Supplementary File 2. Examples of intensity plots displaying selected multiple reaction monitoring experiments
for a plasma sample from a secondary stage syphilis-infected individual: 1a (synthetic hPTPs, even numbers) and
1b (endogenous (T. pallidum) PTPs, odd numbers). For each peptide the number of selected transitions
(channels) is reported. The x-axis shows the chromatographic retention time of the corresponding peptide while
the y-axis shows the relative intensity of the MS2 signal. Note: Signal fluctuations present in the ‘endogenous’
PTP chromatogram are always the result of just one transition, often coupled with a shift in retention time and
differing m/z-values differ from the hPTP run, thus these are considered to be noise.

a) Gradient 1- endogenous (T. pallidum) PTP view
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b) Gradient 1; hPTP view
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¢) Gradient 2, endogenous (T. pallidum) PTP view
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d) Gradient 2; hPTP view

P0O1_2
160208_15 12: MRM of 4 Channels ES+
6.65 TIC (TP_9)
724.7
- 6az 870 720810 843 6.46e4
¢ 7247 | 7247 724.7724.7 7247 8.89 O 970.:724.7
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 6: MRM of 4 Channels ES+
5.84 5.86 TIC (TP_23)
5729 | 572.9 7.29e4
2
5.94,572.9
7 Y
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 14: MRM of 5 Channels ES+
487 488 TIC (TP_21)
764.7 7647 2.71e5
R
R ———e———_ i T R ———
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 8: MRM of 5 Channels ES+
4.28 TIC (TP_10)
604.7 4.77e5
R
1
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 10: MBM of 5 Channels ES+
411 TIC (TP_27)
692.9 2.76e6
2
0
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 4: MRM of 5 Channels ES+
3.13 TIC (TP_28)
559.0 1.17e6
2 3.00
559.0
1
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 20: MRM of 4 Channels ES+
310 3.11 TIC (TP_6)
864.7 | gp4.7 1.65e4
° 3.03
° 864.7
32 4
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 16: MBRM of 3 Channels ES+
277 TIC (TP_14)
768.5 2.61e5
2
2
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 2: MBRM of 6 Channels ES+
2.55 TIC (TP_3)
531.0 256 3.31ed
o 531.0
° 2.60;531.0
25 ’
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00
160208_15 18: MBM of 4 Channels ES+
242 TIC (TP_4)
800.8 | 543 9.28e3
| 0.8 1.05 1.48 | 800.8
800.8 800.8 800.8 )
i e e — Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00



e) Gradient 3; endogenous (T. pallidum) PTP view
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f) Gradient 3; hPTP view
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