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Supplementary Figure 1. Low-energy collision-induced dissociation spectra for (A) the
phosphopeptide immunoprecipitated from yeast, (B) the synthetic phosphopeptide and (C)
the synthetic unphosphorylated peptide. and their predicted fragment ions. # denotes
phosphophorylation, * in sequence denotes residue containing 13C and 15N. Red and blue
stars indicate select fragment ions specifically labeled in spectra.
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Supplementary Figure 2

Supplementary Figure 2. Low-energy collision-induced dissociation spectra for (A) the
phosphopeptide immunoprecipitated from yeast, (B) the synthetic phosphopeptide and (C)
the synthetic unphosphorylated peptide. and their predicted fragment ions. # denotes
phosphophorylation, * in sequence denotes residue containing 13C and 15N. Red and blue
stars indicate select fragment ions specifically labeled in spectra.
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Supplementary Figure 3

Supplementary Figure 3. Low-energy collision-induced dissociation spectra for (A) the
co-eluting phosphopeptides immunoprecipitated from yeast, (B) the synthetic
phosphopeptide and (C) the synthetic unphosphorylated peptide. and their predicted
fragment ions. # denotes phosphophorylation, * in sequence denotes residue containing 13C
and 15N. Red and blue stars indicate select fragment ions specifically labeled in spectra.
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Supplementary Figure 4
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Supplementary Figure 4. Low-energy collision-induced dissociation spectra for (A) the
phosphopeptide immunoprecipitated from yeast, (B) the synthetic phosphopeptide and (C)
the synthetic unphosphorylated peptide. and their predicted fragment ions. # denotes
phosphophorylation, * in sequence denotes residue containing 13C and 15N. Red and blue
stars indicate select fragment ions specifically labeled in spectra.
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Supplementary Figure 5. Low-energy collision-induced dissociation spectra for (A) the
phosphopeptide immunoprecipitated from yeast, (B) the synthetic phosphopeptide and (C)
the synthetic unphosphorylated peptide. and their predicted fragment ions. # denotes
phosphophorylation, * in sequence denotes residue containing 13C and 15N. Red and blue
stars indicate select fragment ions specifically labeled in spectra.
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Weir et al. Supplementary Figure 6

Hs_Fyn      GTFLIRESETTKGAYSLSIRDWDDM-KGDHVKHYKIRKLDN-GGYYITTRAQF
Mm_Fyn      GTFLIRESETTKGAYSLSIRDWDDM-KGDHVKHYKIRKLDN-GGYYITTRAQF 
Rn_Fyn      GTFLIRESETTKGAYSLSIRDWDDM-KGDHVKHYKIRKLDN-GGYYITTRAQF 
Gg_Fyn      GTFLIRESETTKGAYSLSIRDWDDM-KGDHVKHYKIRKLDN-GGYYITTRAQF 
Xt_Fyn      GTYLIRESETTKGAYSLSIRDWDDM-KGDHVKHYKIRKLDN-GGYYITTRAQF 
Dr_Fyn      GTFLIRESETTKGAYSLSIQDWDET-KGDHVKHYKIRKLDN-GGYYITTRAQF 
 
Ce_Src1     GTFLIREREADTREFALTIRDTDDQRNGGTVKHYKIKRLDHDQGYFITTRRTF 
Dm_Src64B   GTFLVRPSEHNPNGYSLSVKDWEDGR-GYHVKHYRIKPLDN-GGYYIATNQTF 
Ce_Src2     GAFLVRDSESRQHDLSLSVRE------NDSVKHYRIRQLDH-GGYFIARRRPF 
Dm_SRC42    GAFLIRDSESRHNDYSLSVRD------GDTVKHYRIRQLDE-GGFFIARRTTF 
Sl_Srk1     GSFLIRDSETTPGDFSLSVKD------QDRVRHYRVRRLED-GSLFVTRRSTF 
Sl_Srk4     GSFLIRDSDTTPGDFSLSVRD------IDRVRHYRIKKLEN-GTYFVTRRLTF 

B

Yes    GIFLVRESETTKGAYSLSIRDWDEIRGDNVKHYKIRKLDNGGYYITTRAQF
Src    GTFLVRESETTKGAYCLSVSDFDNAKGLNVKHYKIRKLDSGGFYITSRTQF 
Fyn    GTFLIRESETTKGAYSLSIRDWDDMKGDHVKHYKIRKLDNGGYYITTRAQF 
Fgr    GAFLIRESETTKGAYSLSIRDWDQTRGDHVKHYKIRKLDMGGYYITTRVQF 
 
Lyn    GAFLIRESETLKGSFSLSVRDFDPVHGDVIKHYKIRSLDNGGYYISPRITF 
Hck    GSFMIRDSETTKGSYSLSVRDYDPRQGDTVKHYKIRTLDNGGFYISPRSTF  
Lck    GSFLIRESESTAGSFSLSVRDFDQNQGEVVKHYKIRNLDNGGFYISPRITF  
Blk    GSFLIRESETNKGAFSLSVKDVT-TQGELIKHYKIRCLDEGGYYISPRITF 
 
Frk    GSFLIRESESQKGEFSLSVLD-----GAVVKHYRIKRLDEGGFFLTRRRIF 
Srm    GAFLIRPSESSLGGYSLSVR-----AQAKVCHYRVSMAADGSLYLQKGRLF  
Brk    GAFLIRVSEKPSADYVLSVRD-----TQAVRHYKIWRRAGGRLHLNEAVSF 

Supplementary Figure 6. Multiple sequence alignment of the region of the SH2
domain harboring the equivalents of Tyr185, Tyr213 and Tyr14 of human Fyn for (A)
all human SFKs and (B) vertebrate Fyn orthologues (upper) and the SFKs found in
worm (Ce), fly (Dm) and sponge (Sl). Hs=human, Mm=mouse, Rn=rat, Gg=chicken,
Xt=frog and Dr=zebrafish. Blue highlight indicates the phosphotyrosine-interacting
arginine. Red highlight indicates tyrosine residues and yellow highlight indicates non-
tyrosine residues.



 
Yes   DFGLARLIE-DNE--YTARQGAKFPIKWTAPEAALYGRFTIK 
Src   DFGLARLIE-DNE--YTARQGAKFPIKWTAPEAALYGRFTIK 
Fyn   DFGLARLIE-DNE--YTARQGAKFPIKWTAPEAALYGRFTIK 
Fgr   DFGLARLIK-DDE--YNPCQGSKFPIKWTAPEAALFGRFTIK  
 
Lyn   DFGLARVIE-DNE--YTAREGAKFPIKWTAPEAINFGCFTIK 
Hck   DFGLARVIE-DNE--YTAREGAKFPIKWTAPEAINFGSFTIK 
Lck   DFGLARLIE-DNE--YTAREGAKFPIKWTAPEAINYGTFTIK 
Blk   DFGLARIID-S-E--YTAQEGAKFPIKWTAPEAIHFGVFTIK 
 
Frk   DFGLARVFKVDNEDIYESRHEIKLPVKWTAPEAIRSNKFSIK 
Srm   DFGLARLLK—--DDIYSPSSSSKIPVKWTAPEAANYRVFSQK 
Brk   DFGLARLIK—--EDVY-LSHDHNIPYKWTAPEALSRGHYSTK 

Hs_Fyn    DFGLARL-IEDNEYTARQGAKFPIKWTAPEAALYGRFTIK
Mm_Fyn    DFGLARL-IEDNEYTARQGAKFPIKWTAPEAALYGRFTIK 
Rn_Fyn    DFGLARL-IEDNEYTARQGAKFPIKWTAPEAALYGRFTIK 
Gg_Fyn    DFGLARL-IEDNEYTARQGAKFPIKWTAPEAALYGRFTIK 
Xt_Fyn    DFGLARL-IEDNEYTARQGMKFPIKWTAPEAALYGRFTIK 
Dr_Fyn    DFGLARL-IEDNEYTARQGAKFPIKWTAPEAALYGRFTIK 
 
Ce_Src1   DFGLARKLMEEDIYEARTGAKFPIKWTAPEAATCGNFTVK 
Dm_Src64B DFGLARV-IADDEYCPKQGSRFPVKWTAPEAIIYGKFSIK 
Ce_Src2   DFGLARILMKENEYEARTGARFPIKWTAPEAANYNRFTTK 
Dm_SRC42  DFGLARV-IKEDEYEARVGARFPIKWTAPEAANYSKFSIK 
Sl_Srk1   DFGLARV-IDEEIYEAHTGAKFPIKWTAPEAAMYNRFTIK 
Sl_Srk4   DFGLARV-IDEEIYEAKLGAKFPIKWTAPEAAMYSRFTIK 
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Supplementary Figure 7. Multiple sequence alignment of the activation loop region of
the kinase domain harboring the equivalent of Tyr420 (green highlight) of human Fyn
for (A) all human SFKs and (B) vertebrate Fyn orthologues (upper) and the SFKs found
in worm (Ce), fly (Dm) and sponge (Sl). Hs=human, Mm=mouse, Rn=rat, Gg=chicken,
Xt=frog and Dr=zebrafish. Blue highlight indicates the conserved activation loop
features. Red highlight indicates tyrosine residues and yellow highlight indicates non-
tyrosine residues.


