A LC-MS Peak 1

SA_2#551-728 RT: 17.47-21.68 AV: 60 NL: 2.80E5

T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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SA_2#658 RT: 19.92 AV: 1 NL: 436E3

T: ITMS + c ESId w Full ms2 979.25@cid35.00 [255.00-990.00]
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A

SA_2#751-877 RT: 22.40-25.15 AV: 42 NL: 1.59E5
T: ITMS + ¢ ESI E Fullms [200.00-2000.00]

LC-MS Peak 2
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SA_2#832 RT: 2412 AV: 1 NL: 478E4
T: ITMS + ¢ ESId w Fullms2 1240.25@cid35.00 [330.00-1255.00]
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A LC-MS Peak 3

SA_3#588-761 RT: 18.67-2266 AV: 58 NL: 8. 23E5 @
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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A LC-MS Peak 4
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SA_4#560.765 RT. 18.08-2230 AV 66 NL 107E6
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B LC-MS/MS Peak 4

SA_4#569-765 RT: 21.49-21.54 AV: 2 NL: 3.03E4 @
F: ITMS + c ESId w Full ms2 1125.24@cid35.00 [295.00-1140.00]
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A LC-MS Peak 5

SA_5#750-815 RT: 23.28-24.70 AV: 22 NL: 1.36E5 @
T: ITMS + ¢ ESI E Full ms [200.00-2000. 00]

100 563.282

o
&

90

85

1125211
80

75
1182.224

2]
3

1011.190

D
o

Loyl b by bewna e b s b b

w
]

591612

922274

P
i

1068.188

Relative Abundance
'S w
o o
il

534671

w
=
1111l

w
T

506.227

865.283

S a0 NN
o o o w
pi b laaa sl

o

| L 1234'603 1332.987 1465161 1659.341 1744927 1871114 1948530

T L e B e e
1 000 1100 1200 1 300 1400 1500 1600 1700 1800 1900 2000
m/iz

siihape i Lnka il Ad
LI S e e e e e ||[|||| T

808.282
352267
461872
283.209 J4o4 738 | 640102 4, 269 |
. | o " L ) ‘IL | '
0 300 400 500 600 900

o ©
o

B LC-MS/MS Peak 5

SA_5#750-815 RT: 24.03-24.09 AV: 2 NL: 3.94E4 @
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A LC-MS Peak 6

SA_6#601-903 RT: 19.05-24.95 AV: 101 NL: 8.66E5
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]

Relative Abundance
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B LC-MS/MS Peak 6

SA_6#601-903 RT: 23.04-23.24 AV: 2 NL: 1.21E4
F: ITMS + c ESId w Full ms2 1353.21@cid35.00 [360.00-1365.00]
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A LC-MS Peak 7

SA_7#714-979 RT: 21.45-26.34 AV: 89 NL: 1.51E6
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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B LC-MS/MS Peak 7

SA 7 #714-979 RT: 22.78-26.30 AV: 4 NL: 451E4
F: ITMS + c ESId w Full ms2 1253.28@cid35.00 [335.00-1265.00]

800

LA I

900

Wy
o
1000

T

hr
1100
miz

whallod
LIS S s s e

1300

1200

T
1400 1500 1600

)
100+
95
90
85
80
759

703

Relative Abundance
w S P (%)) o (2] [=2]
o o [$,] o o o LI,"I
Ll

- ) )
o o o U O
v b b b b b b b b b b b s

&)

o

613.316
542292

525280
574318

485305
414245

|

x10

702.358

684.360

667.324

726.328

773.335

756.380

855.331
873.363

837.343

822.414

890,363

1050.333

926.380
944 351

961.384
1032377

979.455
l el

1700

LI I N e s B B ) B

18

T
0f

0

T T

T
1900

2000

396.281 |432.370 |I
et g byl

” N ’ ‘1 NIl
vl byl Ly
500 600

400

Lh l 4
LA AR A RS
700

‘J|
T

llhl‘l |l
BSaanans:
800

m/iz

1000

T
1100

| 1082.308 1139.304
Tt Ty

1217.384
ARSS RARS AaRS:
1200



A LC-MS Peak 8

SA_8#705-861 RT: 22.70-26.21 AV: 52 NL: 3.88E5
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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F: ITMS + c ESId w Fullms2 1310.19@cid35.00 [350.00-1325.00]
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A LC-MS Peak 9

SA_9#817-911 RT: 26.41-28.30 AV: 32 NL: 7.13E5
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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SA_9#811-934 RT: 27.26-27.32 AV: 2 NL: 2.53E4
F: ITMS + c ESId w Full ms2 1267.20@cid35.00 [335.00-1280.00]
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A LC-MS Peak 10

SA_10#1137-1201 RT: 36.48-38.24 AV: 22 NL: 1.40E5 =]
T [TMS + ¢ ESI E Full ms [200.00-2000.00]
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A LC-MS Peak 11

SA_11#1104-1265 RT: 36.88-41.39 AV: 54 NL: 1.06E5
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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F: ITMS + c ESId w Full ms2 1230.65@cid35.00 [325.00-2000.00]
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A LC-MS Peak 12

SA_12#1258-1369 RT: 41.44-4449 AV: 37 NL: 1.02E5 @
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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A LC-MS Peak 13

SA_13#1501 RT: 4883 AV: 1 NL: 295E4
T: ITMS + ¢ ESI E Full ms [200.00-2000.00]
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Figure S4: Identification of JE2AmpsABC PG fragments by LC-MS and LC-MS/MS. The
collected peaks from the lysostaphin-cellosyl double-digested AmpsABC PG profile (Fig. 4a) were
analyzed by LC-MS (A) and LC-MS/MS (B). The determined masses of fragmented PG are

summarized in Table S3, while the corresponding identified fragments are illustrated in Fig. 4b.



