Table S1

. List of primers used used in this study. OEPCR, overlap extension PCR.

Purpose Template(s) Notes Primer (5’ to 3')
Add attB Forward GGGGACAAGTTTGTACAAAAAAGCAGGCTTCACCATGTTTGG
site and PAKA GAAGAGGAAGAAGC
Kozak Reverse GGGGACCACTTTGTACAAGAAAGCTG
sequence GGTCTCTGGTGCGGTTCTGGCG
Add attB Forward GGGGACAAGTTTGTACAAAAAAGCAGGCTTTAAGACCATG
site and TAOK2 CCAGCTGGGGGCCGG
Kozak Reverse GGGGACCACTTTGTACAAGAAAGCTGGGTCTGCCTCTTGGAA
sequence CAGGATCTTCTTC
Kinase D136N Forward GGGAAGATCCACAGAAACATCAAGGGAGCCAAC
:ﬁejtition GCK D136N Reverse GTTGGCTCCCTTGATGTTTCTGTGGATCTTCCC
Kinase D153N Forward ATCATGTGATTCACCGGAATATCAAGGGCCAGAATG
:ﬁejtition HGK D153N Reverse CATTCTGGCCCTTGATATTCCGGTGAATCACATGAT
Kinase D137N Forward CAGAAGAAGATACACAGGAACATCAAGGGAGCTAACATC
:ﬁejtition HPK1 D137N Reverse GATGTTAGCTCCCTTGATGTTCCTGTGTATCTTCTTCTG
) CACAGTAAAGGAAAAATGCACAGAAATATAAAGGGAGCTAAC
Kinase D136N Forward
dead KHS2 ATTCTATTAAC
) GTTAATAGAATGTTAGCTCCCTTTATATTTCTGTGCA CCT
mutation D136N Reverse
TTACTGTG
Kinase D153N Forward CAAGGTGATCCATCGAAACATCAAGGGGCAG
dead ) MINK D153N Reverse CTGCCCCTTGATGTTTCGATGGATCACCTTG
mutation
Kinase D149N Forward GAGAAAAATACACCGAAATATCAAGGCGGGAAATA GC
:ﬁejtition mMST1 D148N Reverse GCAAAATATTTCCCGCCTTGATATTTCGGTGTA CTC
) CACTTTATGAGAAAAATACACAGAAATATAAAAGCTGGAAATA
Kinase D146N Forward TTeTCCTC
dead ) MST2 GAGGAGAATATTTCCAGC ATATTTCTGTGTA CTCAT
mutation D146N Reverse
AAAGTG
Kinase D156N Forward GGAGAAGAAAATCCACAGAAACATTAAAGCGGCCAACG
:ﬁejtition MST3 D156N Reverse CGTTGGCCGCTTTAATGTTTCTGTGGA CTTCTCC
Kinase D151N Forward CACAACATGATCCATAGGAATGTGAAGGCTGGAAACATC
:ﬁejtition TAOK2 D151N Reverse GATGTTTCCAGCCTTCACATTCCTATGGATCATGTTGTG
Kinase D440N Forward GTCATCCACCGGAACATCAAGAGCGAC
dead ) PAK4 D440N Reverse GTCGCTCTTGATGTTCCGGTGGATGAC
mutation
D3814/D382A/D383A GTTGTGATCCAAGCTGCTGCCGTGGAGTGCAC
PKC loop PKCB Forward
mutation Eg’fjﬁé D382A/D383A GTGCACTCCACG GCAGCAGCTTGGATCACAAC
S443A/D444A Forward CATCCACCGGGACATCAAGGCCGCCTCGATCCTGCTGACCCAT
PAK KxxN bAKA G
tati
mutation S443A/DA44A Reverse _(lzéTGGGTCAGCAGGATCGAGGCGGCC‘I‘I’GATGTCCCGGTGGA
PAK S445N iiii hiéi?\g)x?;war g CCGGGACATCAAGGCCGCCAACATCCTGCTGACCCATGATG
activating PAK4 S443A/D444A S445gN (on KooN
mutation CATCATGGGTCAGCAGGATGTTGGCGGCCTTGATGTCCCGG
background) reverse
GACCTGCGCAAGCAGCAGGAGCGCGAGGACCTCTTCAACGAG
PAK4 R359E/L362D Forward GTGGTAATC




PAK Loop

GATTACCACCTCGTTGAAGAGGTCCTCGCGCTCCTGCTGCTTG

step 1' R359E/L362D Reverse CGCAGGTC
mutation
BAK Loo R355E/K356E/Q357A/Q3 | CGTCAAGAAGATGGACCTGGAGGAAGCAGAAGATGAGCGCG
sten 2 P PAK4 R359E/ 58ED/R360I Forward AGGACCTCTTC
mui’ation L362D R355E/K356E/Q357A/Q3 | GAAGAGGTCCTCGCGCTCATCTTCTGCTTCCTCCAGGTCCATCT
58ED/R360I Reverse TCTTGACG
PAKDFG+L | o ) F461V Forward TGTCAGACTTTGGGGTCTGCGCCCAGGTG
mutation F461V Reverse CACCTGGGCGCAGACCCCAAAGTCTGACA
AL47S/A148D Forward GAAAATTCACCGAGACATAAAATCTGACAATGTCTTGCTCTCA
MST4 KN | o G
tati TTTT TTTT
mutation AL47S/AL48D Reverse ETGAGAGCAAGACATFGTCAGA ATGTCTCGGTGAA
MST4 Loop E63K/DE6L Forward )?T';ié?]GAAGCCGAAGATAAAATAGAACTCATFCAG CAAGAA
step 1 MST4 CAGTTATTTCTTGCTGAATGAGTTCTATTTTATCTTCGGCTTCCT
mutation E63K/D66L Reverse CAA
MISTA L ES8R/ES9K/AG0Q/E61Q/ | GCTATTAAAATCATAGACCTTCGCAAGCAGCAGAAAATAGAAC
o oop ViSTa E63K/De6L | _D62X/164R Forward TCATTCAGC
mui’a ton ES8R/ES9K/AG0Q/E61Q/ | GCTGAATGAGTTCTATTTTCTGCTGCTTGCGAAGGTCTATGATT
D62X/I64R Reverse TTAATAGC
MST4 V165F Forward GCTGATTTTGGATTTGCTGGTCAGCTG
DFG+1 MST4 V165F Reverse AGCTGACCAGCAAATCCAAAATCAGC
mutation
Forward of PAK4 FL (with | GGGGACAAGTTTGTACAAAAAAGCAGGCTTCACCATGTTTGG
Create full PAK4 FL attB and Kozak) GAAGAGGAAGAAGCGGG
length Reverse overlap GAGCGGGGGCCAGGGGGCCCAGG AACAGCAGGGGCG
PAK4-M4 Forward overlap CGCCCCTGCTGTTCCTGGGCCCCCTGGCCCCCGCTC
by OEPCR | PAK4-cat Reverse (with attB) GGGGACCACTTTGTACAAGAAAGCTGGGTCTCTGGTGCGGTT
CTGG CGCATG
PﬁK - SA74E Forward CCCCGAAGGAAGGAGCTGGTCGGCACGC
PROSPROMI | b AK4 and PAK4-M4
metic. S474E Reverse GCGTGCCGACCAGCTCCTTCCTTCGGGG
mutation
PAK4 DAKASTAE and Forward ATGACGATAAAGCAAGGGATCCGTTTGGGAAGAGGAAGAAG
pcDNA-Flag PAKA-MASAT4E C
subcloning Reverse CGGCCGTTACTAGTGGATCCTCACTATCTGGTGCGGTTCTG
GCAGCAGAGGCGCGAGCTACTATTTAACGAGGTGGTAATCAT
shRNA Forward
resistant PAK4 GAG
CTCATGATTACCACCTCGTTAAATAGTAGCTCGCGCCTCTGCTG
PAK4 Reverse C
Forward CGCTATAAGCGCTGGAAGTCATAGGGGCATGGC
YSK1E293* | YSK1-cat
Reverse GCCATGCCCCTATGACTTCCAGCGCTTATAGCG
Creat Forward of PAK4cat (with | GGGGACAAGTTTGTACAAAAAAGCAGGCTTCACCATGGCCCG
PrA‘Z eMSTl PAK4 cat or attB and Kozak) TGCCCGCCAGGAAAATGG
. PAK4M4cat CTTCCTGGCGCTTCAGTTTCACATCTCTGGTGCGGTTCTGGCG
and Reverse overlap CATG
M4 _
PAKA CATGCGCCAGAACCGCACCAGAGATGTGAAACTGAAGCGCCA
MST1 Forward overlap
chimeras MST1 GGAAG
by OEPCR Reverse (with attB) GGGGACCACTTTGTACAAGAAAGCTGGGTCGAAGTTCTGTTG
CCTCCTCTTCTTG
Create B-
catenin B-catenin S552A Forward GTTCCACCCATGGCGGTGCGCCGTTGG

minor PAK4




sites

mutant S552A Reverse CCAACGGCGCACCGCCATGGGTGGAAC
T556A Forward CCTCCATGGGTGGAGCGCAGCAGCAG
T556A Reverse CTGCTGCTGCGCTCCACCCATGGAGG
Create +1W | B-catenin V676W Forward CAAGAAGCGGCTTTCATGGGAGCTGACCAGTTC
~cateni S552A/T556A
B-catenin / V676W Reverse GAACTGGTCAGCTCCCATGAAAGCCGCTTCTTG
Creat
reate . S675A Forward GATTACAAGAAGCGGCTTGCAGTCGAGCTGACCAGTTC
phospho- B-catenin
resistant B- | S552A/T556A
e S675A Reverse GAACTGGTCAGCTCGACTGCAAGCCGCTTCTTGTAATC
B-catenin . K672G/RE73Y/LE7AN/SET | A CAGGATTACAAGGGATATAATACAGTCGAGCTGACCAG
MST motif B-catenin 5T Forward
mutation S552A/T556A
/ KE72G/R673Y/LOTAN/SET | o1 AGCTCGACTGTATTATATCCCTTGTAATCCTGTGGC
step 1 5T Reverse
B-catenin | B-catenin E677R/L678R/T679K/S68 | GGATATAATACAGTCCGGCGGAAAAAATCCCTCTTCAGGACA
MST motif | S552A/T556A/ 0K Forward G
mutation K672G/R673Y/L674 | E677R/L678R/T679K/S68
ciep 2 N/SE7ST o Fevern CTGTCCTGAAGAGGGATTTTTTCCGCCGGACTGTATTATATCC
B-catenin
VST T675A Forward CAAGGGATATAATGCAGTCCGGCGGAAAAAATC
phospho- B-catenin MST
resistant

control

T675A Reverse

GA CCGCCGGACTGCATTATATCCCTTG




