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H3.1 K27-R40:
KMe1SAPATGGVKMe1KPHR

id list per inj. peptide

i= 20130708_293THistone H3.1K27MeK36Me [prop_d0]

i= 20130708_293THistone

H3.1K27MeK36Me [pic,prop_d0]

de+7

3e+7

2e+7

1e+7

1+ 2+ 3+ 4+
1685970 =——+=—— 843.488 —-- 562.661 =——ccemm— 422248 ——e—
1748.981 —- 874994 ——-- 583.665 =——crrmm—— 438.001 =——cn—

20130708_293THistones pr&%&vspropricL H3incl_TMM

46 48

50 52 56



H3.1_K27-R40: KMelSAPATGGVKMelKPHR

Quanti event: 43.5-44.8min

injection
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

Quanti event: 53.8-55.3min

injection
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

peptide
H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]
H3.1K27MeK36Me [prop_d0]

H3.1K27MeK36Me
[pic,prop_d0]

charge
1
1

charge

m/z
1685.9697
1748.9806

843.4885
874.9939

562.6614
583.6651

422.2479
438.0006

m/z
1685.9697
1748.9806

843.4885
874.9939

562.6614
583.6651

422.2479
438.0006

auc
0.0e+0
0.0e+0

1.3e+8
0.0e+0

1.1e+8
6.8e+6

0.0e+0
4.6e+4

auc
0.0e+0
0.0e+0

1.3e+5
7.2e+8

0.0e+0
3.5e+7

0.0e+0
0.0e+0

8e+6

6e+6 -

2e+6-

Oe+0-

5e+7

3e+7

2e+7

1e+7

—‘L"--\--- - » c—
| e | T T <l ey T T T 1
54.0 54.2 54.4 54.6 54.8 55.0 55.2
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H3.1_K27-R40: Prop-KMelSAPATGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 7938
retention time 44.3min
precursor m/z 843.4865 M H2 843.4885
precursor charge 24 MH Apass Da -0.0041
MH Apass ppm 2.4
edit peptide
© {Propionyl}K{Methyl,Propionyl}]SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 7938 (44.3min) 2+ 843.4865Da b++ b y y++
> & Propiony 1629.94  815.48 14
1 128.09 255.17 "‘e"‘y‘g"w‘v‘ 1431.81 716.41 13
2 171.60 342.20 A 1344.77 672.89 12
3 207.12 413.24 p 1273.74 637.37 11
& 4 255.65 510.29 A 1176.68 588.85 10
5 291.17 581.33 T 1105.65 553.33 9
‘z‘" 6 341.69 682.38 1004.60 502.80 8
i G
7 370.20 739.40 G 947.58 474.29 7
& & o 8 398.71 796.42 v 890.56 445.78 6
Wl
> - c‘“ o *w . o o N & 9 448.25 895.49 K 791.49 396.25 5
x ‘5 »
4 _\,n" 4.;? ) & i & 8 10 547.32  1093.63 “e‘"f'i'z’w"*‘ 593.35 297.18 4
* T :
i i 11 639.38  1277.75 proplond 409.23 205.12 3
i" 0 Jar |‘.|,|.ui ,.I..Il l |L»,|. 7 . . | ' P
r r T T T T T 12 687.90 1374.80 312.18 156.59 2
200 400 600 800 1,000 1,200 1,400 H
13 756.43  1511.86 R 175.12 88.06 1

14 834.48 1667.96

*
|

= 140Da diagnostic ion
171Da diagnostic ion

B
Il



H3.1_K27-R40: PIC-KMe1SAPATGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 11058
retention time 54.2min
precursor m/z 874.9935 M H2* 874.9939
precursor charge 24 MH Apass Da -0.0008
MH Apass ppm -0.5
edit peptide
© {PIC}K{Methyl,Propionyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 11058 (54.3min) 2+ 874.9935Da w”‘ b++ b y Y+
: 60.53  120.04 'iz 1629.94  815.48 14
| >
: iy 1 159.59 318.18 Me‘"V'PS'°P'°"V' 1431.81 716.41 13
N
> 2 203.11 405.21 A 1344.77 672.89 12
3 238.63 476.25 p 1273.74 637.37 | 11
4 287.16 573.30 R 1176.68 588.85 10
5  322.67 644.34 T 1105.65 553.33 9
# 9 ~ 6 373.20 745.39 G 1004.60 502.80 8
&
< 7 401.71 802.41 947.58 474.29 7
$ G
9 o 8  430.22 859.43 v 890.56 445.78 6
Ng ° ¥
3 Sy I > Py ¥ ‘ 9 479.75 958.50 K 791.49 396.25 5
g s LN » i g H
& e g gl & P $ 10 578.82  1156.64 Me‘"Y'R"W"v' 593.35  297.18 4
* | ‘ \ | l
{ i 11 670.88  1340.76 Procicrnt 409.23 205.12 3
il L|‘ | Hl.ll‘ [T T .w] i l ||| it T ‘l‘ A l | il | R (N - \ P
T T T T ' g T T 12 719.41  1437.81 312.18 156.59 2
200 400 600 800 1,000 1,200 1,400 1,600 H
13 787.94  1574.87 R 175.12 88.06 1

14 865.99 1730.97

* = 140Da diagnostic ion
# = 171Da diagnostic ion



id list per inj.

8e+5

6e+5

de+5

2e+5

i= 20130708_293THistone

i= 20130708_293THistone

255

H3.1 K27-R40:
KMelSProp?APATProp?GGVKMelKPHR

Only S28-prop MS2 found for double peaks.

peptide

H3.1K27MeS28PropK36Me [prop_d0]

H3.1K27MeS28PropK36Me [pic,prop_d0]

1+ 2+
1741996 =————- 871502 =———-=»=——-
1805.007 =+ =——————- 903.007 == =———

20130708 _293THistones_propL2xvspropLpicL_H3incl_ TMM

IN A

1

| &

—

52

) “52 64 B¢



H3.1_K27-R40: KMelSProp?APATProp?GGVKMelKPHR

256

Quanti event: 49.6-50.9min
injection peptide charge m/z auc ’
20130708_293THistones_proplL2xvspropLpicL_H3incl_ TMM H3.1K27MeS28PropK36Me 1 1741.9959 0.0e+0 1e+5 \

[prop_d0Q] | [
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27MeS28PropK36Me 1 1805.0068 0.0e+0

[pic,prop_d0]
20130708_293THistones_propL2xvspropLpicL_H3incl_ TMM H3.1K27MeS28PropK36Me 2 871.5016 7.9e+6 2e+5+ s s

[prop_do0] / \
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27MeS28PropK36Me 2 903.0071  0.0e+0 § i

[pic,prop_d0] Oe+0- I/ \|

50.2 50.3 50.4 50.5 50.6 50.7

Quanti event: 59.7-61.1min

injection peptide charge m/z auc 8e+5 ,/\..
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM H3.1K27MeS28PropK36Me 1 1741.9959 0.0e+0
[prop_d0] 6e+5 -
20130708_293THistones_proplL2xvspropLpicL_H3incl_ TMM H3.1K27MeS28PropK36Me 1 1805.0068 0.0e+0 S -
[pic.prop_do0] 4e+5- /\/
20130708_293THistones_proplL2xvspropLpicL_H3incl_ TMM H3.1K27MeS28PropK36Me 2 871.5016 0.0e+0 ¢
[prop_do0] 2e+5- / 3
20130708_293THistones_propL2xvspropLpicL_H3incl_ TMM H3.1K27MeS28PropK36Me 2 903.0071 2.3e+7 i \
[pic,prop_do] Oe+0-"= . v . r




H3.1_K27-R40: Prop-KMelSPropAPATGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 9839
retention time 50.5min
precursor m/z 871.4999 M H2* 871.5016
precursor charge 24 MH A555 Da -0.0035
MH Apass PPM -2.0
edit peptide
© {Propionyl}K{Methyl,Propionyl}S{Propionyl}JAPATGGVK{Methyl,Propionyl}K{Propioi = align
scan: 9839 (50.5min) 2+ 871.4999Da
,o'?
g
49

g
;;‘
g s
N
> 2 o o > g
~ Sb 5 & Ey i& $D ] $ S > . 4
> g <P_§ ‘F Oy 3{ o
o | | P e vl e ‘.Il.‘ll4 M allag oot i \ |

200 400 600 800 1,000 1,200 1,400
* —

B
Il

= 140Da diagnostic ion

171Da diagnostic ion

b++

128.09
199.62
235.14
283.66
319.18
369.71
398.22
426.73
476.26
575.33
667.39
715.92
784.45

862.50

255.17
398.23
469.27
566.32
637.36
738.40
795.42
852.45
9 bAH"
1149.65
1333.77
1430.83
1567.88
1723.99

Propionyl
Methyl.Propionyl

Propionyt

A
=)
A
T
G
G
Vv
K

Methy, P

3

piony

P

3
2
E]
s

21w i)

y
1685.97
1487.83
1344.77
1273.74
1176.68
1105.65
1004.60

947.58
890.56
791.49
593.35
409.23
312.18
4751012

257

Y4+
843.49
744.42
672.89
637.37
588.85
553.33
502.80
474.29
445.78
396.25
297.18
205.12
156.59

88.06



H3.1_K27-R40: PIC-KMel1SPropAPATGGVKMe1lKPHR MS/MS

Experimental spectrum Theoretical
scan 13165
retention time 60.8min
precursor m/z 903.0058 M H* 903.0071
precursor charge 24 MH Ap,ass Da -0.0025
MH Apass ppm -1.4
edit peptide
° {PIC}K{Methyl,Propionyl}S{Propionyl}APATGGVK{Methyl,Propionyl}K{Propionyl}P}  align
scan: 13165 (60.8min) 2+ 903.0058Da b++ b y Y4+
> > 60.53 120.04 ';E 1685.97 843.49 14
B,
> 1 159.59 318.18 "'“"*'-"S'“""’"" 1487.83 744.42 13
9
2 231.12 461.24 MX"Y‘ 1344.77 672.89 12
3 266.64 532.28 p 1273.74 637.37 11
4 315.17 629.33 A 1176.68 588.85 10
"
# * 5 350.69 700.37 T 1105.65 553.33 9
6 401.21 801.41 G 1004.60 502.80 8
& 7 429.72 858.44 G 947.58 474.29 7
“d
g ® .{‘N 8  458.23 915.46 890.56 445.78 6
< $ N V
$ K > < ° & 9 507.77 1014.53 791.49 396.25 5
o y 2 > < > “:‘ o i 3 Meuwl_IP(m nyl
* < ‘ | s b 10 606.83  1212.66 K‘”Y 593.35 297.18 4
| i i 11 698.90  1396.78 Froplon 409.23 205.12 3
A A |‘<|.. b ol |..| o |1, viAl l. “ | | I il Il P
T T T T N T T 12 747.42  1493.84 312.18 156.59 2
200 400 600 800 1,000 1,200 1,400 H
13 815.95  1630.90 R 175.12 88.06 1
14 894.00 1787.00
* —

= 140Da diagnostic ion
171Da diagnostic ion

B
Il
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H3.1 K27-R40:
KMe2SAPATGGVKMe1KPHR

Overlaps with K27un,K36me3 (see page 243).

id list per inj. peptide 1+ 2+ 3+
iE 20130708_293THistone H3.1K27Me2K36Me [prop_d0] 1643.959 == —— 822.483 —vr— 548.658 === m——
i= 20130708_293THistone H3.1K27Me2K36Me [pic,prop_d0] 1706.970 == =—— 853.989 =——--——— 569.662 === m——
20130708_293THistones_propL2xvspropLpicL_H3incl TMM
Te+7 k l
6e+7 ﬂ‘d % H
5e+7 l l

de+7 Hl + ‘
3e+7 ; . : 4’%

L g R
o @@ ' ¢
R ll ' 3

A N

34 36 38 ’ 40 42 44 46




H3.1 _K27-R40: KMe2SAPATGGVKMelKPHR (Peak B & D)

20 30708 293T ssssssssssss L2xvspropLp.

7/8/2013 11:43:33 AM

RT 23 31 50 59

100+ 3523 47.52
] 44.65 :
] 37.1? 37.42 . 33,03 47 61
50 40.13 ) 41.
0-
RT:40.13
100— 8742 MA: 1722218218
. Jl
] \
50 I BN ss97
1 I\ I\
0 2086 31.52 33.85 36.80 | _ 4153 | \ 44.55 46.48 48.44
RT:39.95
1005 MA: 186314417
| |
] A/
50
01 37.73 _ 43855

_.
=)
7

Relative Abundance
[
T

RT: 40.34
MA: 245869603

B

o
Ll

. 41.60
RT: 31.38
100+ MA: 65%927975
; 26,99 35.33
50 ‘
] M A
01 26.65 /] \ 328 || 3791 40.81  43.21 4563 46.94 48.59
RT:31.71
100+ CMA: 41239756
50
] 28.89
o . 3243
RT:31.35
100- MA: 141u806582
] Il
] D I
50 i

25

Il
I

oE 29.47 | 3234 34.99

30 35 40 45 50
Time (min)

AUC calculation on MS2 level:

XIC-PIC 569.66 (3+)
791.49, 817.42,916.49, 1004.60

XIC-Prop 548.658 (3+)
371.23,754.41, 791.49, 853.48,
1004.60

A = K36Me3-peak PIC

B = K27Me2K36Mel-peak PIC
C = K36Me3-peak Prop

D = K27Me2K36Mel-peak Prop




H3.1_K27-R40: Prop-KMe2SAPATGGVKMe1KPHR MS/MS

Experimental spectrum Theoretical
scan 4485
retention time 31.4min
precursor m/z 548.6570 M H®* 548.6579
precursor charge 3+ MH Ap,ass Da -0.0026
MH Apsss ppm -1.6
edit peptide
© {Propionyl}K{Dimethyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 4485 (31.4min) 3+ 548.6570Da | 2 b+
i
| < 1 107.08
A\
5 & 9 2 150.60
hd
i 3 186.12
# > Q 4 234.64
*
5 o 5 270.16
6 320.69
$ 7 349.20
Py 8 377.71
S > A © {
£ o» ol £ > ¥ £ ) 9 427.24
A, & v o 2o g e i ‘(\7 H & >
I N < » < 3 ‘ 9 3§ ) 10 526.31
: ] 11 618.37
bl il l‘rl | I||| “" ||‘ \Illl |’Il | \|| ] | | II |t | ]l I | | | | | 1 | | |
T T T T T T 12 666.90
200 400 600 800 1.000 1,200
13 735.43
14 813.48

* = 140Da diagnostic ion
# = 171Da diagnostic ion

213.16
300.19
371.23
468.28
539.32
640.37
697.39
754.41
853.48
1051.61
1235.74
1332.79
1469.85

1625.95

y
1587.93
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60

947.58
890.56
791.49
593.35
409.23
312.18
175.12

794.
716.
672.
637.
588.
553.
502.
474.
445.
396.
297.
205.
156.

88.

261
Y4+
47 14
41 13
89 12
B 11
85 10
33 9
80 8
29 7
78 6
258 S
18 4
12 3
59 2
06 1



H3.1_K27-R40: PIC-KMe2SAPATGGVKMe1lKPHR MS/MS

Experimental spectrum

Theoretical

scan 6775
retention time 40.3min
precursor m/z 569.6603 M H3 569.6615
precursor charge 34 MH Anas5 Da -0.0036
MH Anass PPM -2.1

edit peptide
o {PIC}K{Dimethyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align

scan: 6775 (40.4min) 3+ 569.6603Da | 2

i
H $ £
< @
E'3 o 4
< £ <
$
o
> > & o 4
< ' X 0 o
Ky e e > o e l
&3 S » % 3 < 5
#0 ¥ R i3 » 1ﬁ < ~ * i ;b &
[y “|||| |\’|| |||I1|||m|\| || || ”m”& mn |w||| |||| || HI | I |
200 400 600 800 1,000 1,200

B
Il

140Da diagnostic ion
171Da diagnostic ion

60.
138.
182.
217.
266.
301.
352.
380.
409.
458.
557.
649.
698.
766.
844.

53!
59
10
62
15
67
19
70
21
75!
82
88
40
93
98

b
120.04
276.17
363.20
434.24
531.29
602.33
703.38
760.40
817.42
916.49

1114.63
1298.75
1395.80
1532.86
1688.96

Methyl

.Pr

3

piony

1587.93
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60
947.58
890.56
791.49
593.35
409.23
312.18
175.12

262
y++
794.47 14
716.41 13
672.89 12
GREa 11
588.85 10
553.33 9
502.80 8
474.29 7
445.78 6
396.25 5
297.18 4
205.12 3
156.59 2
88.06 1
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H3.1 K27-R40:
KMe3SAPATGGVKMe1KPHR

id list per inj. peptide 2+ 3+ 4+
i= 20130708_293THistone H3.1K27Me3K36Me [prop_d0] 829.491 —ssm— 553330 ——snem— 415249 —veee—
iZ 20130708_293THistone H3.1K27Me3K36Me [pic,prop_do0] 860.996 —— == — 574.333 ——snem— 431.002 ——-eer—
.Zoom out 20130708_293THistones_propj®svspropLpicL_H3incl_TMM
1.6e+7
1.4e+7 :
A
1.2e+7 K27Mel &
K36Me3 *
1e+7 : *
8e+6 :
|
6e+6 .
4e+6 L 1
e+ \ /
H Y ' *
2e+6 1 XA g , és
a4 ™ errvrve v : 3
Sy )\ @ & —— . @ &

34 36 38 40 42



H3.1_K27-R40: KMe3SAPATGGVKMelKPHR

Quanti event: 30.9-32.1min

injection
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

Quanti event: 39.8-41.8min

injection
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

peptide
H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

H3.1K27Me3K36Me [prop_d0]

H3.1K27Me3K36Me
[pic,prop_d0]

charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019
charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019

auc
8.1e+5
0.0e+0

1.5e+8
3.9e+7

2.2e+6
0.0e+0

auc
3.2e+6
3.4e+6

8.7e+6
4.1e4+8

6.0e+6
9.1e+6

1.5e+7

1e+7

264

/\/\

310 312 314 316 31.8 320




H3.1_K27-R40: Prop-KMe3SAPATGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 4406
retention time 31.2min
precursor m/z 553.3295 M H3* 553.3298
precursor charge 3+ MH Ap,5ss Da -0.0010
MH Apass ppm -0.6

edit peptide
© {Propionyl}K{Trimethyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align

scan: 4406 (31.2min) 3+ 5533295Da‘is

Y $
o
vQ
# d
x“" <
L I £
>~ &
3 o g RN *
A 3 s 1k {ﬁﬁ ¥ o £ °© P
& {‘ *l & N | : 53 &
| i Hl‘[ Il 4 thkl |J |\|| I |wI1L | r‘ ‘ |(’In\ ‘ I | [ I | | [ |
200 400 600 800 1,000 1,200 1,400

B
Il

*
|

= 140Da diagnostic ion
171Da diagnostic ion

114.09
157.61
193.13
241.65
277.17
327.69
356.21
384.72
434.25
533.32
625.38
673.91
742.44

820.49

227.18
314.21
385.24
482.30
553.33
654.38
711.40
768.43
867.49
1065.63
1249.75
1346.80
1483.86
1639.96

Propionyl

Methyl, Pr

piony

1601.95
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60
947.58
890.56
791.49
593.35
409.23
312.18

175.12
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y++
801.48
716.41
672.89
637.37
588.85
553.33
502.80
474.29
445.78
396.25
297.18
205.12
156.59
88.06



H3.1_K27-R40: PIC-KMe3SAPATGGVKMelKPHR MS/MS

Experimental spectrum

Theoretical

scan 6706
retention time 40.1min
precursor m/z 574.3304 M H3* 574.3334
precursor charge 3+ MH Ap,ss Da -0.0089
MH Apsss pPPmM -5.2
edit peptide
© {PIC}K{Trimethyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 6706 (40.1min) 3+ 574.3304Da 2
‘J
$
v’!
‘0" q’
# o
< o g
* ¥ $
i i o
X X X A
H R o A5 € g b 9
» <o © & s & » 5 ’ <3
; s S ~F ; ‘ ‘ 4"? | | $ &
[ |||| | | |II‘ | il ||\“\ | | L”L i l | | ) l | | II I I I
200 400 600 800 1,000 1,200
* —

B
Il

= 140Da diagnostic ion
171Da diagnostic ion

60.53
145.60
189.11
224.63
273.16
308.68
359.20
387.71
416.22
465.76
564.82
656.88
705.41
773.94
851.99

b
120.04
290.19
377.22
448.26
545.31
616.35
717.39
774.41
831.44
930.50

1128.64
1312.76
1409.82
1546.87
1702.98

PIC

Trimethyl

A<OO®AH>» T >

Methy

5
3

plony

-

3
2
5
S
2

21 ac )

1601.95
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60
947.58
890.56
791.49
593.35
409.23
312.18

175512,
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Y4+
801.48 14
716.41 13
672.89 12
637.37 11
588.85 10
553.337 9
502.80 8
474.29 7
445.78 6
396.25 5
297.18 4
205128 3
156.59 2
88.06 1
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H3.1 K27-R40:
KMe3SProp?APATProp?GGVKMelKPHR

Mainly T32-prop MS2 detected in PIC-labeling. T32-prop MS2 shown.

id list per inj. peptide
i= 20130708_293THistone H3.1K27Me3S28PropK36Me [prop_d0]
i= 20130708_293THistone H3.1K27Me3S28PropK36Me [pic,prop_d0]

= 4] | A,
o35 \ 1
IL L? /\ //\./ *
\.\mL MTANE by 7 ]

2+ 3+ 4+
857.504 =———cre——- 572005 =——ccm— 420256 e —
889.010 =——-==————— 593.009 =——-rs=—— 445.008 —--r—-

20130708_293THistones_propL2xvspropLpicL_H3incl TMM




H3.1_K27-R40: KMe3SProp?APATProp?GGVKMelKPHR

Quanti event: 37.2-39.6min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

Quanti event: 47.3-48.8min

injection

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27Me3S28PropK36Me
[prop_d0]
H3.1K27Me3S28PropK36Me
[pic,prop_d0]
H3.1K27Me3S28PropK36Me
[prop_d0]
H3.1K27Me3S28PropK36Me
[pic,prop_d0]
H3.1K27Me3S28PropK36Me
[prop_d0]

H3.1K27Me3S28PropK36Me
[pic,prop_d0]

peptide
H3.1K27Me3S28PropK36Me
[prop_d0]
H3.1K27Me3S28PropK36Me
[pic,prop_d0]
H3.1K27Me3S28PropK36Me
[prop_d0]
H3.1K27Me3S28PropK36Me
[pic,prop_d0]
H3.1K27Me3S28PropK36Me
[prop_d0]

H3.1K27Me3S28PropK36Me
[pic,prop_d0]

charge m/z

2 857.5041
2 889.0096
3 572.0052
3 593.0088
4 429.2557
4 445.0084
charge m/z

2 857.5041

2 889.0096
3 572.0052
3 593.0088
4 429.2557
4 445.0084

auc

0.0e+0

0.0e+0

1.4e+7

1.9e+4

2.7e+5

0.0e+0

auc

0.0e+0

0.0e+0

0.0e+0

1.1e+7

0.0e+0

2.5e+5

3e+5-
2e+5

1e+5

Oe+_/

37.5

4e+5 -

3e+5-

2e+5-

1e+5-
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H3.1_K27-R40: Prop-KMe3SAPATPropGGVKMelKPHR MS/MS

Experimental spectrum Theoretical

scan 6397

retention time 39.0min

precursor m/z 572.0049 M H3* 572.0052

precursor charge 34 MH Ap,ss Da -0.0007
MH Aps5 pPmM -0.4

edit peptide

° {Propionyl}K{Trimethyl}SAPAT{Propionyl}GGVK{Methyl,Propionyl}K{Propionyl}PHR  align

scan: 6397 (39.0min) 3+ 572.004?9@
f s s
v“l
# ®
*k J &
5
< ’§
,"". N & 3 $
> Biiy Do e
JiF 159 4P < < ‘* % ? ‘9 ;;
|‘ | |”|\t |”| IMM || ||H|\|lh } ||| [ \’ “II | | | i | |
200 400 600 800 1,000 1,200 1,400 1,600
X _

B
Il

= 140Da diagnostic ion
171Da diagnostic ion

114.09
157.61
193.13
241.65
277.17
355.71
384.22
412.73
462.26
561.33
653.39
701.92
770.45
848.50

227.18
314.21
385.24
482.30
553.33
710.41
767.43
824.45
923.52
1121.66
1305.78
1402.83
1539.89
1695.99

Propionyl

Trimethyl

X<OOA>T>O0

3
3

Methyl Propionyl

~

¥
b
g
2

z8) mm

v/
1657.97
1487.83
1400.80
1329.76
1232.71
1161.67
1004.60

947.58
890.56
791.49
593.35
409.23
312.18

175.12
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y++
829.49
744.42
700.90
665.39
616.86
581.34
502.80
474.29
445.78
396.25
297.18
205.12
156.59

88.06



H3.1_K27-R40: PIC-KMe3SAPATPropGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 9097
retention time 48.0min
precursor m/z 593.0077 M H 593.0088
precursor charge 3+ MH Apass Da -0.0034
MH Apass ppPm -1.9
edit peptide
© {PIC}K{Trimethyl}SAPAT{Propionyl}GGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 9097 (48.0min) 3+ 593.0077Da i $
i
2 :
F
v’&
'0” '0.
g
% S ; Q
i’ £
- ;
X
h > ® ° {
el v A X N
> < » 54 * © 5 O
i L | A i 1 ; $ 5
!‘I |[||HII||.|‘|||I\ |, IiMNx |I\|li Lol B
200 400 600 800 1,000 1,200 1,400
*

140Da diagnostic ion
171Da diagnostic ion

60.53
145.60
189.11
224.63
273.16
308.68
387.21
415.72
444.23
493.77
592.84
684.90
733.42
801.95
880.00

b
120.04
290.19
377.22
448.26
545.31
616.35
773.42
830.44
887.46
986.53

1184.67
1368.79
1465.84
1602.90
1759.00

PIC

Trimethyl

3
4> 70> 0 X

A<OO®

Methyl

o

ropionyl

~

3
2
3
3
2

21 ag s

1657.97
1487.83
1400.80
1329.76
1232.71
1161.67
1004.60
947.58
890.56
791.49
593.35
409.23
312.18

175.12

829.
744.
700.
665.
616.
581.
502.
474.
445.
396.
297.
205.
156.

88.
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Y4+
49 14
42 13
90 12
39 1
86 10
34 9
80 8
29 7
78 6
258 5
18 4
28 3
59 2
06 1



H3.1 K27-R40:

271

KACSAPATGGVKMelKPHR

H3.1K27AcK36Mel runs in end of peak for H3.1K27unmodified. Mixed MS2s, calculation via
MS2 level.

id list per inj.
iE 20130708_293THistone

iE 20130708_293THistone

peptide
H3.1K27AcK36Me [prop_d0]

H3.1K27AcK36Me [pic,prop_d0]

8290473 —-r——-

553.318 = s e

S

415240 —resm—

erm— 430,993 ——eer—

L zoom out ,1 20130708_293THistones propLivvspropricL H3incl_TMM
___________ : o
| e | | !
| 1e+5 /”" § | 345 ' |
| // el : it \ |

/ .
| | RN
1.5e+7 | = \\ . | 1sers AN
‘ 4 | & N
: \// \ N | b | e 4770 775 4760 475 |
| 0w s mw w5 | ’ \ k ________ P _/J
1e+7 e T ~ \ \ e
P \ _- | & e
~ \ -~ ¢ L \ e
g |\ 7 \ s
-~
5e+6 S - & \ s

38 40

42

44



H3.1_K27-R40: KAcCSAPATGGVKMelKPHR (Peak B & D)

20130708 233THistones_propl2xvsproplp... 07/08/13 11:43:33
6 of 10 ul, Histones

RT: 31.46 - 51.55

100 5112 N 77268 AUC calculation on MS2 level:

0130708_293THistones_propL2xvspropLpicL_H3incl_TM

272

XIC-PIC 829.472 (2+)
227.14, 314.17,1273.74, 1431.81

100 NL: 6.83E6
m/z= 100.000-2000.000 F: FTMS + c NSl d Full ms2
30 829.47@hcd30.00 [100.00-1670.00] MS
20130708_293THistones_propL2xvspropLpicL_H3incl_TM
- Tl -propt 2xvsproplpict, HancTh XIC-Prop 860.976 (2+)

40 290.15, 377.18,1273.74, 1431.81

. 38.52
; RT.38.45 NL: 1.22E4
- 00 mz=
g 206.640-227.640+313.670-314.670+790.990-791.990+
5 80 1273.240-1274.240 F: FTMS + c NS d Full ms2
e 829.47@hcd30.00 [100.00-1670.00] MS
é 60 20130708_293THistones_propL2xvspropLpicL. H3incl_TM
M
o 40
=
ag
108— 47.09 NL: 1.34E7 A K27 AcK 1 k
] m/z= 100.000-2000.000 F: FTMS + ¢ NSI d Full ms2 = -
50 860.94@hcd30.00 [100.00-1735.00] MS 7Ac 36Me pea PrOp
] 20130708_293THistones_propL2xvspropLpicL_H3incl_TM
60 u B = K27AcK36Mel-peak PIC
404
204
= 4355 A7 66
0- — o en
: NL: 2 52E4
100 RT: 4776 -
80
60
40 ‘
20 43.51 "'II
51 4827
0 T T T _.—'I’i—z“'f T
35 40 45 50

Time (min)



H3.1_K27-R40: KAcCSAPATGGVKMelKPHR

273

Quanti event: 38.4-38.6min

_ S "'\_::_,.\-
injection peptide charge m/z auc Te+5 /.-' s :.:\
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [prop_d0] 2 829.4728 1.1e+6 _./ \
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0] 2 860.9783 0.0e+0 <1
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [prop_d0] 3 553.3177 1.2e+6 5e+4-\‘~,
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0] 3 574.3213 2.6e+5 \ L
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [prop_d0] 4 415.2401 0.0e+0 / \.
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0] 4 430.9928 0.0e+0 0e+0-, ] \/'"- ' ..1\I

38.40 38.45 38.50 38.55

Quanti event: 47.6-47.9min

) %
injection peptide charge m/z auc Set5 K i
20130708_293THistones_proplL2xvspropLpicL_H3incl_ TMM H3.1K27AcK36Me [prop_d0] 829.4728 0.0e+0 2.5645-— ... _/ \‘

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0] 860.9783 2.6e+6

e e
553.3177 0.0e+0 2e+5 e P e \\

2
2
3
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0] 3 574.3213 3.4e+6 k" e
4
4

4152401 00es0  1-9€+57 \\

430.9928 0.0e+0

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [prop_d0]

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [prop_d0]
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM H3.1K27AcK36Me [pic,prop_d0]

1e+5 3, . . . . *
47.70 47.75 47.80 47.85




H3.1_K27-R40: Prop-KAcSAPATGGVKMelKPHR MS/MS

Experimental spectrum Theoretical
scan 6211
retention time 38.4min
precursor m/z 829.4722 M H?* 829.4728
precursor charge 24 MH Apass Da -0.0014
MH Apass ppm -0.8
edit peptide
© {Propionyl}K{Acetyl}]SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 6211 (38.5min) 2+ 829.4722Da
*,VS
Fad
4&
*
# >
&
&
hd
v 3
B\ ° $ H $
5 o~ $ Q ' L i
ke 20X X » N
‘ ) :v & Pl By 4 {p l § ; by
i l‘. n‘u i| !|. M} h I } ill i H i \l | il | | H \
200 400 600 800 1,000 1,200 1,400 1,600

* = 140Da diagnostic ion
# = 126Da diagnostic ion

b++

114.07
157.59
19311
241.63
277.15
327.68
356.19
384.70
434.23
533.30
625.36
673.89
742.42

820.47

227.
314.

385.

482

553.
654.
711.
768.

867

1065.
1249.
1346.
1483.
1639.

14
157
7k

.26

30
35
37
39

.46

59

Methyl Propiony!

y
1601.91
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60

947.58
890.56
791.49
593.35
409.23
312.18
175512
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y++
801.46
716.41
672.89
637.37
588.85
553.33
502.80
474.29
445.78
396.25
297.18
205.12
156.59
88.06



H3.1_K27-R40: PIC-KAcSAPATGGVKMelKPHR MS/MS

Experimental spectrum

Theoretical

scan 9027
retention time 47.8min
precursor m/z 860.9761 M H>* 860.9783
precursor charge 24 MH Apass Da -0.0043
MH Anass PPM 2.5
edit peptide
© {PIC}K{Acetyl}SAPATGGVK{Methyl,Propionyl}K{Propionyl}PHR align
scan: 9027 (47.8min) 2+ 860.9761Da
Qs
* By
vﬁ
&
INN
& N "
e $ $ 3
) g > d
| N q R A B
| g ‘ M iy s 2 ‘ ‘
| J‘ | ‘N|m|;*Jld | ‘ |: | Ll il A‘ Ill 1 \Il N " | l I | i ‘I
200 400 600 800 1,000 1,200 1,400
* —

= 140Da diagnostic ion
126Da diagnostic ion

I+
Il

b++
60.53
145.58
189.09
224.61
273.14
308.66
359.18
387.69
416.20
465.74
564.81
656.87
705.39
773.92
851.97

120.04
290.15
377.18
448.22
545.27
616.31
717.36
774.38
831.40
930.47
1128.60
1312.73
1409.78
1546.84
1702.94

Methyl Propio

y
1601.91
1431.81
1344.77
1273.74
1176.68
1105.65
1004.60

947.58
890.56
791.49
593.35
409.23
312.18
475512

801.
716.
672.
637.
588.
553.
502.
474.
445.
396.
297.
205.
156.

88.

275
y++

46 14
41 13
89 12
37 11
85 10
338 9
80 8
29 7
78 6
25005
18 4
12 3
590
06 1
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H3.1 K27-R40:
KMe1SAPATGGVKMe2KPHR

id list per inj. peptide 2+ 3+ 4+
= 20130708_293THistone H3.1K27MeK36Me2 [prop_d0] 822483 ——sem——— 548658 ——-rrm—— 411745 ——eeee——
i= 20130708_293THistone H3.1K27MeK36Me2 [pic,prop_d0] 853.989 =———- = m—— 569.662 1 m— 427,498 e m—
.zoom out ] 20130708_293THistones_propL2xvspropLpicL_H3incl TMM
Te+7 : }
Kl
6e+7 “‘ :
5e+7 ' [ d
de+7 H‘ é \
3e+7 d : ol l d
5 LN R o |
e »
W af o o
4 s-8 . :
1e+7 : >4 | |
Proa Y o .
i S E L g NS
30 32 34 38 40 42




H3.1_K27-R40: KMelSAPATGGVKMe2KPHR

Quanti event: 34.8-36.3min

injection
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

Quanti event: 43.1-45.5min

injection
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

peptide
H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

H3.1K27MeK36Me2 [prop_d0]

H3.1K27MeK36Me2
[pic,prop_d0]

charge
2
2

charge

m/z
822.4832
853.9887

548.6579
569.6615

411.7452
427.4980

m/z
822.4832
853.9887

548.6579
569.6615

411.7452
427.4980

auc
3.3e+7
0.0e+0

4.5e+8
0.0e+0

0.0e+0
1.4e45

auc
5.4e+5
5.3e+7

1.4e45
1.4e+9

0.0e+0
2.4e45
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2e+7- /
1.5e+7 - :
1e+7+ “
Oe+0-; ;:.K.:.’.;\._..
35.0 35.2 35.4 35.6 35.8 36.0 36.2
4e+77 /\
3e+7 A : \-\
2e+7 -
1e+7 : :
435 440 445 450



H3.1_K27-R40: Prop-KMelSAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 5524
retention time 35.6min
precursor m/z 548.6558 M H3* 548.6579
precursor charge 34 MH Ap,ss Da -0.0062
MH Apass ppm -3.8
edit peptide
° {Propionyl}K{Methyl,Propionyl}SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 5524 (35.6min) 3+ 548.6558Da
‘ss
&
7
Py
'ON
Ry
&
> Gl
s P &F : : 3
: i & s .9 0 & b & &
& IL4| [ [ (| ILAI,JJ | [ | i) i Al B i | |
200 400 600 800 1,000 1,200 1.400 1.600

* = 140Da diagnostic ion
# = 171Da diagnostic ion

128.
1710
207.
255.
291.
341.
370.
398.
448.
526.
618.
666.
735.
813.

09
60
12
65
17
69
20
71
25
il
37
90
43
48

255517
342.20
413.24
510.29
581.33
682.38
739.40
796.42
895.49
1051.61
1235.74
1332.79
1469.85

1625.95

Propionyl

Methyl Propionyl

A<OO®AH>» T >

=}
3
2
5
=

3
b1
5
s
=

2r ac 1y

y
1587.93
1389.80
1302.76
12313973
1134.67
1063.64

962.59
905.57
848.55
749.48
593.35
409.23
312.18
175.12

278
Y4+

794.47 14
695.40 13
651.89 12
616.37 11
567.84 10
532.32 9
481.80 8
453.29 7
424.78 6
375.24 5
297.18 4
205.12 3
156.59 2
88.06 1



H3.1_K27-R40: PIC-KMe1SAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 7829
retention time 43.9min
precursor m/z 569.6609 M H3* 569.6615
precursor charge 3+ MH Apass Da -0.0018
MH Apass pPm -1.0
edit peptide
° {PIC}K{Methyl,Propionyl}SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 7829 (43.9min) 3+ 569.6609Da e b y Y+
I;'
< 60.53 120.04 ?(c 1587.93 794.47 14
1 159.59 318.18 Me"‘*‘g"‘”"" 1389.80 695.40 13
2 203.11 405.21 1302.76 651.89 12
S‘, A
A’“ 3 238.63 476.25 p 1231.73 616.37 11
4 287.16 573.30 A 1134.67 567.84 10
5 322.67 644.34 T 1063.64 532.321 9
6 373.20 745.39 G 962.59 481.80 8
7 401.71 802.41 905.57 453.29 7
> G
# < 8 430.22 859.43 Vv 848.55 424.78 6
< Y I 9 479.75  958.50 749.48  375.24 5
., 2 F RPN I 2 3 $ F > K
& < & FL 3 $§ e 2 $ N 10 557.82 1114.63 Chematy 593.35 297.18 4
k i ;
: H 11 649.88 1298.75 Fopiced 409.23 205.12 3
I OO ATV T T 1 11 T T O Y AP I i : . P
T T T T T T T T 12 698.40 1395.80 312.18 156.59 2
200 400 600 800 1,000 1,200 1,400 1,600 H
13 766.93 1532.86 R 175.12 88.06 1
14 844.98 1688.96
* —

= 140Da diagnostic ion
171Da diagnostic ion

I+
Il



id list per inj.
iE 20130708_293THistone

iZ 20130708_293THistone

2e+7

1.5e+7

1e+7

280

H3.1 K27-R40:

KMelSProp?APATProp?GGVKMe2KPHR

Mainly S28-prop MS2 detected in PIC-labeling. S28-prop MS2 shown.

peptide
H3.1K27MeS28PropK36Me2 [prop_d0]

H3.1K27MeS28PropK36Me2 [pic,prop_d0]

4
;
1

\

2+ 3+ 4+
850.496 =——-- 567.333 v m— 425,752 oo m—
882.002 —-- 588.337 = m— 441.505 =——cccom—

20130708_293THistones_propL2xvspropLpicL_H3incl TMM




H3.1_K27-R40: KMelSProp?APATProp?GGVKMe2KPHR

Quanti event: 40.2-41.5min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

Quanti event: 50.2-51.2min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27MeS28PropK36Me2
[prop_d0]
H3.1K27MeS28PropK36Me2
[pic,prop_d0]
H3.1K27MeS28PropK36Me2
[prop_d0]
H3.1K27MeS28PropK36Me2
[pic,prop_d0]
H3.1K27MeS28PropK36Me2
[prop_d0]

H3.1K27MeS28PropK36Me2
[pic,prop_d0]

peptide
H3.1K27MeS28PropK36Me2
[prop_d0]
H3.1K27MeS28PropK36Me2
[pic,prop_d0]
H3.1K27MeS28PropK36Me2
[prop_d0]
H3.1K27MeS28PropK36Me2
[pic,prop_d0]
H3.1K27MeS28PropK36Me2
[prop_d0]

H3.1K27MeS28PropK36Me2
[pic,prop_d0]

charge m/z

2 850.4963
2 882.0018
3 567.3333
3 588.3369
4 425.7518
4 441.5045
charge m/z

2 850.4963
2 882.0018
3 567.3333
3 588.3369
4 425.7518
4 441.5045

auc

9.2e+5

0.0e+0

3.4e+7

2.1e+4

1.5e+5

0.0e+0

auc

0.0e+0

8.3e+5

0.0e+0

3.3e+7

5.2e+4

0.0e+0

2.5e+6

2e+6

1.5e+6

1e+6

S5e+5

Oe+0-;

2e+6

1e+6

: 4]

| /"\
/A

-——-vv.«_—_/ / ’\ \-\""_

281

402 404 406 40.8 41.0 41.2 41.4

M

A

Oe+0-;

J

-~

S
.

56.4 506

50.8 51.0



H3.1_K27-R40: Prop-KMel1SPropAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 6863
retention time 40.7min
precursor m/z 567.3326 M H®* 567.3333
precursor charge 3+ MH A5 Da -0.0022
MH Apmass ppm -1.3
edit peptide
© {Propionyl}K{Methyl,Propionyl}S{Propionyl}JAPATGGVK({Dimethyl}K{Propionyl}PHR = align
scan: 6863 (40.6min) 3+ 567.3326Da
-l
> 49
<
1
2
3
4
< 5
6
7
~ 8
2
N I g B & 9
% 2 < > 9 o y
# ¢ Sp LS il | i s 8 i $ 10
| : 1
|vl.l|I[ Pl . I ‘lml H mI i | ‘| Al I 4 faadl ol o ly.I | |
T T T T T T 12
200 400 600 800 1,000 1,200

* = 140Da diagnostic ion
# = 171Da diagnostic ion

128.
199.
235%
283.
319.
369.
398.
426.
476.
554.
646.
694.
763.
841.

b++

09
62
14
66
18
71
22
73
26
32
38
91
44

49

255.17
398.23
469.27
566.32
637.36
738.40
795.42
852.45
951.51
1107.64
1291.76
1388.81
1525.87

1681.97

Propionyl
Methyl,Propionyl

Propiony!

A

ix<00->»

3
b2
g
s
2

SRR

y

1643.96
1445.82
1302.76
1231.73
1134.67
1063.64
962.59
905.57
848.55
749.48
593.35
409.23
312.18
175.12

282
Y4+

822.48 14
723.41 13
651.89 12
616.37 11
567.84 10
532.32 9
481.80 8
453.29 7
424.78 6
F75E248 5
297.18 4
205.12 3
156.59 2
88.06 1



H3.1_K27-R40: PIC-KMel1SPropAPATGGVKMe2KPHR MS/MS

Experimental spectrum

Theoretical

scan 9874
retention time 50.6min
precursor m/z 588.3357 M H%* 588.3369
precursor charge 3+ MH A s Da -0.0037
MH Apass ppm -21
edit peptide
© {PIC}K{Methyl,Propionyl}S{Propionyl}APATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 9874 (50.6min) 3+ 588.3357Da
¢
F.d
\??
&
v
K
## < 32
o
K
> i o $
< 3 < & 2 Y S &
% | i f I ; i
.,..‘i.ll..I.. wall o L..,li Lo b hadl P i
200 400 600 800 1,200 1,400

*
|

B
Il

= 140Da diagnostic ion
171Da diagnostic ion

b++
60.53
159.59
231.12
266.64
< ikl
350.69
401.21
429.72
458.23
507.77
585.83
677.89
726.42
794.95

873.00

b
120.04
318.18
461.24
532.28
629.33
700.37
801.41
858.44
915.46

1014.53
1170.65
1354.77
1451.83
1588.88

1744.99

PIC

Methyl Propionyl

Propionyl

A<OOH>» DT

Dimethyl

~

Propionyl

y
1643.96

1445.82
1302.76
1231.73
1134.67
1063.64
962.59
905.57
848.55
749.48
593.35
409.23
312.18

A575512

283

822
723
651
616
567
532
481

453.
424.
375.
297.
205.
156.

88.

Y4+
.48
.41
.89
37
.84
=32
.80
29
78
24
18
12
59
06



284

H3.1 K27-R40:
KMe2SAPATGGVKMe2KPHR

id list per inj. peptide

i= 20130708_293THistone H3.1K27Me2K36Me2 [prop_d0]

i= 20130708_293THistone H3.1K27Me2K36Me2 [pic,prop_d0]

r D
L Zzoom out J

de+7

3e+7 ﬁ

2e+7

1e+7

fes v LB

2+

801.478

832.983

3+ 4+
S 77 (S, 7 RS ———
i su—  GEGEEE i 416005 miss—

20130708 _293THistones_proplL2xyspropLpicL_H3incl_ TMM

26

28

30



H3.1_K27-R40: KMe2SAPATGGVKMe2KPHR

Quanti event: 23.5-25.7min

injection
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

Quanti event: 30.4-33.3min

injection
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

peptide

H3.1K27Me2K36Me2 [prop_d0]
H3.1K27Me2K36Me2
[pic,prop_d0]
H3.1K27Me2K36Me2 [prop_d0]
H3.1K27Me2K36Me2
[pic,prop_d0]
H3.1K27Me2K36Me2 [prop_d0]

H3.1K27Me2K36Me2
[pic,prop_d0]

peptide
H3.1K27Me2K36Me2 [prop_d0]

H3.1K27Me2K36Me2
[pic,prop_d0]

H3.1K27Me2K36Me2 [prop_d0]

H3.1K27Me2K36Me2
[pic,prop_d0]

H3.1K27Me2K36Me2 [prop_d0]

H3.1K27Me2K36Me2
[pic,prop_d0]

charge m/z

2
2

w

H

charge

w

B

801.4779
832.9834

534.6544
555.6580

401.2426
416.9953

m/z
801.4779
832.9834

534.6544
555.6580

401.2426
416.9953

auc
1.1e+6
0.0e+0

1.5e+8
0.0e+0

3.9e+8
1.7e+4

auc
0.0e+0
5.3e+6

1.6e+5
3.6e+8

2.8e+5
1.4e+9

2e+7+

1.5e+7

1e+7 /

285

2e+7

A

255

\

\L A

| PRSTpEC AN v |
305 31.0 31.5 320 325 33.0



H3.1_K27-R40: Prop-KMe2SAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 3146
retention time 24 1min
precursor m/z 401.2425 M H* 401.2426
precursor charge 4+ MH Ap,ss Da -0.0003
MH Apass ppm -0.2
edit peptide
° {Propionyl}K{Dimethyl}SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 3146 (24.1min) 4+ 401.2425Da
v”
g
&
K
&
& >
> 2 { ¥
s & 2 By : H
> o A * A o > ~
P B &1 ’ 1 4 ¢
PRI S| L | | M Eaer anill 1), .0l [ Inilll vl Ay l, ll | | \
200 300 400 500 600 700 800 900

* = 140Da diagnostic ion

107.08
150.60
186.12
234.64
270.16
320.69
349.20
377.71
427.24
505.31
597.37
645.89
714.42

792.47

213.16
300.19
371.23
468.28
539.32
640.37
697.39
754.41
853.48
1009.60
1193.73
1290.78
1427.84

1583.94

Propionyl

Dimethyf

ix<o0oo0-A>»1T>

Z

3
B
g
3
=

EUEERT

y
1545.92
1389.80
1302.76
1231.73
1134.67
1063.64

962.59
905.57
848.55
749.48
593.35
409.23
312.18
175.12

286

y++
773.46
695.40
651.89
616.37
567.84
532.32
481.80
453.29
424.78
375.24
297.18
205.12
156.59

88.06



H3.1_K27-R40: PIC-KMe2SAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 4420
retention time 31.2min
precursor m/z 416.9946 M H* 416.9953
precursor charge 4+ MH Ap,ss Da -0.0030
MH Apass ppm -1.8
edit peptide
© {PIC}K{Dimethyl}SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 4420 (31.2min) 4+ 416.9946Da
i
‘Q
&
o
&
I»Q
3§
o
< & v s &
N " $ I 5
> 0 X > X
* T @ -l HL 1 s ) 2 s
O : I |
" P PR il vt b DAL ch il L | | | .
200 300 400 500 600 700 800 900 1,00

* = 140Da diagnostic ion

b++

60.
138.
182.
217.
266.
301.
352.
380.
409.
458.
536.
628.
677.
745.
823.

53
59
10
62

67
19
70
21
75!
81
87
40
93
98

b
120.04
276.17
363.20
434.24
H3H%20
602.33
703.38
760.40
817.42
916.49

1072.61
1256.74
1353.79
1490.85

1646.95

Dimethyl

xX<0O-HA>»T>0

7
b1
g
3
i

28 Aae g

1545.
1389.
1302.
1231.
1134.
1063.
962.
905.
848.
749.
593.
409.
312.
45755

92

76
73

67

59
b7
55
48
35
23
18
12

287

y++
773.46
695.40
651.89
616.37
567.84
532.32
481.80
453.29
424.78
375.24
297.18
205.12
156.59

88.06



288

H3.1 K27-R40:
KMe2SPropAPATGGVKMe2KPHR

Two peaks, PIC-labeling shifts propionylation to T32.

id list per inj. peptide 2+ 3+ 4+
i= 20130708_293THistone H3.1K27Me2S28PropK36Me2 [prop_d0] 829491 =—crm———. 553330 =—cecm———- 415249 —eec——
iZ 20130708_293THistone H3.1K27Me2S28PropK36Me2 [pic,prop_d0] 860.996 —-r—————- 574333 —-ri———- 431.002 —-rer—0-

(zoom out | 20130708 29“ Jlstones propL2xvspropLpicL_H3incl_ TMM

1.66+7 T L Ez;op_: A«
: 1.5e+6 : /\ |
| S28prop : / i | |
| 1e+6 : H \ | Y :
| sess /\ : / /\\ | A LY |
| oes0 e Sl/ =5 | ol ¥
e e 4
AN | \ 3
z | .
1 \\ | J< | 4
S| N [ : q
A AN % ' “‘; <.
: A eV - - - '-‘<
22 \"""‘i& \ E& /*’ﬂ N —\ie

34 36 38 40 42 L



H3.1_K27-R40: KMe2SPropAPATGGVKMe2KPHR

Quanti event: 29.2-30.2min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

Quanti event: 38.0-38.9min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27Me2S28PropK36Me2
[prop_d0]
H3.1K27Me2S28PropK36Me2
[pic,prop_d0]
H3.1K27Me2S28PropK36Me2
[prop_d0]
H3.1K27Me2S28PropK36Me2
[pic,prop_d0]
H3.1K27Me2S28PropK36Me2
[prop_d0]

H3.1K27Me2S28PropK36Me2
[pic,prop_d0]

peptide
H3.1K27Me2S28PropK36Me2
[prop_d0]
H3.1K27Me2S28PropK36Me2
[pic,prop_d0]
H3.1K27Me2S28PropK36Me2
[prop_d0]
H3.1K27Me2S28PropK36Me2
[pic,prop_d0]
H3.1K27Me2S28PropK36Me2
[prop_d0]

H3.1K27Me2S28PropK36Me2
[pic,prop_d0]

charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019
charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019

auc

5.0e+4

0.0e+0

7.7e+6

4.6e+6

4.2e+7

0.0e+0

auc

0.0e+0

0.0e+0

0.0e+0

1.8e+6

0.0e+0

1.1e+7

2.5e+6 7

2e+6

1.5e+6

1e+6 -

de+5

2e+5

-
—

29.4

289

‘//,m \

—--—Q.-“‘_

29.6 29.8 30.0

A
I\

& Y e

_j"\

86 388

38.4  38.



H3.1_K27-R40: Prop-KMe2SPropAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 4131
retention time 29.7min
precursor m/z 415.2494 M H* 415.2492
precursor charge 44 MH Apass Da 0.0009
MH Apass ppPm 0.6
edit peptide
© {Propionyl}K{Dimethyl}S{Propionyl}JAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 4131 (29.7min) 4+ 415.2494Da
<
2
&
»
&
& & $
4
< . 22 e $ >
& r“« JX"] ¢ K s
* ; i 1 ‘
il ) |.\.l B T T Y nhl”.\\ I (- \
200 400 0 800 1,000 1,200 1,400 1,600

* = 140Da diagnostic ion

b++

107.08
178.61
214.13
262.66
298.18
348.70
377.21
405.72
455.26
533.32
625.38
673.91
742.44
820.49

213.16
356.22
427.26
524.31
595.34
696.39
753.41
810.44
909.50
1065.63
1249.75
1346.80
1483.86
1639.96

Propionyl

Dimethyl

Propionyl

3
b
]

2

23l aE g

XX <O O A>T >

oL

1601.95
1445.82
1302.76
1231.73
1134.67
1063.64
962.59
905.57
848.55
749.48
593535
409.23
312.18
175.12

290

y++
801.48
723.41
651.89
616.37
567.84
532.32
481.80
453.29
424.78
375.24
297.18
205.12
156.59

88.06



H3.1_K27-R40: PIC-KMe2SPropAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 6244
retention time 38.6min
precursor m/z 431.0020 M H* 431.0019
precursor charge 4+ MH Ap,ss Da 0.0004
MH Apass ppm 0.2
edit peptide
© {PIC}K{Dimethyl}S{Propionyl}APATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 6244 (38.6min) 4+ 431.0020Da
d
£ e
g
>
K
< A
Z
.\v" > &
- KRN K RS
o > o X
< e ?
1 Ham! Il
ol ol I il \IIvIlln“ \ .\ .|..L|l|| | | | 1 |
200 400 600 800 1,000 1,200 1,400

* = 140Da diagnostic ion

60.53
138.59
210.12
245.64
294.16
329.68
380.21
408.72
437.23
486.76
564.82
656.88
705.41
773.94
851.99

b
120.04
276.17
419.23
490.27
587.32
658.36
759.40
816.43
873.45
972.51

1128.64
1312.76
1409.82
1546.87
1702.98

PIC

Dimethyl

7.
=

ix<o0O0-A>» 71>

5
£

7
B
g
s
=

ECI IO T

1601.95
1445.82
1302.76
1231.73
1134.67
1063.64
962.59
905.57
848.55
749.48
593.35
409.23
312.18
175.12

291
y++
801.48 14
723.41 13
651.89 12
616.37 11
567.84 10
532.32 o
481.80 8
453.29 7
424.78 6
375.24 5
297.18 4
205.12 3
156.59 2
88.06 1



H3.1 K27-R40:
KMe2SAPATPropGGVKMe2KPHR

id list per inj.
iE 20130708_293THistone

iZ 20130708_293THistone

peptide

H3.1K27Me2T32PropK36Me2 [prop_d0]

H3.1K27Me2T32PropK36Me2 [pic,prop_d0]

2+

829.491 —-rm

860.996 —--—

3+

563.330 oo m—

574.333 =———-crr=—

e

292

415249 —veer—

431.002 —eee—

(Zzoomout) 2 21@7_08_293Tl-u ones_proplL2xvspropLpicL_H3incl_ TMM
| : T32prop | ‘
1.6e+7 | roA | &
_______ o | 150+ : / : | I\
| 2.5e+6 stpropr 1| | 1e+6 S28prop : H \ | .: ‘
i | e | T\
: 2e181 i \ : : | 5e+5 E / :. | :.
| 1.5e+6 / : Ta2prop | ﬁ | / \\’ S’//\\ | A {
| o6 / \ : | !\oe+°' 3; 366 sss:igo 392 _{l d '
| sy [ LA o RTTTT T T T :
| 0e+o—.—‘":=4—‘-~kﬁ' iy | N \\ ‘ | i 3
I. 29.5 30.0 : 30.5 | d b N ‘ N .
vc\'m —————————— | K AN | x
N | » = \\ | |
4e+6 \ T - N | o K. |
N " || # = 1 \ o :
2e+6 N N o 1. N\ - : L
A & i \\ Y L * 2 r '
e (A A — &‘ il LT - L
28 34 36 38 40 42 44



H3.1_K27-R40: KMe2SAPATPropGGVKMe2KPHR

Quanti event: 30.2-30.8min

injection

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

Quanti event: 38.9-39.6min

injection

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM
20130708_293THistones_proplL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27Me2T32PropK36Me2
[prop_d0]
H3.1K27Me2T32PropK36Me2
[pic,prop_dO0]
H3.1K27Me2T32PropK36Me2
[prop_d0]
H3.1K27Me2T32PropK36Me2
[pic,prop_dO0]
H3.1K27Me2T32PropK36Me2
[prop_d0]

H3.1K27Me2T32PropK36Me2
[pic,prop_d0]

peptide
H3.1K27Me2T32PropK36Me2
[prop_d0]
H3.1K27Me2T32PropK36Me2
[pic,prop_d0]
H3.1K27Me2T32PropK36Me2
[prop_d0]
H3.1K27Me2T32PropK36Me2
[pic,prop_d0]
H3.1K27Me2T32PropK36Me2
[prop_d0]

H3.1K27Me2T32PropK36Me2
[pic,prop_d0]

charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019
charge m/z

2 829.4910
2 860.9965
3 553.3298
3 574.3334
4 415.2492
4 431.0019

auc

0.0e+0

0.0e+0

1.4e+6

7.8e+3

8.1e+6

0.0e+0

auc

0.0e+0

0.0e+0

0.0e+0

4.2e+6

0.0e+0

2.2e+7

2e+5 -

1.5e+6

1e+6-

293

=t i,
30.3 304 305 306 307

LA

"39.0 39.1 39.2 39.3 39.4 395




H3.1_K27-R40: Prop-KMe2SAPATPropGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 4259
retention time 30.5min
precursor m/z 415.2485 M H* 415.2492
precursor charge 4+ MH A5 Da -0.0025
MH Apass ppm -1.5
edit peptide
© {Propionyl}K{Dimethyl}SAPAT{Propionyl}GGVK{Dimethyl}K{Propionyl}PHR align
scan: 4259 (30.5min) 4+ 415.2485Da b++ b y Y+
b4 Proplond 1601.95 801.48 14
1 107.08 213.16 D'"§"Y' 1445.82 723.41 13
o 2 150.60 300.19 A 1358.79 679.90 12
e
a2 3 186.12 371.23 P 1287.75 644.38 11
4  234.64 468.28 A 1190.70 595.85 10
5 270.16 539.32 T 1119.66 560.34 9
6 348.70 696.39 mgnw 962.59 481.80 8
.
& 700 377121 753.41 G 905.57 453.29 7
& P > 8 405.72 810.44 v 848.55 424.78 6
Al 3
O o R = 9 455.26 909.50 K 749.48 375.24 5
A i P o & P $ 10 533.32  1065.63 "'ﬁ"Y' 593.35 297.18 4
* i | ‘ I l ] : 11 625.38 1249.75 Propont 409.23  205.12 3
[ ‘.- ol I | L oy b ke W \ lllul]l\.. | 0y, | O 1 | P
' : : ; | ! T T T 12 673.91  1346.80 312.18 156.59 2
200 300 400 500 600 700 800 900 1,00 H
13 742.44  1483.86 R 175.12 88.06 1

14 820.49 1639.96

* = 140Da diagnostic ion



H3.1_K27-R40: PIC-KMe2SAPATPropGGVKMe2KPHR MS/MS

Experimental spectrum

Theoretical

scan 6402
retention time 39.1min
precursor m/z 431.0020 M H* 431.0019
precursor charge 4+ MH Ap,5s5 Da 0.0003
MH Amass PPM 0.2
edit peptide
© {PIC}K{Dimethyl}SAPAT{Propionyl}GGVK{Dimethyl}K{Propionyl}PHR align
scan: 6402 (39.1min) 4+ 431.0020Da
N3
2
&
5
&L
;'B
&
A
i P &
< P
S >3 A o ‘ > & o
& ¢ P i ,* : ; o . Py g 8
% | (T 0,
" { [ IN] Iy I.| al b dbl o Qi od b ey, b 1| | ) i
200 300 400 500 600 700 800 900 1,00

* = 140Da diagnostic ion

b++
60.53
138.59
182.10
217.62
266.15
301.67
380.21
408.72
437.23
486.76
564.82
656.88
705.41
773.94
851.99

120.04
276.17
363.20
434.24
531.29
602.33
759.40
816.43
873.45
972.51
1128.64
1312.76
1409.82
1546.87
1702.98

Dimethy

x <0 04> 7> o0lx

3
b1
5
s
kS

2r) ae Ay

1601.
1445.
1358.
1287.
1190.
1119.
962.
905.
848.
749.
593.

409

312.

175.

48
35

.23

18
1)

295
y++
801.48 14
723.41 13
679.90 12
644.38 11
595.85 10
560.34 9
481.80 8
453.29 7
424.78 6
375.24 5
297.18 4
205.12 3
156.59 2
88.06 1



296

H3.1 K27-R40:
KMe3SAPATGGVKMe2KPHR

Overlaps with K27Me2,K36me3 (see page 319). Calculation of AUC on MS2 level.

id list per inj. peptide 2+ 3+ e
i= 20130708_293THistone H3.1K27Me3K36Me2 [prop_d0] 808.486 =——sr=——— = 539.326 =——crem——— = 404747 ——crer—
i= 20130708_293THistone H3.1K27Me3K36Mez2 [pic,prop_d0) 839.991 =——sre———  560.330 =——crr=—— = 420499 —crere—
(Zoom out | 20130708_293THistoges_propL2xvspropLpicL_H3incl_ TMM

8e+6
6e+6

4e+6
\%
2e+6 /J -

"'/ : ‘""_'_‘ " \‘“

22 24 26 28 30 34



H3.1_K27-R40: KMe3SAPATGGVKMe2KPHR

20130708 293THistones_propL2xvspropLp...

6 of 10 ul, Histones

7/8/2013 11:43:33 AM

297

RT: 15.31 - 38.94

ol

27.18

27.00 i\ 27.44

100
50%
24.03 724.19
0 A17;23 19.95 21'4'8|. " i

100

[4))
o

o

RT:24.03
MA: 65669017

31
30.99

35.23

.16

23.11 J\z;.ze 27.00 28.88 30.47

AUC calculation on MS2 level:

XIC-Prop 404.74 (4+)

100

(4]
o

o

RT: 24.09
MA: 9765457

/

/

/|

227.18, 385.24, 481.80, 482.30,
532.32,567.84, 749.48

XIC-PIC 420.499 (4+)

jury
o
o

o

RT:24.15

MA: 20280686

L

o

290.19, 377.22, 448.26, 481.80,
532.32, 567.84, 616.37

Relative Abundance
()
o

(4]
o

o

21.04 21.87

28.88

0
Il 31.34
[

RT: 31.11
MA: 229709232

\

|\ 3250 3427

37.42

100

(4]
o

o

RT:31.12

MA: 89

/
/

/
/

‘/
30.28 |

726865

| 31.21

31.31

31.80

100

(4]
o

=y
=]
[ | Lt brreald Lo bl [ ] Lol L el

o

RT: 31
MA: 77

A2

264149
31.31

/I 31.53

30.28 |

L e e s s s B B B s e s I B B B B B s B B B
18

16

20

22

24

26 28
Time (min)

30

32 34

36

38



H3.1_K27-R40: KMe3SAPATGGVKMe2KPHR

Quanti event: 20.3-28.9min

injection

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

Quanti event: 30.6-32.2min

injection

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM
20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

20130708_293THistones_propL2xvspropLpicL_H3incl_TMM

peptide
H3.1K27Me3K36Me2
[prop_d0]
H3.1K27Me3K36Me2
[pic,prop_d0]
H3.1K27Me3K36Me2
[prop_do0]
H3.1K27Me3K36Me2
[pic,prop_d0]
H3.1K27Me3K36Me2
[prop_d0]
H3.1K27Me3K36Me2
[pic,prop_dO0]

peptide
H3.1K27Me3K36Me2
[prop_d0]
H3.1K27Me3K36Me2
[pic,prop_dO0]
H3.1K27Me3K36Me2
[prop_d0]
H3.1K27Me3K36Me2
[pic,prop_d0]
H3.1K27Me3K36Me2
[prop_d0]
H3.1K27Me3K36Me2
[pic,prop_d0]

charge m/z

2

808.4858

839.9912

539.3263

560.3299

404.7465

420.4992

charge m/z

2

808.4858

839.9912

539.3263

560.3299

404.7465

420.4992

auc

1.4e+5

0.0e+0

1.8e+7

1.8e+5

6.7e+7

1.2e+4

auc

0.0e+0

3.7e+5

1.2e+7

5.3e+7

0.0e+0

2.3e+8

3e+6

2e+6

1e+6

Oe+0 -

1e+7

8e+6

6e+6

4e+6

2e+6

e

Oe+0 -

] DLy —
R ———

22 24 26 28
31.0 31.5 32.0

298



H3.1_K27-R40: Prop-KMe3SAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 3326
retention time 24.9min
precursor m/z 404.7469 M H* 404.7465
precursor charge 4+ MH Ap.ss Da 0.0017
MH Apass ppm 1.1
edit peptide
° {Propionyl}K{Trimethyl}]SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 3326 (24.9min) 4+ 404.7469Da
>
&
g
&
v’s
&
I~°
2 <
FJ
A
Q“ ‘h‘ ‘,"?
Al
Lo <l < +5 $
| l | |
It L L ol 00 1 ‘ 1
200 400 600 800 1,000 1,200 1,400 1,600

* = 140Da diagnostic ion

114.09
157.61
193.13
241.65
277.17
327.69
356.21
384.72
434.25
bzl 53l
604.37
652.90
721.43

799.48

227.18
314.21
385.24
482.30
553.33
654.38
711.40
768.43
867.49
1023.62
1207.74
1304.79
1441.85

1597.95

Propionyl

Trimethyl

xX<0O0-4>» V>0

Z

7
2
g

23 ae g

3
S

y
1559.94
1389.80
1302.76
1231.73
1134.67
1063.64

962.59
905.57
848.55
749.48
593.35
409.23
312.18
175.12

299
Y4+
780.47 14
695.40 13
651.89 12
616.37 11
567.84 10
532.32 9
481.80 8
453.29 7
424.78 6
GUSE24) 5
297.18 4
205.12 3
156.59 2
88.06 1



H3.1_K27-R40: PIC-KMe3SAPATGGVKMe2KPHR MS/MS

Experimental spectrum Theoretical
scan 4374
retention time 31.1min
precursor m/z 420.4988 M H* 420.4992
precursor charge 4+ MH Aas5 Da -0.0018
MH Apass ppm “@€
edit peptide
o {PIC}K({Trimethyl}SAPATGGVK{Dimethyl}K{Propionyl}PHR align
scan: 4374 (31.1min) 4+ 420.4988Da b++ b y y++
S
< ’ 60.53 120.04 ;'(C 1559.94 780.47 14
1 145.60 290.19 ‘""§"'Y' 1389.80 695.40 13
3” 2 189.11 37722 A 1302.76 651.89 12
3 224.63 448.26 p 1231.73 616.37 11
o 4 273.16 545.31 A 1134.67 567.84 10
P 5 308.68 616.35 T 1063.64 532.32 9
&> hat
X & 6 359.20 717.39 G 962.59 481.80 8
= 7 387.71 774.41 G 905.57 453.29 7
N J1 K 8  416.22 831.44 v 848.55 424.78 6
Al X X
o B
& i1 R 9 465.76 930.50 K 749.48 375.24 5
‘b o |
* Sl st ¥ & K 10 543.82  1086.63 Cney 593.35 297.18 4
i ; “‘ : ‘l i 11 635.88 1270.75 Propiony 409.23  205.12 3
||’| |w|||MH TARULLE ]l HI'In {lyes | 11 | i | | P
; ' i ' T T T T 12 684.41  1367.80 312.18 156.59 2
200 400 600 800 1,000 1,200 1,400 1,600 H
13 752.94  1504.86 R 175.12 88.06 1

14 830.99 1660.96

* = 140Da diagnostic ion



