EIF4G1 and RAN as possible drivers for Malignant Pleural Mesothelioma
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Fig. S1. Basal expression of
GLUT1 in non-malignant MeT-5A and a panel of MPM cells, as Mero-14, Mero-25, IST-Mes2 and
NCI-H28. A: Picture representing protein levels of GLUT1, in MeT-5A and MPM cell lines. 3-Actin
was used as reference. The present picture is representative of one of two experiment performed.
B: Histogram reporting protein levels of GLUT1 normalized to R-Actin, in MeT-5A and MPM cell lines.
The histogram was generated by quantifying blots from two independent experiments. The intensity
of the bands was normalized to 3-Actin and compared to MeT-5A lane. Data are expressed as mean
), where *=P<0.05; **=P<0.01; ***=P<0.001,
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Fig. S2. Basal expression of SOD1 in non-malignant MeT-5A and a panel of MPM cells, as Mero-
14, Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of SOD1, in MeT-5A and
MPM cell lines. B-Actin was used as reference. The present picture is representative of one of two
experiment performed. B: Histogram reporting protein levels of SOD1 normalized to B-Actin, in
MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments. The intensity of the bands was normalized to B-Actin and compared to
MeT-5A lane. Data are expressed as mean * SEM. Statistical significance is indicated by asterisk (*),
where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control MeT-5A cell line.
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Fig. S3. Basal expression of ITGA4 in non-malignant MeT-5A and a panel of MPM cells, as Mero-
14, Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of ITGA4, in MeT-5A and
MPM cell lines. B-Actin was used as reference. The present picture is representative of one of two
experiment performed. B: Histogram reporting protein levels of ITGA4 normalized to R-Actin, in
MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments. The intensity of the bands was normalized to 3-Actin and compared to
MeT-5A lane. Data are expressed as mean * SEM. Statistical significance is indicated by asterisk (*),
where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control MeT-5A cell line.
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Fig. S4. Basal expression of ASS1 in non-malignant MeT-5A and a panel of MPM cells, as Mero-14,
Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of ASS1, in MeT-5A and
mesothelioma cell lines. B-Actin was used as reference. The present picture is representative of one
of two experiment performed. B: Histogram reporting protein levels of ASS1, normalized to RB-Actin,
in MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments. The intensity of the bands was normalized to 3-Actin and compared to
MeT-5A lane. Data are expressed as mean + SEM. C: RT-gPCR showing fold changes of mRNA levels
of ASS1, measured in MPM cell lines and related to MeT-5A, set to one. RPLPO, HPRT1 and TPB were
used for normalization. Error bars show the SEM from four independent experiments, each
performed in triplicate. Statistical significance is indicated by asterisk (*), where *=P<0.05;
**=p<0.01; ***=P<0.001, compared to control MeT-5A cell line.



-
[N
h

o -
=] o
1 1

e
=
1

o
L)
*
*
*
*
*
*

(=]
(=]

E

*

*

*

*
*
>

Fold Change (mRNA Levels)
(=]
[=;]

& Fw e
N P & ‘ng’
& & & A7
&
MeT-5A Mero-25 IST-Mes-2
ASS1 . — o — 47 kDa
B-Actin — e — — a— v | 42 kDa
[ ] -
E 0 =2 »n £ @
[ [7,] (7] - (7,]
C « G « 0 £
B 7] tr " v @ B
=e~1.2-
£ 1.0
Q
45 0.8
2
< 0.6
£
S 0.4
(<=1
g 0.2
7] C
< 0.0
g & 9@ LS
& & &N
% L o &
N

Fig. S5. Silencing of ASS1 in mesothelial MeT-5A, Mero-25 and IST-Mes2 MPM cell lines, as Mero-
25 and IST-Mes2. A: RT-gPCR showing, as fold change, the mRNA expression levels of ASS1 in MeT-
5A and MPM cells, after treatment with siASS1-1, related to their own siCTRL. RPLPO, HPRT1 and
TPB were used for normalization. Error bars are SEM, from three independent experiments, each
performed in triplicate. B: Picture representing protein levels of ASS1, after its depletion through
SiASS1-1, in MeT-5A and MPM cells. R-Actin was used as reference. The present picture is
representative of one of two experiment performed. C: Histogram reporting protein levels of ASS1
normalized to 3-Actin, in MeT-5A and MPM cell lines. The histogram was generated by quantifying
blots from two independent experiments. The intensity of the bands was normalized to 3-Actin and
compared to siCTRL lane. Data are expressed as mean * SEM. Statistical significance is indicated by
asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control.



1.0- Met-5A

--eo-- siCTRL
—=— siASS1-1

1.0- Mero-25
--e-- SiCTRL
E 0.8 '} —=— SiASS1-1
c ,I-—‘
Days
1.0- IST-Mes2
--e-- SiCTRL
E 0.8 —=— SiASS1-1

Days

Fig. S6. ASS1 silencing and cellular growth. Proliferation curves of MeT-5A and MPM cells, as Mero-
25, and IST-Mes2. The acquisition of optical density, at 492 nm (Relative Absorbance, “R.A.”), was
made every two days after the day of transfection (that is Day 0) with siCTRL or siASS1-1. Error bars
are SEM from three independent experiments, each performed in triplicate. Statistical significance
is indicated by asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control

treatment.
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Fig. S7. ASS1 silencing and colony formation ability. A: Colonies in MeT-5A and MPM cell lines fixed
and stained 14 days after treatment with siCTRL or siASS1-1. This is a representative picture of one
experiment. B: Histogram represents number of colonies measured 14 days after silencing with
siASS1-1, compared to siCTRL. Error bars are SEM of three different experiments, each performed
in triplicate. Statistical significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01;
***=P<0.001, compared to control treatment.
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Fig. S8. ASS1 silencing and apoptosis. Caspase activity measured in MeT-5A and MPM cells,
following transfection with siCTRL (white bar) or siASS1-1. Error bars are the SEM of three
independent experiments, each performed in triplicate. Statistical significance is indicated by *,
where *=P<0.05; **=P<0.01; ***=P<0.001, compared to siCTRL treatment
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Fig. S9. Basal expression of GALNT7 in non-malignant MeT-5A and a panel of MPM cells, as Mero-
14, Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of GALNT7, in MeT-5A
and mesothelioma cell lines. B-Actin was used as reference. The present picture is representative of
one of two experiment performed. B: Histogram reporting protein levels of EIF4G1, normalized to
R-Actin, in MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments and normalizing the intensity of the bands to MeT-5A lane. Data are
expressed as mean + SEM. C: RT-gPCR showing fold changes of mRNA levels of GALNT7, measured
in MPM cell lines and related to MeT-5A, set to one. RPLPO, HPRT1 and TPB were used for
normalization. Error bars show the SEM from three independent experiments, each performed in
triplicate. Statistical significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01;
***=P<0.001, compared to control MeT-5A cell line.
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Fig. $10. Silencing of GALNT7 in MeT-5A, Mero-14 and IST-Mes2 MPM cell lines. A: RT-gPCR
showing, as fold change, the mRNA expression levels of GALNT7 in MeT-5A and MPM cells, after
treatment with siGALNT7-1, related to their own siCTRL. RPLPO, HPRT1 and TPB were used for
normalization. Error bars are SEM, from three independent experiments, each performed in
triplicate. B: Picture representing protein levels of GALNT7, after its depletion through siGALNT7-1,
in MeT-5A and MPM cells. B-Actin was used as reference. The present picture is representative of
one of two experiment performed. The grouping of blots cropped from different parts of the same
gel, or from different gels, is made explicit using a black line delineation the boundary between the
gels. C: Histogram reporting protein levels of GALNT7 normalized to -Actin, in MeT-5A and MPM
cell lines The histogram was generated by quantifying blots from two independent experiments and
normalizing the intensity of the bands to siCTRL lane. Data are expressed as mean + SEM. Statistical
significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to
SiCTRL treatment.
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Fig. S11: GALNT7 silencing and cellular growth. Proliferation curves of MeT-5A and MPM cells, as
Mero-14 and IST-Mes2. The acquisition of optical density, at 492 nm (Relative Absorbance, "R.A.”),
was made every two days after the day of transfection (that is Day 0) with siCTRL or siGALNT7-1.
Error bars are SEM from three independent experiments, each performed in triplicate. Statistical
significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to
control treatment.
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Fig. $12. GALNT7 silencing and colony formation ability. A: Representative pictures of colonies in
MeT-5A and MPM cell lines fixed and stained 14 days after treatment with siCTRL or siGALNT7. This
is a representative picture of one experiment. B: Histogram represents number of colonies
measured 14 days after silencing with siGALNT7-1, compared to siCTRL. Error bars are SEM of three
different experiments, each performed in triplicate. Statistical significance is indicated by *, where
*=P<0.05; **=P<0.01; ***=P<0.001, compared to control treatment.
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Fig. S13. Basal expression of IGF2BP3 in non-malignant MeT-5A and a panel of MPM cells, as Mero-
14, Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of IGF2BP3, in MeT-5A
and mesothelioma cell lines. B-Actin was used as reference. The present picture is representative of
one of two experiment performed. B: Histogram reporting protein levels of IGF2BP3, normalized to
R-Actin, in MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments and normalizing the intensity of the bands to MeT-5A lane. Data are
expressed as mean * SEM. C: RT-gPCR showing fold changes of mRNA levels of IGF2BP3, measured
in MPM cell lines and related to MeT-5A, set to one. RPLPO, HPRT1 and TPB were used for
normalization. Error bars show the SEM from four independent experiments, each performed in
triplicate. Statistical significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01;
***=P<0.001, compared to control MeT-5A cell line.
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Fig. S14. Silencing of IGF2BP3 in mesothelial MeT-5A, Mero-14 and IST-Mes2 MPM cell lines. A:
RT-gPCR showing, as fold change, the mRNA expression levels of IGF2BP3 in MeT-5A and MPM cells,
after treatment with silGF2BP3-1, related to their own siCTRL. RPLPO, HPRT1 and TPB were used for
normalization. Error bars are SEM, from three independent experiments, each performed in
triplicate. B: Picture representing protein levels of IGF2BP3, after its depletion through silGF2BP3-
1, in MeT-5A and MPM cells. B-Actin was used as reference. The present picture is representative
of one of two experiment performed C: Histogram reporting protein levels of IGF2BP3 normalized
to RB-Actin, in MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from
two independent experiments and normalizing the intensity of the bands to siCTRL lane. Data are
expressed as mean + SEM. Statistical significance is indicated by asterisk (*), where *=P<0.05;
**=p<0.01; ***=P<0.001, compared to siCTRL treatment.
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Fig. S15. IGF2BP3 silencing and cellular growth. Proliferation curves of MeT-5A and MPM cells, as
Mero-14 and IST-Mes2. The acquisition of optical density, at 492 nm (Relative absorbance,” R.A.”)
was made every two days after the day of transfection (that is Day 0) with siCTRL or silGF2BP3-1.
Error bars are SEM from three independent experiments, each performed in triplicate. Statistical
significance is indicated by *, where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control
treatment.
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Fig. S16. IGF2BP3 silencing and caspase -3 and -7 activities. Caspase activity measured in MeT-5A
and MPM cells, all transfected with siCTRL (white bar) or silGF2BP3-1. Error bars are the SEM of
three independent experiments, each performed in triplicate. Statistical significance is indicated by
*, where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control treatment.
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Fig. S17. IGF2BP3 and migration ability. Changes in cellular migration rate affecting MeT-5A and
MPM cell lines, 24h after transfection with silGF2BP3-1, compared to siCTRL treatment. Error bars
are SEM of three different experiments, each performed in triplicate. Statistical significance is
indicated by *, where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control treatment.
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Fig. S18. RAN silencing and migration ability. Changes in cellular migration rate affecting MeT-5A
and MPM cell lines, 24h after transfection with siCTRL or siRAN-1. Error bars are SEM of three
different experiments, each performed in triplicate. Statistical significance is indicated by asterisk
(*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control treatment.
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Fig. S19. Basal expression of THBS2 in non-malignant MeT-5A and a panel of MPM cells, as Mero-
14, Mero-25, IST-Mes2 and NCI-H28. A: Picture representing protein levels of THBS2, in MeT-5A
and mesothelioma cell lines. B-Actin was used as reference. The present picture is representative of
one of two experiment performed. B: Histogram reporting protein levels of THBS2, normalized to R-
Actin, in MeT-5A and MPM cell lines. The histogram was generated by quantifying blots from two
independent experiments and normalizing the intensity of the bands to MeT-5A lane. Data are
expressed as mean + SEM. C: RT-gPCR showing fold changes of mRNA levels of THBS2, measured in
MPM cell lines and related to MeT-5A, set to one. RPLPO, HPRT1 and TPB were used for
normalization. Error bars show the SEM from four independent experiments, each performed in
triplicate. Statistical significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01;
***=P<0.001, compared to control MeT-5A cell line.
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Fig. S20. Silencing of THBS2 in MeT-5A and MPM cell lines, as Mero-14, Mero-25, IST-Mes2 and
NCI-H28. A: RT-gPCR showing, as fold change, the mRNA expression levels of THBS2 in MeT-5A and
MPM cells, after treatment with siTHBS2-1, related to their own siCTRL. RPLPO, HPRT1 and TPB were
used for normalization. Error bars are SEM, from three independent experiments, each performed
in triplicate. B: Picture representing protein levels of THBS2, after its depletion through siTHBS2-1,
in MeT-5A and MPM cells. B-Actin was used as reference. The present picture is representative of
one of two experiment performed. The grouping of blots cropped from different parts of the same
gel, or from different gels, is made explicit using a black line delineation the boundary between the
gels. C: Histogram reporting protein levels of THBS2 normalized to 3-Actin, in MeT-5A and MPM cell
lines. The histogram was generated by quantifying blots from two independent experiments and
normalizing the intensity of the bands to siCTRL lane. Data are expressed as mean + SEM. Statistical
significance is indicated by asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to
control treatment.
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Fig. S21. THBS2 silencing and cellular growth. Proliferation curves of MeT-5A and MPM cells, as
Mero-14 and IST-Mes2. The acquisition of optical density, at 492 nm (Relative absorbance,” R.A.”)
was made every two days after the day of transfection (that is Day 0) with siCTRL or siTHBS2-1. Error
bars are SEM from three independent experiments, each performed in triplicate. Statistical
significance is indicated by *, where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control

treatment.
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Fig. S22. THBS2 silencing and colony formation ability. A: Representative pictures of colonies in
MeT-5A and MPM cell lines fixed and stained 14 days after treatment with siCTRL or siTHBS2-1. B:
Histogram represents number of colonies measured 14 days after silencing with siTHBS2-1,
compared to siCTRL. Error bars are SEM of three different experiments, each performed in triplicate.
Statistical significance is indicated by *, where *=P<0.05; **=P<0.01; ***=P<0.001, compared to

control treatment.
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Fig. S23. THBS2 silencing and caspase -3 and 7- activities. Caspase activity measured in MeT-5A and
MPM cells, after transfection with siCTRL (white bar) or siTHBS2-1. Error bars are the SEM of three
independent experiments, each performed in triplicate. Statistical significance is indicated by
asterisk (*), where *=P<0.05; **=P<0.01; ***=P<0.001, compared to control treatment.



