s s c— 42 kDa

g. PANC-1 h.
Compression- 0 2 4 8 (mmHg)
LC3BH/1 0.98 0.91 096 17
LC3B || #— a—— - © |-18kDa

LC3B II-| M s s s |16 kDa

p62 1.2 1.04 101 0.9

Bactin{wes s s w42 kDa
1 2 3 4

Compression- - | + | - +
HCQ- - | - | + | +

Lcsi/t 01 015 1.3 37

LC3B ~ =+ -|-18kDa

LC3B ll~| - we-16 kDa
p62_09 08 1 0.9

psz‘{ —— — ——-}\48 kDa

B-actin-| == === === - (42 kDa
15 1 2 3 4

16

17 Suppl. Fig. 1. Principal component analysis of RPPA dataset from MIA PaCa-2 cells which subjected to either
18 zero or four mmHg pressure for 16 hours or 48 hours. a, Representation of the RPPA dataset into a 3D space
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defined by the first three principal components. b, Percent of total variance explained by each principal
component. c, e, g, Representative immunoblotting showing the levels of LC3BI, LC3BIl and p62 in KPC (c),
Pan02 (e) and PANC-1 (g) cells exposed to different levels of compression for 24 hours. Antibody against -
actin was used as a loading control. Quantification of each antibody compared with loading control was
quantified by Imagel. Numbers in gray font represent the ratio of LC3BII/I (indicator of autophagic vacuoles)
and p62 (indicator of autophagic degradation) expression normalized to B-actin. d, f, h LC3B and p62 mRNA
expression was quantified by qPCR in control and compressed KPC (d), Pan02 (f) and PANC-1 (h) cells. Each
bar indicates the mean fold change +SE (n=3 independent samples). Differences were statistically significant
when P< 0.05 in two-way ANOVA analysis (Tukey's multiple comparisons test). i, Representative
immunoblotting showing the levels of LC3BI, LC3BIl and p62 in MIA PaCa-2 cells exposed to 4 mmHg of
compression for 24 hours in the presence or not of 10 uM HCQ. Antibody against B-actin was used as a
loading control. Quantification of each antibody compared with loading control was quantified by Imagel.
Numbers in gray font represent the ratio of LC3BII/I and p62 expression normalized to B-actin.
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Suppl. Fig. 2. Identification of working concentrations of Oxaliplatin and HCQ in MIA PaCa-2 and KPC cells
through IC50 curves and western blotting. a-b, MIA PaCa-2 (a) or KPC (b) cells were treated with indicated
concentrations of each drug for 24 hours. Resazurin assay was then performed, and graphs represent the
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average fold change of % difference +SE in Resazurin reduction using as a reference the untreated cells (n=3
independent samples). ¢, Representative immunoblotting showing the levels of caspase 3 in KPC cells
treated with the indicated concentrations of oxaliplatin for 24 hours. Antibody against B-actin was used as
a loading control. d-e, Representative immunoblotting showing the levels of LC3BI, LC3BII and p62 in MIA
PaCa-2 (d) and KPC (e) cells treated with the indicated concentrations of HCQ for 24 hours. Antibody against
GAPDH (d) and B-actin (e) was used as a loading control.
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Suppl. Fig. 3. a, Representative immunoblotting showing LC3BI, LC3BIl and p62 protein levels in control and
compressed MIA PaCa-2 cells treated with oxaliplatin and/ or HCQ for 24 hours. Antibody against B-actin
was used as a loading control. Quantification of each antibody compared with loading control was quantified
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by Imagel). Numbers in gray font represent the ratio of LC3BII/I and p62 expression in each condition
normalized to B-actin. b, Representative immunoblotting showing Caspase 3 and cleaved Caspase 3 protein
levels in control and compressed KPC cells treated with HCQ (10 uM) combined or not with Oxaliplatin (100
pug/mL) for 24 hours. Antibody against B-tubulin was used as a loading control. Quantification of each
antibody compared to loading control was quantified by ImagelJ. Numbers in gray font represent the average
ratio of cleaved Caspase 3 / B-actin protein expression in each condition (n=2 replicates from 2 independent
experiments). ¢, Gating strategy for Annexin V+ and Pl+ cells. The first two rows represent the Fluorescent
Minus One (FMOs) control samples, for the selection of Annexin V+ and Pl+ cells. The other two rows
represent the selection strategy of the Annexin V+/ Pl+ untreated control and compressed cells, respectively.
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Suppl. Fig. 4. a, Study treatment protocol for the KPC tumor model. Losartan and HCQ were administered
at 40- and 50 mg/kg daily, respectively, via intraperitoneal injection (i.p.) once tumor size reached an
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average volume of 50 mm?. Two cycles of Oxaliplatin treatment (5 mg/kg) were administered via intravenous
injection (i.v.) starting on day 7, allowing Losartan to prime the TME. b, Images of MIA PaCa-2 tumors derived
from mice of indicated treatments that were excised at day 22. c-d, Graphs represent relative mice mass
changes in MIA PaCa-2 and KPC bearing mice treated as indicated (n=7 mice per group; n=6 mice in the
HCQ+Oxal.-treated group). Data are presented as mean * SE. Statistical analyses were performed by
comparing means between two independent groups using the two-way ANOVA test with Tukey’s multiple
comparison test. P-values less than 0.05 are denoted on the bar graph. e, The effect of HCQ, Losartan or
their combination on the relative tumor growth of KPC models (n=6 or 7 mice per group). Data are presented
as mean + SE. Statistical analyses were performed by comparing means between two independent groups
using the two-way ANOVA test (Tukey's multiple comparisons test). No statistically significant differences
were observed. f, The effect of HCQ, Losartan or their combination on the relative tumor perfusion as
measured by CEUS (between Day 5 and Day 12) of KPC model (n=6 mice per treatment group). Data are
presented as mean+ SE. Statistical analyses were performed by comparing means between two
independent groups using the two-way ANOVA test (Tukey's multiple comparisons test). P-values less than
0.05 are denoted on the bar graph. Panel (a) was created with BioRender.com.
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77

78 Suppl. Fig. 5. a-b, Quantification of the fraction of area positive for HABP1 (a) and Collagen | (b) stain
79 normalized to DAPI stain in KPC tumor tissue sections. ¢, Quantification of vessel pericyte coverage as
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indicated by CD31 and a-SMA overlapping staining normalized to DAPI stain in KPC tumors. d-f,
Quantification of vessel open lumen fraction as indicated by CD31 staining in MIA PaCa-2 (d) and KPC (e,f)
tumors of the indicated treatments. g, Quantification of a-SMA stain normalized to DAPI stain in KPC tumors.
Data are presented as mean + SE (n=2-3 tumors per condition; at least 5 image fields per condition).

84 Statistical analyses were performed by comparing means between two independent groups using the two-
85 way ANOVA multiple comparison test (Tukey’s correction). P-values less than 0.05 are denoted on the bar
86 graphs.
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Supplementary Table 1. Primer sequences for qPCR
Target Human Murine
gene Forward Reverse Forward Reverse
LC3B  FAGAAGCAGCTTCCTGTTCTGG  FTGTCCGTTCACCAACAGGAAG [CACGTGAACATGAGCGAG  PACCATGTACAGGAAGCCGT
062 CCAGAGAGTTCCAGCACA CCGACTCCATCTGTTCCT 5GACAGCCAGAGGAACAGAT GGAGATGTGGGTATAGGGC
actin  FGAGCACAGAGCCTCGCCTTTGCC [GTCGACGACGAGCGCGGCGA  FACGGCCAGGTCATCACTAT — NAGGAAGGCTGGAAAAGAGC
90

Supplementary Table 2. p-value with multiple way ANOVA

Different time points

Different pressures

1* principal component 0.14 0.096
2" principal component 0.39 0.0081"
3™ principal component 0.48 0.77
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