Supplementary Table 1

Plasmid name

Lyn-ECFP-FRB
FRB-ECFP-KRas4BCAAX
EYFP-FKBP
EYFP-FKBP-iSH2(mouse, beta)
mCherry-PH(Akt)

Plasmid sequence nucleotide sequence of ORF

TAGTTATTAATAGTAATCAATTACGGG(ATGGGATGTATAAAATCAAAAGGGAAAGACAGC
TAGTTATTAATAGTAATCAATTACGGGCATGGCTTCTAGAATCCTCTGGCATGAGATGTGGC
TAGTTATTAATAGTAATCAATTACGGG(ATGGTGAGCAAGGGCGAGGAGCTGTTCACCGG(
TAGTTATTAATAGTAATCAATTACGGG(ATGGTGAGCAAGGGCGAGGAGCTGTTCACCGG(
TAGTTATTAATAGTAATCAATTACGGG(ATGGTAAGCAAGGGCGAGGAGGATAACATGGCH



amino acid sequence of ORF

MGCIKSKGKDSADPPVATMVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTLTWGVQCFSRYPDHMKQ
MASRILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLLQAWDLYYHVFRF
MVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTFGYGLQCFARYPDHMKQHDFFKSAMPEGYVQERTII
MVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTFGYGLQCFARYPDHMKQHDFFKSAMPEGYVQERTII
MVSKGEEDNMAIKEFMRFKVHMEGSVNGHEFEIEGEGEGRPYEGTQTAKLKVTKGGPLPFAWDILSPQFMYGSKAYVKHPADIPDYLKLSFPEGFKWI



'HDFFKSAMPEGYVQERTIFFKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYISHNVYITADKQKNGIKANFKIRHNIEDGSVQLADHYQQNT1
ISKTSYPYDVPDYARSRAQASNSMVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTLTWGVQCFSRYPDHMKQ}
FFKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYNSHNVYIMADKQKNGIKVNFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNHYLSY
FFKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYNSHNVYIMADKQKNGIKVNFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNHYLSY
ERVMNFEDGGVVTVTQDSSLODGEFIYKVKLRGTNFPSDGPVMQKKTMGWEASSERMYPEDGALKGEIKQRLKLKDGGHYDAEVKTTYKAKKPVQLPGAYN



PIGDGPVLLPDNHYLSTQSALSKDPNEKRDHMVLLEFVTAAGITLGMDELYKGASGILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLK
1DFFKSAMPEGYVQERTIFFKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNYISHNVYITADKQKNGIKANFKIRHNIEDGSVQLADHYQQNT!
QSALSKDPNEKRDHMVLLEFVTAAGITLGMDELYKSAGGGVQVETISPGDGRTFPKRGQTCVVHYTGMLEDGKKFDSSRDRNKPFKFMLGKQEVIRGWEEGV
QSALSKDPNEKRDHMVLLEFVTAAGITLGMDELYKSAGGGVQVETISPGDGRTFPKRGQTCVVHYTGMLEDGKKFDSSRDRNKPFKFMLGKQEVIRGWEEGV

VNIKLDITSHNEDYTIVEQYERAEGRHSTGGMDELYKSGLRSRAQNDVAIVKEGWLHKRGEYIKTWRPRYFLLKNDGTFIGYKERPQDVDQRESPLNNFSVAQC(



.ETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLLQAWDLYYHVFRRISKSAGGSAGGSAGGTGGPRAQASNSAVDRSTGSR
PIGDGPVLLPDNHYLSTQSALSKDPNEKRDHMVLLEFVTAAGITLGMDELYKSGLRSKMSKDGKKKKKKSKTKCVIM
AQMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLESAGGSAGGSAGGSAGGSAGGPRAQASNSAVDGTAGPGSTGSR
AQMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLESAGGSAGGSAGGSAGGSAGGPRASKYQQDQVVKEDSVEAVGAQLKVYHQQYQDKSREYL
ALMKTERPRPNTFIIRCLQWTTVIERTFHVETPEEREEWATAIQTVADGLKRQEEETMDFRSGSPSDNSGAEEMEVSLAKPKHRVTMNSAVDGTAGPGSTGSR



JQLYEEYTRTSQELQMKRTAIEAFNETIKIFEEQGQTQEKCSKEYLERFRREGNEKEMQRILLNSERLKSRIAEIHESRTKLEQDLRAQASDNREIDKRMNSLKPDLIV



TQLRKIRDQYLVWLTQKGARQRKINEWLGIKNETEDQYSLMEDEDALPHHEERT



Supplementary Table 2

name Myr Pal Far Ger PBC ™
Lyn-ECFP-FRB + +

Fyn-ECFP-FRB + ++

Gap43-ECFP-FRB ++

FRB-ECFP-HRasCAAX ++

FRB-ECFP-KRas4BCAAX + +
FRB-ECFP-KRas4BCAAX-GG + +
LAT-ECFP-FRB-Kir-ER ++ +

Myr: Myristoylation, Pal: palmitoylation, Far: farnesylation, Ger: geranylgeranylatic



iISH2-mediated endocytosis targeting sequence

+ MGCIKSKGKDSA

+ MGCVQCKDKEATKLTEERDGSLNQ
+ MLCCMRRTKQV

+ KLNPPDESGPGCMSCKCVLS

KMSKDGKKKKKKSKTKCVIM
KMSKDGKKKKKKSKTKCCIL

LAT: MEEAILVPCVLGLLLLPILAMLMALCVHCH
Kir: RAQLLKSRITSEGEYIPLDQIDINVGFDSG
ER: NANSFCYENEVALTSK

+ +

in, PBC: polybasic cluster, TM: transmembrane helix
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