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Figure S1A. Stability of GEM in RMPI 1640 at pH 5,0, 6,7, 7,4 over 96 hours. % of unmodified
compound vs time (hours).
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S1B. Stability of C1IS8GEM prodrug in RMPI 1640 at pH 5,0, 6,7, 7,4 over 96 hours. % of
unmodified compound vs time (hours).
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Figure S2. Effect of both hypoxia and acidic pH. on the number of invadopodia-positive cells
and their ECM-proteolytic activity/cell in non acid selected Panc-1 cells (A) and MiaPaCa-2
cells (B). The percentage of cells that formed invadopodia and mean ECM degradation/cell was
determined by fluorescence microscopy. Error bars indicate mean + S.E.M (n=3). * p<0.05; ***
p<0.001 when compared with control pH, 7.4; # p<0.05; ## p<0.01 when compared with control pH,
6.7; & p<0.05; && p<0.01 when compared within the same treatment between the two different pH..
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Figure S3. Effect of both hypoxia and acidic pHe on the number of invadopodia-positive cells
and their ECM-proteolytic activity/cell in Panc-1 pH-selected cells (A) and MiaPaCa-2 pH-
selected cells (B). The percentage of invadopodia positive cells and their mean ECM degradation/cell
was determined by fluorescence microscopy. Error bars indicate mean = S.E.M (n=3). * p<0.05; ***
p<0.001 when compared with control pH, 7.4; # p<0.05; ### p<0.001 when compared with control
pH. 6.7; & p<0.05 && p<0.01 when compared within the same treatment between the two different

pHe..
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Figure S4. Effect of GEM and C18 on Invadopodia in normoxia and hypoxia. These panels show
typical images related to the experiments of Figure 5 of proteolytic digestion in green and actin in red.
The white bar in the upper right (CTRL) panel of each cell line represents 50pum.
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Figure S5. Effect of GEM and C18 on the number of invadopodia-positive cells and their ECM-
proteolytic activity/cell in non pH-selected Panc-1 cells (A) and MiaPaCa-2 cells (B) in normoxic
and hypoxic conditions. The percentage of invadopodia positive cells and their mean ECM
degradation/cell was determined by fluorescence microscopy. Error bars indicate mean + S.E.M
(n=3). * p<0.05; ** p<0.01 when compared with control; ## p<0.01 when compared with DFX group;
& p<0.05 when compared within the same treatment between the presence or absence of hypoxia.



Panc-1 pH-selected cells

Panc-1 pH-selected cells

100+ é 100-
=235 —
O =
2 _ sl T 7 28 80 —
3 5 l l 7 3 7/
= f oo V] v AV #
28 g0 % =g 0] - QW t 90
= 7 O X NV W7
n = / w s V/ / 7
S8 a0 ? % a0- ** %42
= g3 % A9V
Y =
22 2 % ? S 20 ? % 4 f f
= 7 gg X AN
o T T T L] L] T T T gv /‘ 4 4 4 /I
= - — = 05 a o - = ©
S E 23T EREEZRSES s E 2SS ERSTERLTECEL
A A A LA L U S S
(8] (8] (8] (8] (8] (8] (8] o
DFX DFX DFX DFX
pHe 7.4 pHe 6.7 pHe 7.4 pHe 6.7
B
MiaPaCa-2 pH-selected cells MiaPaCa-2 pH-selected cells
- n
100 o _ 807 388
) =
= 80 ] T
o S v, 3 (2]
35 "L L11P S560{, T I
2E 60 ? ” c S
=R =35 ** Hith
7] '5-, % ; O X 401 ke v
= g 407 7 4 L3 Hit %
59 A1 BT 2
< 20 AUV S F 20- 7
7 @ 7
WV Y Z
0+ T T T T f f T O — /
B EEEEEEEE R O o :
EWUS 80580 EHO = 35 ® 35 2 @355 ® ©
o o o o s W o6 5 p 0 s WO o
[$] ($) (] [$] g (0] S g o
o (] &)
DFX DFX
DFX DFX
pHe 7.4 pHe 6.7
pHe 7.4 pHe 6.7

Figure S6. Effect of both GEM and C18 on the number of invadopodia-positive cells and their
ECM-proteolytic activity/cell in Panc-1 pH-selected cells (A) and MiaPaCa-2 pH-selected cells
(B) in normoxic and DFX (200pM)-induced hypoxic conditions. The percentage of cells forming
invadopodia and their ECM degradation were determined by fluorescence microscopy. Error bars
indicate mean + S.E.M (n=3). * p<0.05; ** p<0.01; *** p<0.001 when compared with control pH.
7.4; # p<0.05; ### p<0.001 when compared with control pH, 6.7; & p<0.05; && p<.001; &&&
p<0.001 when compared within the same pH. between normoxic and hypoxic condition.



