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METAPROTEOMICS 

 Identified 

in two-step 

but not in 

one-step 

method. 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step 

Method 

Two 

Step 

Metho

d 

1 2 2 437.255 -0.0003 EVAKEIGK 9 12.3 98.6 

6 6 2 468.761 -0.0072 MLFGELVK 9 64.9 98.4 

6 6 2 441.251 0.0007 QSLGAHLR 9 80.1 98.3 

1 3 2 407.226 -0.0001 LNVENPK 9 87.4 98.1 

1 3 2 634.853 0.0003 WLSLPGETRPL 11 88.1 96.6 

6 6 2 511.751 0.0002 EHFAIYKD 8 66.1 95.5 

Supporting Information S13.  



1 Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 2 2 437.255 -0.0003 EVAKEIGK 9 12.3 98.6 



1 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 2 2 437.255 -0.0003 EVAKEIGK 9 12.3 98.6 



1 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 2 2 437.255 -0.0003 EVAKEIGK 9 12.3 98.6 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 468.761 -0.0072 MLFGELVK 9 64.9 98.4 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 468.761 -0.0072 MLFGELVK 9 64.9 98.4 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 468.761 -0.0072 MLFGELVK 9 64.9 98.4 



3 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 441.251 0.0007 QSLGAHLR 9 80.1 98.3 



3 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 441.251 0.0007 QSLGAHLR 9 80.1 98.3 



3 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 441.251 0.0007 QSLGAHLR 9 80.1 98.3 



4 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two 

Step 

Method 

1 3 2 407.226 -0.0001 LNVENPK 9 87.4 98.1 



4 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two 

Step 

Method 

1 3 2 407.226 -0.0001 LNVENPK 9 87.4 98.1 



4 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two 

Step 

Method 

1 3 2 407.226 -0.0001 LNVENPK 9 87.4 98.1 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 3 

7802 2 634.853 0.0003 

WLSLPGETRPL 

11 88.1 96.6 

5 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 3 

7802 2 634.853 0.0003 

WLSLPGETRPL 

11 88.1 96.6 

5 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

1 3 

7802 2 634.853 0.0003 

WLSLPGETRPL 

11 88.1 96.6 

5 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 4385 2 511.751 0.0002 

EHFAIYKD 

8 66.1 95.5 

6 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 4385 2 511.751 0.0002 

EHFAIYKD 

8 66.1 95.5 

6 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z D Mass Sequence Sc One Step Method Two Step Method 

6 6 4385 2 511.751 0.0002 

EHFAIYKD 

8 66.1 95.5 

6 



PROTEOGENOMICS 

Identified in 

two-step but 

not in one-

step method. 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two 

Step 

Method 

6 3 2 510.232 0.0061 MDNAIGDQR 9 66.1 96.7 

4 3 2 498.774 -0.0005 MSPHLQRK 9 92.1 96.2 

6 5 2 574.2341 0.0019 GEEEGEGGGGGGR 9 84.8 97.5 

6 5 2 679.8591 -0.0093 RTSVCPRTWPR 10 73.85 98.1 

1 

2 

3 

4 



1 
Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 6 2 510.232 0.0061 MDNAIGDQR 9 66.1 96.7 



1 
Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 3 2 510.232 0.0061 MDNAIGDQR 9 66.1 96.7 



1 
Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

6 3 2 510.232 0.0061 MDNAIGDQR 9 66.1 96.7 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

4 3 2 498.774 -0.0005 MSPHLQRK 9 92.1 96.2 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

4 3 2 498.774 -0.0005 MSPHLQRK 9 92.1 96.2 



2 

Spectrum information Identification Peptide Conf  

Sample Fraction Charge Theor m/z 

D Mass Sequence 

Sc 

One Step Method 

Two Step 

Method 

4 3 2 498.774 -0.0005 MSPHLQRK 9 92.1 96.2 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method 

Two Step 

Method 

6 5 2617 2 574.2341 0.019598 GEEEGEGGGGGGR 9 84.84 97.48 

3 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method 

Two Step 

Method 

6 5 2617 2 574.2341 0.019598 GEEEGEGGGGGGR 9 84.84 97.48 

3 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method 

Two Step 

Method 

6 5 2617 2 574.2341 0.019598 GEEEGEGGGGGGR 9 84.84 97.48 

3 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method Two Step Method 

6 5 3792 2 679.8591 -0.00927 RTSVCPRTWPR 10 73.85 98.08 

4 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method Two Step Method 

6 5 3792 2 679.8591 -0.00927 RTSVCPRTWPR 10 73.85 98.08 

4 



Spectrum information Identification Peptide Conf  

Sample Fraction Scan Charge Theor m/z 
D Mass Sequence 

Sc One Step 

Method Two Step Method 

6 5 3792 2 679.8591 -0.00927 RTSVCPRTWPR 10 73.85 98.08 

4 



Metaproteomics (Identified in 

one-step but not by two-step 

method) 
Spectrum One Step Method Conf Sc Two Step Method Conf Sc Reason why it was not identified in two step method 

18.1.1.3933.1 NNEDEIAGK 97.6 11 DLTEQQQK 17.3  8  Protein present in second step database. Reason unknown. 

19.1.1.2087.1 AEAPAAPAQEAPK 99 13  HPFQPWVNPK  6.0  1  Protein present in second step database. Reason unknown. 

19.1.1.6769.1 IALTPVAIAAGR 99 13 ALLTPVAIAAGR 99.0  13  Not detected in the first step.  

19.1.1.7363.1 VQIVGDDLFVTNPER 97.4 13  VQLVGDDLFVTNPER  99.0  13  Not detected in the first step.  

19.1.1.7502.1 GDMGIEVPFEMVPVYQK 99 16 

 ANLHAEPDYLEVLEQ

QT  8.0  1 Protein present in second step database. Reason unknown. 

19.1.1.8053.1 VAQEEIFGPVATVIK 96.4 12 VQLYGPTNVAPIISK 12.4  8 Protein present in second step database. Reason unknown. 

33.1.1.4545.1 ASGEVPLDVAPQGK 99 15 AKDNAVMSTRFK 76.5  9  Protein present in second step database. Reason unknown. 



Spectrum One Step Method Conf Sc 

18.1.1.3933.1 NNEDEIAGK 97.6 11 



Spectrum Two Step Method Conf Sc 

18.1.1.3933.1 DLTEQQQK 17.3  8 



Spectrum One Step Method Conf Sc 

19.1.1.2087.1 AEAPAAPAQEAPK 99 13 



Spectrum Two Step Method Conf Sc 

19.1.1.2087.1  HPFQPWVNPK  6.0  1 



Spectrum One Step Method Conf Sc 

19.1.1.6769.1 IALTPVAIAAGR 99 13 



Spectrum Two Step Method Conf Sc 

19.1.1.6769.1 ALLTPVAIAAGR 99.0  13 



Spectrum One Step Method Conf Sc 

19.1.1.7363.1 VQIVGDDLFVTNPER 97.4 13 



Spectrum Two Step Method Conf Sc 

19.1.1.7363.1  VQLVGDDLFVTNPER  99.0  13 



Spectrum One Step Method Conf Sc 

19.1.1.7502.1 GDMGIEVPFEMVPVYQK 99 16 



Spectrum Two Step Method Conf Sc 

19.1.1.7502.1  ANLHAEPDYLEVLEQQT  8.0  1 



Spectrum One Step Method Conf Sc 

19.1.1.8053.1 VAQEEIFGPVATVIK 96.4 12 



Spectrum Two Step Method Conf Sc 

19.1.1.8053.1 VQLYGPTNVAPIISK 12.4  8 



Spectrum One Step Method Conf Sc 

33.1.1.4545.1 ASGEVPLDVAPQGK 99 15 



Spectrum Two Step Method Conf Sc 

33.1.1.4545.1 AKDNAVMSTRFK 76.5  9 



ProteoGenomics (Identified in one-

step method but not by two-step 

method) 

Spectrum One Step Method Conf Sc Two Step Method Conf Sc 

Reason why it was not identified in two step 

method 

17.1.1.1993.1 FRFPSAFFSSVFPAAIEPGERASAR 99.0 13 

 LLNYNAQPLNSVQK

ALELTGEGEDK  1  7 

Protein present in second step database. Reason 

unknown. 

26.1.1.484.1 GLSHAAASPGGASAGGR 99.0 11 

GLSHAAASPGGASAG

GR 24.1 11 Peptide identified at a lower Conf Sc. 

33.1.1.7390.1 FNIHAPLCNTKK 99.0 13 NFLYAWCGKRK 61.9  9 

Similar accession numbers. Peptide identified when 

correct accession numbers were restored. 

35.1.1.3120.1 EAMSSKVSR 94.3 9 SISMSVAGSR 44.9  7 

Similar accession numbers. Peptide identified when 

correct accession numbers were restored. 

42.1.1.365.1 MNVGGAGVAGK 97.5 9 MNVGGAGVAGK 81.7  9  Peptide identified at a lower Conf Sc. 



Spectrum One Step Method Conf Sc 

17.1.1.1993.1 FRFPSAFFSSVFPAAIEPGERASAR 99.0 13 



Spectrum Two Step Method Conf Sc 

17.1.1.1993.1  LLNYNAQPLNSVQKALELTGEGEDK  1  7 



Spectrum One Step Method Conf Sc 

26.1.1.484.1 GLSHAAASPGGASAGGR 99.0 11 



Spectrum Two Step Method Conf Sc 

26.1.1.484.1 GLSHAAASPGGASAGGR 24.1 11 



Spectrum One Step Method Conf Sc 

33.1.1.7390.1 FNIHAPLCNTKK 99.0 13 



Spectrum Two Step Method Conf Sc 

33.1.1.7390.1 NFLYAWCGKRK 61.9  9 



Spectrum One Step Method Conf Sc 

35.1.1.3120.1 EAMSSKVSR 94.3 9 



Spectrum Two Step Method Conf Sc 

35.1.1.3120.1 SISMSVAGSR 44.9  7 



Spectrum One Step Method Conf Sc 

42.1.1.365.1 MNVGGAGVAGK 97.5 9 



Spectrum Two Step Method Conf Sc 

42.1.1.365.1 MNVGGAGVAGK 81.7  9 


