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Table S1: SRM parameters for the peptides monitored from EphA2 C0. 

Tyrosine 

monitored 
aSequence and charge 

cPrecursor 

ion (m/z) 

Fragment Fragment (m/z) 
Collision 

Energy (V) 

d1 2 1 2 1 2 

pY575 QSPEDV[Y575]FSK 2+ 640. 3 
y41+ y81+ 

624.2 1064.4 15 15 

Y575 QSPEDVY575FSK2+ 600.4 
y41+ y81+ 

544.4 983.8 12 15 

ppY588Y594 T[Y588]VDPHT[Y594]EDPNQAVLK 3+ 717.5 
b41+ y132 

559.4 796.1 15 15 

pY588Y594 T[Y588]VDPHTY594EDPNQAVLK 3+ 690.8 
b41+ y132 

559.4 756.4 15 15 

Y588pY594 TY588VDPHT[Y594]EDPNQAVLK 3+ 690.8 
y132+ y152+ 

796.2 903.8 20 15 

Y588Y594 TY588VDPHTY594EDPNQAVLK 3+ 664.2 
y132+ y152+ 

756.4 863.2 18 15 

pY772 VLEDDPEAT[Y772]TTSGGK 2+ 882.0 
y91+ y111+ 

965.0 1191.2 30 32 

Y772 VLEDDPEATY772TTSGGK 2+ 842.0 
y91+ y111+ 

885.2 1111.2 28 28 

pY960 IA[Y960]SLLGLK 2+ 529.2 
y71+ y81+ 

873.4 944.4 10 10 

Y960 IAY960SLLGLK 2+ 489.4 
y71+ y81+ 

793.4 864.4 10 10 

bSTD1 TLADFDPR2+ 467.8 
y51+ y61+ 

649.3 720.5 10 10 

bSTD2 VSDFGLSR2+ 440.7 
y51+ y71+ 

579.3 781.6 20 20 

bSTD3 LPSTSGSEGVPFR2+ 667.7 
y91+ y122+ 

935.6 611.0 25 25 

a) Phosphotyrosines monitored are within square brackets and numbered according to their position 

on EphA2 amino acid sequence. 

b) STD represents standard peptides used for normalization. 

c) Dwell time for each transition was 20 ms for all peptides. 

d) Two transitions were monitored for all peptides to ensure specificity and are indicated by the 

column headings “1” and “2. 

 

 

Figure S1. Product ion (PI) scans of autophosphorylated tyrosines identified on EphA2 C0. PI scans were 

acquired on a Thermo Scientific LTQ-Orbitrap coupled to an Aglilent 1100 HPLC. The peptide sequence 

is indicated above the spectrum and phosphorylated residues are shown in parentheses. Only y and b 

series ions are labeled.  Phosphorylated tyrosines with residue numbers are indicated by brackets.
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Figure S2: Dephosphorylation of phosphotyrosine and EphA2 phosphopeptides 

VLEDDPEAT(pY772)TTSGGK and VRLPGHQKRIA(pY960)SLLGLKDQ by HCPTP variants. A shows 

the rate of dephosphorylation of phosphotyrosine and B shows the rate of dephosphorylation of the 

pY772 and pY960 peptides. Phosphate release was monitored at A630 using the malachite green reagent.  
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Figure S3: Comparison of selected ion monitoring (SIM) vs. selected reaction monitoring (SRM) to 

follow dephosphorylation on specific tyrosines. % phosphorylation remaining at various time points for 3 

phosphotyrosines in EphA2 C0 treated with HCPTP-B by SIM and SRM are plotted. pY772 and pY575 

can be monitored by either method. However monitoring pY960 by SIM does not reflect the true 

dephosphorylation rate as another peptide with similar m/z coelutes and masks the pY960 signal. 
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Figure S4. SRM traces for the phosphorylated and standard peptides from one dephosphorylation time 

point study. A, B and C show respectively the SRM chromatographic trace for transition1 (T1) and 

transition2 (T2) for the 0 min, 30 min and 60 min time points for all phosphorylated tyrosines monitored. 

The inset shows peaks that are too small for the scale of the figure. Arrows in part C point to the coeluting 

peaks that correspond to the peptide of interest. The peaks can be clearly detected at the 60 min time point 

even when there is a small degree of noise in the data for low abundance peaks. D. Shows the SRM traces 

for the standard peptides monitored for the above three time points. The variation in the area of the peak 

measured among the standard peptides for all the time points monitored for the run is 7.2 %. 
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Figure S5. Rates of dephosphorylation and R
2
 (correlation coefficient) values obtained by fitting of an 

exponential rate equation to the SRM dephosphorylation plots for all tyrosines monitored are shown. The 

same data in Figures 2 and 3 are plotted here as amount of phosphotyrosine (nmol) vs. time for each 

individual tyrosine monitored. S3A shows the decrease in phosphotyrosine content for the 5 tyrosines 

monitored on EphA2 when treated with HCPTP-A. S3B shows the decrease in phosphotyrosine content 

for all 5 tyrosines monitored on EphA2 when treated with HCPTP-B. The concentration of the substrate 

(nmol) was determined from the stoichiometry calculations. All data are the average of 3 independent 

experiments and the error bars represent the standard deviation. 

 


