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Fig. S1 Characterization of cells resistant to Mek1/2 inhibition
A, Parental MIA PaCa-2 or resistant cells from the indicated clones were treated with different concentrations of Tramentinib. Then, cell numbers were estimated with the crystal violet staining assay. 
B, The indicated resistant clones were cultured with or without 90 nM MEK162 for three months. Then, cells were treated with different concentrations of MEK162 and analyzed as in A.
C, The effect of the Erk1/2 inhibitor SCH77284 on parental and resistant cells was determined as in A.
D, Parental MIA PaCa-2 cells or the indicated resistant clones were treated with or without MEK162, lysed and cell lysates analyzed by Western blot with the indicated antibodies.
E, Lysates from Parental MIA PaCa-2 cells or cells from the R2-1 resistant clone were analyzed using a human phospho-kinase antibody array. Specific signals were quantified and normalized to the levels in parental cells (blue lines). Signals corresponding to R2-1 lysates are shown as duplicate determinations (black dots) and averages (green lines).
F, The effect of the K-RasG12C inhibitor AMG-510 on parental and resistant cells was determined as in A.
Results are presented as mean ± SD.
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Fig. S2 Mutations identified in resistant cells by exome sequencing
A, Venn diagram showing overlap among mutated genes in the two R1 clones and in the three R2 clones.
B, Table showing the 41 and 9 genes mutated in the two R1 and three R2 clones, respectively. The mutations in DNA, the corresponding amino acid change and the Polyphen-2 score are shown. Mutations were predicted to have functional effects with scores ≥0.85.


[bookmark: _GoBack][image: ]
Fig. S3 Expression of Slug and markers of EMT in resistant cells and effect of SNAI1 (Snail) and SNAI2 (Slug) expression on sensitivity to Mek1/2 inhibition
A, Parental MIA PaCa-2 cells or the indicated resistant clones were lysed and cell lysates analyzed by Western blot with the indicated antibodies. 
B, Cultures from the P-PDX #57 were treated during three months with increasing concentrations of MEK162. Left, the sensitivity of the parental and resistant cells was determined with the crystal violet staining assay. Right, Western blot analysis of the expression of Slug in the same cells.
C, The expression of the indicated transcription factors were analyzed by RT-qPCR in parental MIA PaCa-2 cells or cells from resistant clones.
D, Parental MIA PaCa-2 cells or the indicated resistant clones were lysed and cell lysates analyzed by Western blot with the indicated antibodies.
E, The expression of the indicated transcription factors was analyzed by RT-qPCR in parental MIA PaCa-2 cells treated with or without MEK162.
F, Left, Western blot analysis of the expression of Snail in parental MIA PaCa-2 cells or the same cells stably transfected with a vector encoding Snail. Right, sensitivity to MEK162 was determined as described in B.
G, The levels of Slug were analyzed by RT-qPCR in control resistant cells (none) or in the same cells transduced with lentiviral vectors expressing a non-targeting shRNA (shNT) or shRNAs targeting Slug (sh 239 and sh 298). 
H, The sensitivity to MEK162 of the same cells as in G was determined as described in B.
Results are presented as mean ± SD.
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Fig. S4 Generation and characterization of cells resistant to K-RasG12C inhibition
A, Dosages of AMG-510 used to generate resistant cells.
B, Parental MIA PaCa-2 cells or cells selected as in A were treated with different concentrations of AMG-510 for 72 hours. Then, cell numbers were estimated with the crystal violet staining assay.
C, Parental MIA PaCa-2 cells or AMG-R cells were lysed and cell lysates analyzed by Western blot with the indicated antibodies. 
D, The levels of Slug were analyzed by Western blot in AMG-R cells transduced with lentiviral vectors expressing a non-targeting shRNA (shNT) or a shRNA targeting Slug (sh 239). 
E, The same cells as in D were treated with different concentrations of AMG-510 or MEK162. Then, cell numbers were estimated with the crystal violet staining assay. 
Results are presented as mean ± SD.
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Fig. S5. Effect of Slug expression on metastatic growth and pancreatic cancer prognosis
A, Luciferase-expressing parental MIA PaCa-2 cells or the same cells stably transfected with a vector encoding Slug were injected subcutaneously into NMRI mice. When tumors reached ~1000 mm3, they were surgically removed and, after 12 weeks, mice were euthanized, tissues were obtained and the presence of metastases was assessed by luminescence.
B, The quantification of luminescence in individual metastases is shown.
C, Kaplan-Meier survival curves of pancreatic cancer patients included in the TCGA studies and stratified by the expression of the indicated transcription factors.
D, Kaplan-Meier survival curves of pancreatic cancer patients excluding patients with high SNAI2 or SNAI1, as indicated.
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Fig. S6 Expression of Slug in P-PDX models of resistance to Mek1/2 inhibition
A, Mice bearing P-PDXs were treated with chemotherapy (Gemcitabine and Nab-Paclitaxel) only or with chemotherapy plus MEK162. At the end of the experiment tumors were weighted (for a detailed description of the experiment and results, see (30)).
B, Samples from the tumors quantified in A were stained with anti-Slug antibody and staining was quantified.
C, Representative photographs of cultures from the indicated P-PDX stably expressing a non-targeting shRNA (shNT) or a shRNA targeting Slug.
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Fig. S7. Effect of Mek5 or Ekr5 inhibitors on different pancreatic cancer cells and effect of dTAG-13 on the sensitivity of MIA PaCa-2 cells to MEK162.
A, Parental MIA PaCa-2 cells were treated with different concentrations of MEK162 in the absence or presence of 2.5 µM of Mek5i or Erk5i. Then, cell numbers were estimated with the crystal violet staining assay. 
B, BxPC-3, HPAF-II or cultures from P-PDX #27 were treated with vehicle or Erk5i and the indicated concentrations of MEK162. Cell numbers were quantified as described in A.
C, Analysis by Western blot of lysates from MIA PaCa-2 cells transfected with and empty vector or the same vector encoding FKBPF36V-Slug.
D, The same cells as in C were treated with different concentrations of MEK162. Then, cell numbers were quantified as described in A.
E, MIA PaCa-2 cells were treated with different concentrations of MEK162 and dTAG-13 as indicated. Cell numbers were quantified as described in A.
F, MIA PaCa-2 cells transfected with a vector encoding Slug-FKBPF36V cells were injected subcutaneously into BALB-c Nude mice. Mice were treated with vehicle or MEK162. Tumor growth was monitored by assessing volumes.
G, The levels of Slug or pErk1/2 (upper panels) or active Caspase-3 (lower panels) were analyzed by immunohistochemistry on tumors obtained at the of the experiment shown in Fig. 7I.
Results are presented as mean ± SD.
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Gene DNA Protein Polyphen R1-1 R1-16 R2-1 R2-3 R2-39
MYH6 T1732C F578L 1,000 1 1
ARID5B G3260A C1087Y 0,999 1 1
EPYC G649T D217Y 0,999 1 1
TAF9 A380G Y127C 0,998 1 1
ZBTB16 C71T A24V 0,998 1 1
NOP14 G1686C W562C 0,995 1 1
AOX1 C2321T S774F 0,994 1 1
GLYATL1 A155C Y52S 0,992 1 1
IL17RE G1556T G519V 0,990 1 1
PCDH17 C2540T P847L 0,983 1 1
DOPEY1 C2597G A866G 0,960 1 1
TBX3 A818C K273T 0,954 1 1
GSTA2 325_327del 109_109del 0,941 1 1
HKR1 A566C K189T 0,941 1 1
ALMS1 C9004G P3002A 0,940 1 1
HYAL4 G1406T C469F 0,923 1 1
ASPM G8168C R2723T 0,831 1 1
AEBP1 A1088C D363A 0,774 1 1
KCNH5 T2918G V973G 0,760 1 1
SYNE2 G2551T E851X 0,730 1 1
CAMSAP1 G1987C D663H 0,706 1 1
CLSPN G1795A A599T 0,683 1 1
ANK3 G12239T R4080M 0,679 1 1
TIMM9 C259T Q87X 0,642 1 1
RCL1 G300T E100D 0,488 1 1
TCAIM A785T Q262L 0,286 1 1
IVL A996C Q332H 0,281 1 1
APOB A12409C T4137P 0,270 1 1
APBA2 C940T P314S 0,129 1 1
AMOT G1414A V472I 0,106 1 1
AGMO G1301T R434I 0,092 1 1
PRG3 G166T V56L 0,012 1 1
MCM7 C2087T A696V 0,011 1 1
BHMT2 G683T W228L 0,001 1 1
PER2 C867A F289L 0,001 1 1
KIAA1468 A1205G D402G 0,000 1 1
NR3C1 G1654C V552L 0,000 1 1
FAM186A 4594_4629del 1532_1543del 1 1 1 1
ABCA5 128dupT L43fs 1 1
JMJD8 821_832del 274_278del 1 1
SGMS1 G927T W309C 0,998 1 1 1
NOX5 C1957A L653M 0,733 1 1 1
ITGA1 G2893T A965S 0,536 1 1 1
MAGEC1 C650A S217Y 0,511 1 1 1
LILRA4 A770G K257R 0,506 1 1 1
SPPL2C C26T P9L 0,271 1 1 1
PHTF1 A625T I209F 0,003 1 1 1
ANKLE1 1919_1932del C640fs 1 1 1 1
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