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Supplemental Figure Legends

Supplemental Figure 1. Amino acid sequences of constructs.

Supplemental Figure 2. Activation loop phosphorylation of c-Src and mutants.
Experiments were carried out as described in the legend to Fig. 2A. Results shown in
Fig. 2A are at the top, and results from two additional independent experiments are
shown.

Supplemental Figure 3. Cas phosphorylation by c-Src and mutants. Experiments
were carried out as described in the legend to Fig. SA. Results shown in Fig. SA are at
the top, and results from two additional independent experiments are shown.

Supplemental Figure 4. Sam68 phosphorylation by c¢-Src and mutants. Experiments
were carried out as described in the legend to Fig. 7. Results shown in Fig. 7 are at the
top, and results from two additional independent experiments are shown.



Supplemental Figure 1
Amino acid sequences of wild-type and mutant forms of Src

WT

MDYKDHDGDYKDHDIDYKDDDDDKLAAAMGSNKSKPKDASQRRRSLEPSE
NVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKLFGGFNSSDTV
TSPQRAGALAGNSGGVTTFVALYDYESRTETDLSFKKGERLQIVNNTEGD
WWLAHSLSTGQTGYIPSNYVAPSDSGQDLWYFGKITRRESERLLLNAENP
RGTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRT
QFNSLQQLVAYYSKHADGLCHRLTTVCGISPTSKPQTQGLAKDAWEIPRE
SLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMK
KLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVD
MSAQIASGMAY VERMNY VHRDLRAANILVGENLVCKVADFGLARLIEDNE
YTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYPG
MVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQAF
LEDYFTSTEPQYQPGENL

U23C

MDYKDHDGDYKDHDIDYKDDDDDKLAAAMGSNKSKPKDASQRRRSLEPSE
NVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKLFGGFNSSDTV
TSPQRAGALAGNSWYFGKITRRESERLLLNAENPRGTFLVRESETTKGAY
CLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRTQFNSLQQLVAYYSKHA
DGLCHRLTTVCGQDLGGVTTFVALYDYESRTETDLSFKKGERLQIVNNTE
GDWWLAHSLSTGQTGYIPSNYVAPSDSGISPTSKPQTQGLAKDAWEIPRE
SLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMK
KLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVD
MSAQIASGMAYVERMNY VHRDLRAANILVGENLVCKVADFGLARLIEDNE
YTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYPG
MVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQAF
LEDYFTSTEPQYQPGENL

UC32

MDYKDHDGDYKDHDIDYKDDDDDKLAAAMGSNKSKPKDASQRRRSLEPSE
NVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKLFGGFNSSDTV
TSPQRAGALAGNSPTSKPQTQGLAKDAWEIPRESLRLEVKLGQGCFGEVW
MGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMKKLRHEKLVQLYAVVSEE
PIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVDMSAQIASGMAYVERMNY
VHRDLRAANILVGENLVCKVADFGLARLIEDNEYTARQGAKFPIKWTAPE
AALYGRFTIKSDVWSFGILLTELTTKGRVPYPGMVNREVLDQVERGYRMP
CPPECPESLHDLMCQCWRKEPEERPTFEYLQAFLEDYFRSGGVTTFVALY
DYESRTETDLSFKKGERLQIVNNTEGDWWLAHSLSTGQTGYIPSNYVAPS
DSIQAEEWYFGKITRRESERLLLNAENPRGTFLVRESETTKGAYCLSVSD
FDNAKGLNVKHYKIRKLDSGGFYITSRTQFNSLQQLVAYYSKHADGLCHR
LTTVCSRPQYQPGENL



302C

MDYKDHDGDYKDHDIDYKDDDDDKLAAAGGVTTFVALYDYESRTETDLSF
KKGERLQIVNNTEGDWWLAHSLSTGQTGYIPSNYVAPSDSGGNSMGSNKS
KPKDASQRRRSLEPSENVHGAGGAFPASQTPSKPASADGHRGPSAAFVPP
AAEPKLFGGFNSSDTVTSPQRAGALAQDLWYFGKITRRESERLLLNAENP
RGTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRT
QFNSLQQLVAYYSKHADGLCHRLTTVCGISPTSKPQTQGLAKDAWEIPRE
SLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMK
KLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVD
MSAQIASGMAYVERMNY VHRDLRAANILVGENLVCKVADFGLARLIEDNE
YTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYPG
MVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQAF
LEDYFTSTEPQYQPGENL

32UC

MDYKDHDGDYKDHDIDYKDDDDDKLAAAGGVTTFVALYDYESRTETDLSF
KKGERLQIVNNTEGDWWLAHSLSTGQTGYIPSNYVAPSDSGGNSWYFGKI
TRRESERLLLNAENPRGTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYK
IRKLDSGGFYITSRTQFNSLQQLVAYYSKHADGLCHRLTTVCGQDLMGSN
KSKPKDASQRRRSLEPSENVHGAGGAFPASQTPSKPASADGHRGPSAAFV
PPAAEPKLFGGFNSSDTVTSPQRAGALAGISPTSKPQTQGLAKDAWEIPR
ESLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVM
KKLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLV
DMSAQIASGMAYVERMNYVHRDLRAANILVGENLVCKVADFGLARLIEDN
EYTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYP
GMVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQA
FLEDYFTSTEPQYQPGENL*GS

32CU

MDYKDHDGDYKDHDIDYKDDDDDKLAAAGGVTTFVALYDYESRTETDLSF
KKGERLQIVNNTEGDWWLAHSLSTGQTGYIPSNYVAPSDSGGNSWYFGKI
TRRESERLLLNAENPRGTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYK
IRKLDSGGFYITSRTQFNSLQQLVAYYSKHADGLCHRLTTVCGQDLPTSK
PQTQGLAKDAWEIPRESLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKP
GTMSPEAFLQEAQVMKKLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDF
LKGETGKYLRLPQLVDMSAQIASGMAY VERMNYVHRDLRAANILVGENLV
CKVADFGLARLIEDNEYTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFG
ILLTELTTKGRVPYPGMVNREVLDQVERGYRMPCPPECPESLHDLMCQCW
RKEPEERPTFEYLQAFLEDYFTSTEPQYQPGENLEGISMGSNKSKPKDAS
QRRRSLEPSENVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKL
FGGFNSSDTVTSPQRAGALAGS



2UC3

MDYKDHDGDYKDHDIDYKDDDDDKLAAAWYFGKITRRESERLLLNAENPR
GTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRTQ
FNSLQQLVAYYSKHADGLCHRLTTVCGNSMGSNKSKPKDASQRRRSLEPS
ENVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKLFGGFNSSDT
VTSPQRAGALAQDLPTSKPQTQGLAKDAWEIPRESLRLEVKLGQGCFGEV
WMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMKKLRHEKLVQLYAVVSE
EPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVDMSAQIASGMAY VERMN
YVHRDLRAANILVGENLVCKVADFGLARLIEDNEYTARQGAKFPIKWTAP
EAALYGRFTIKSDVWSFGILLTELTTKGRVPYPGMVNREVLDQVERGYRM
PCPPECPESLHDLMCQCWRKEPEERPTFEYLQAFLEDYFTSTEPQYQPGE
NLEGISGGVTTFVALYDYESRTETDLSFKKGERLQIVNNTEGDWWLAHSL
STGQTGYIPSNYVAPSDSGS

3UC2

MDYKDHDGDYKDHDIDYKDDDDDKLAAAGGVTTFVALYDYESRTETDLSF
KKGERLQIVNNTEGDWWLAHSLSTGQTGYIPSNYVAPSDSGGNSMGSNKS
KPKDASQRRRSLEPSENVHGAGGAFPASQTPSKPASADGHRGPSAAFVPP
AAEPKLFGGFNSSDTVTSPQRAGALAQDLPTSKPQTQGLAKDAWEIPRES
LRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMKK
LRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVDM
SAQIASGMAYVERMNYVHRDLRAANILVGENLVCKVADFGLARLIEDNEY
TARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYPGM
VNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQAFL
EDYFTSTEPQYQPGENLEGISWYFGKITRRESERLLLNAENPRGTFLVRE
SETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRTQFNSLQQL
VAYYSKHADGLCHRLTTVCGS

RL/WA

MDYKDHDGDYKDHDIDYKDDDDDKLAAAMGSNKSKPKDASQRRRSLEPSE
NVHGAGGAFPASQTPSKPASADGHRGPSAAFVPPAAEPKLFGGFNSSDTV
TSPQRAGALAGNSGGVTTFVALYDYESRTETDLSFKKGERLQIVNNTEGD
AWLAHSLSTGQTGYIPSNYVAPSDSGQDLWYFGKITRRESERLLLNAENP
RGTFLVLESETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRT
QFNSLQQLVAYYSKHADGLCHRLTTVCGISPTSKPQTQGLAKDAWEIPRE
SLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQEAQVMK
KLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRLPQLVD
MSAQIASGMAYVERMNY VHRDLRAANILVGENLVCKVADFGLARLIEDNE
YTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGRVPYPG
MVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFEYLQAF
LEDYFTSTEPQYQPGENL



Catalytic domain

MDYKDHDGDYKDHDIDYKDDDDKLAAANSSIDLISPTSKPQTQGLAKDAW
EIPRESLRLEVKLGQGCFGEVWMGTWNGTTRVAIKTLKPGTMSPEAFLQE
AQVMKKLRHEKLVQLYAVVSEEPIYIVTEYMNKGSLLDFLKGETGKYLRL
PQLVDMSAQIASGMAYVERMNY VHRDLRAANILVGENLVCKVADFGLARL
IEDNEYTARQGAKFPIKWTAPEAALYGRFTIKSDVWSFGILLTELTTKGR
VPYPGMVNREVLDQVERGYRMPCPPECPESLHDLMCQCWRKEPEERPTFE
YLQAFLEDYFTSTEPQYQPGENL
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Supplemental Figure 2
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Supplemental Figure 3
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Supplemental Figure 4



