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SUPPLEMENTARY FIGURES AND TABLES
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Supplementary Figure S1: mRNA relative expression of components of the IGF pathway in normal liver, HCCs and
their peritumoral tissues.
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Supplementary Figure S2: mRNA relative expression of components of the mTOR pathway in normal liver, HCCs
and their peritumoral tissues.
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Supplementary Figure S3: Effects of Sirolimus and OSI-906, alone and in combination, on cell invasion after 24 hrs of
treatment in HepG2 cell line. Since both drugs were diluted in DMSO, a double amount of DMSO was added to the control wells and
the cells treated with the single agents were supplemented with an extra amount of DMSO.



www.impactjournals.com/oncotarget/ Oncotarget, Supplementary Materials 2016

Supplementary Table S1: Messenger levels of mTOR and IGF pathway components normalized against the expression
of the housekeeping gene HPRT

HepG2 HUH-7
mean +S.EM mean +S.E.M p

IGF1 N.D. N.D.

IGF2 18,68 2,25 68,77 4,19 0,2
IGF1R 0,03 0,01 0,57 0,05 0,4
IGF2R 0,57 0,05 0,68 0,31 0,7

IRA 0,15 0,04 0,25 0,16 1

IRB 0,13 0,04 0,59 0,16 0,2
mTOR 0,19 0,07 0,66 0,14 0,11

pp70S6K 0,13 0,02 0,27 0,07 0,11
4eBP1 1,57 0,47 10,06 3,4 0,02

Supplementary Table S2: Percentage of inhibition, with p value vs control, and IC50 after 3, 6 and 9 days of treatment
with OSI-906 and mTORI in both cell lines

3days 6 days 9 days
Min eff (%) | Max eff (%) ey Min eff (6)  [Maxeff )|  '©50 Min eff (%) | Max eff (%) ==y
pvs Ctr pvs Ctr pvs Ctr pvs Ctr pvs Ctr pvs Ctr

9,9*10°M 214 5,8*107M 25%107M

HepG2 |—051-206 1,7ns 15,5 p<0,05 6,2ns p<0,05 6,3ns 29,4 p<0,001
8,8*10712m 834 1,6%107Mm 1,7*10°'2m

Sirolimus 11,3 p<0,05 [39,8p<0,001 20,5p<0,01 | p<0,001 19,6p<0,01 | 93,1p<0,001
3,8*10°m 2,2*10°8m 3,6*103m

Everolimus 46ns 56,7 p<0,001 25,7p<0,001 |8 p<0,001 32,5p<0,001 | 91,1p<0,001
1,1%102m 81 1,1%107%m 1,0%10m

Temsirolimus 6,5ns 40,5p<0,001 6,8 ns p<0,001 7,.9ns 91,3p<0,001

3days 6days 9 days
Min eff (%) | Max eff (%) Ic50 Min eff (26)  [Max eff (%) e Min eff 26) | Max eff (%) (=
pvs Ctr pvs Ctr pvs Ctr pvs Ctr pvs Ctr pvs Ctr

64*104Mm 14%10°Mm 3,2*107M

HuH-7 051-906 13,1ns 23,3p<0,05 17ns 9,17 ns 3,8ns 23,1p<0,01
54*10°5m 69,2 1,9%10°42m 34*1085m

Sirolimus || 18,9 p<0,001 [47,0p<0,001 32,6p<0,001 | p<0,001 51,8p<0,001 | 959 p<0,001
1,3*102m 64,9 41%1043m 8,2*10°m

Everolimus 1,7ns 23,7 p<0,001 7.3ns p<0,001 7ns 33,3 p<0,001
6,7*10712m 703 1*10Mm 46%104%m

Temsirolimus 6,3ns 42,2p<0,001 11,7 ns p<0,001 8,9ns 95,8 p<0,001
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Supplementary Table S3: Primers and probes for RT-qPCR. The sequences are 5’ - '3 in FAM/TAMRA. Primers-probes were
used in the following concentrations: HPRT 500-500-100 nM, IRA, mTOR and 4eBP1 300-300-100, IGF1, IGF2, IGF1R, IGF2R, IRB and
p70S6K 300-300-200 of forward primer, reverse primer and probe, respectively.

Oligo

Forward Reverse Probe Efficiency
Name
IGFIR  CCAAAACTGAAGCCGAGAAG GOGTCGOTGATGTIGTAGGT AAGCAGGAACACCACGGCCT 185
IGF2R  ACCGACCCCTCCACGC CCTCCAAGGCCACCTICAG AGCAGTACGACCTCTCCAGTCTOGCAAL 187
IGF1  TIGTGATTTCTTGAAGGTGAAGATG  COTGGCAGAGCTGCTGAAG TACCTGGCGCTGTGCCTGCTCA 198
IGF2  CCAAGTCCGAGAGGGACGT TIGGAAGAACTIGCCCACG ACCGTECTICCGGACAACTTCCC 198
IRA COTTTGAGGATTACCTOCACAA GCCAAGGOACCTGCGTTT TEGTTTTCGTCCCCAGGCCATC 139
IRB CCCAGAALAACCTCTTCAGGC GOACCTGCGTTTCCGAGA CTGGTGCCOAGGACCCTAGGCC 191
mTOR  TGCTGCGTGTCTICATGCAT GOATTGCAGCCAGTAACTIGATAG ACAGCCCAGGCCGCATIGTC 191
p70S6K  TGGAAGACACTGCCTGCTTTT TOATCCCCTTTTOATOTAAATGC CTTGGCAGAAATCTCCATGGCTTTOG 136
4eBP1  GGCGGCACGCTCTICA TCAGGAATTICCGGTCATAGATG ACCACCCCGOGAGGTACCAGGA 194
HPRT  TGCTTTCCTIGGTCAGGCAGTAT ALATCCAACALAGTCTOGCTTATATC  CAAGCTIGCGACCTIGACCATCTTIGGA 191




