Supplementary Information (SI)

List of SI materials

Table S1. The relative amount of EGFR phosphor-peptides in HEK293 T-REx (HEK) cells and HEK-
EGFR T-REx cells with indicated treatment.

Table S2. EGF induced EGFR associated proteins.

Table S3. The EGF induced different EGFR associated proteins between wild type EGFR (WT) and
Y998A variant.

Table S4. The anisomycin induced different EGFR associated proteins between wild type EGFR (WT)

and 4A mutant.

Legends for SI Figures

SI Figure S1. Quantification of EGFR in HEK-EGFR T-REXx cells by WB and SRM. (A)
Quantification of WB results from Figure 1. Error bars denote standard deviation from 3 independent
biological replicates. (B) SRM ion currents of EGFR peptide (IPLENLQIIR) with a spiked-in, heavy
stable isotope-containing standard peptide of identical sequence.

SI Figure S2. Immunostaining of EGFR for HEK-EGFR T-REXx cells. (A) Bright field (BF) images
of the indicated HEK-EGFR T-REx cells, which correspond to Figure 2. (B) Immunostaining of EGFR
in HEK-EGFR T-REx cells following incubation at 4 °C for 1 h with vehicle (Cont4C) or 10 uM
anisomycin (Ani4C). (C) Immunostaining of EGFR (red) and Rab4 A (green) as a marker of recycling
and degradative endosomal compartments. Cells were treated without (Cont) or with EGF at 37 °C for
15 min (EGF37C). EGF-stimulated colocalization of EGFR and Rab4A in an endosomal compartment
is indicated by the punctate yellow features in the EGF37C but not Cont sample. Nuclei were stained

blue by using DAPI. Scale bars are 7 um.



SI Figure S3. Comparison of EGFR associated proteins before and after internalization as a
function of cell treatment with EGF ligand and stress (anisomycin). (A) Volcano plot comparing
EGFR associated proteins identified by AP-MS in cells expressing WT EGFR after treatment EGF at
37 °C and detected in with control HEK293 cells lacking EGFR-flag expression. The log> ratio of
protein intensities was plotted against negative logio p-values (n=3). Proteins with p <0.05 are
positioned above the horizontal dashed line, and differential proteins defined as [LogzRatio| >6 are fall
outside the narrow range defined by the two vertical dashed lines. Selected differential proteins are
indicated by red dots and annotation with the protein name. (B) Heat map depicting clustering of 74
EGFR-associated proteins as a function of the indicated cell treatments. MaxQuant was used to
quantify these proteins and Perseus software was used to process and cluster the data. The position of
EGFR is indicated by the arrow. Black boxes are drawn around major clusters associated with the
indicated treatments, and defined by the adjacent dendrogram.

SI Figure S4. Comparison of expression, phosphorylation, and interactome of WT and variant
EGFR. (A) WB analysis of whole cell lysates from HEK-EGFR T-REx cells with indicated antibody.
Tet inducible HEK293 T-REx cells were stably transfected with wild type or variant-encoding EGFR-
Flag pcDNA vectors and then treated without (No Tet) or with Tet (Tet; 1 pg/ml, 24 h). Two clonal
stable cell lines, labeled 1 and 2, were tested for each construct. (B) Clustering analysis EGFR
phosphorylation sites associated with the indicated cell treatments and quantified in WT and the
indicated EGFR variants. MaxQuant and Perseus were used for phosphopeptide quantification and
clustering analysis. (C) Volcano plot showing the different binding partners between WT EGFR and the
Y998A variant after EGF treatment at 37 °C (left panel), or between WT EGFR and the 4A variant
after anisomycin treatment at 37 °C (right panel). The plot parameters are the same as shown in SI Fig.
S3A.

SI Figure S5. Imaging of WT and Y998F variant of EGFR. (A) Bright field (BF) images the

indicated HEK-EGFR T-REx cells, corresponding to Figure SA. (B) Immunofluorescence imaging of
2



EGFR in HEK cells following EGF treatment with or without 10 um monensin to block EGFR
recycling. (C) Using monensin and biotin labeled EGFR to indirectly measure EGFR recycling. EGFR
at the cell surface were covalently modified with cleavable biotin. Biotinylated EGFR was captured by
streptavidin (SA) beads, and western blotted for EGFR (anti-Flag). When cell surface biotin was
removed by application of the cleavage reaction prior to the SA adsorption step (+ cleavage, lane 2),
only internalized (i.e. protected from cleavage) biotinylated EGFR was recovered, whereas in the
absence of cleavage (- cleavage, lane 1), both internalized and plasma membrane-localized (total
EGFR) were captured. Total internalized EGFR was recovered from cells treated with EGF and 10 uM
monensin (EGF + Mon + cleavage, lane 3). Internalized EGFR that failed to recycle was determined
from the cells treated with EGF without monensin (EGF + cleavage, lane 4). The amount of recycled
EGFR was calculated by subtracting signals of lane 4 (internalized EGFR; failed to recycle) from lane
3 (total internalized EGFR).

SI Figure S6. Tandem mass spectra of modified peptides. A series of representative MS/MS spectra
are shown, and provide evidence for the identification and localization of modification for each of the
measured and quantified phosphorylated and ubiquitinated peptide ions. The y and b fragment ions are
indicated, and the sequence of the peptide is shown at the top of each panel. The spectra were produced

by using Scaffold software; all MS/MS information is included in SI Table S1.



S| Figure S1

120
100
80
60
40
20

Normalized EGFR amount (%)

1

2 3 4
Tetracycline (h)

5

Intensity

Light isotope
Heavy isotope

Time (min)



S| Figure S2

EGF37C Aniso37C

Cont EGF37C

EGFR

EGFR/Rab4A/DAPI

EGFR/BF




SI Figure S3

A B
@)
7 Z score o Y
L . I B o
6 - . 5 c [T L g
’aTSA E T 8§ 2 2 £
>
S 4
* .
33
g2
T
0 -
-1
-20 -10 0 10 20
log, (EGF37C/HEK)

EGF4C

<= EGFR

Aniso37C/
EGF37C

_l AP151
CSNK1A1
CSNKIOAT




S| Figure S4

Tet

stable sets

Flag

}---—-n--.—----. GAPDH

Samples
1. WT

2: Y998A
3: S1039A
4: T1041A

5:4A

12345 12345 1234512345

siayio

ov493  /2L€493

MNNOO (NO o
NN =000
rrrr00T o
e 0T

S SSSSNN

000

O o My
00=0WNm
111129

(= > (=

JL€493
/JLE0sIuY

I .

T 0 NOOON = N
N 65 rOF N0 g 1)
05 0000000880

/119 () Rkl ol ol 1

-sss_usssssss_u_.s

[

Ea

e

Anisomycin treatment at 37°C

EGF treatment at 37°C

AP2A1
*AP2A2

L 4
AP2M1

1#AP2B1
& enpis1
1

o
$
|

*

r T T T T T T
o n < [32] o~ — o

(anjea ) °*8o|-

Al
1

2 4 6 8

6 -4 2 0
log, (WT/4A)

-8

4 -2 0 2 4 6 8
log, (WT/Y998A)

-6

-8



S| Figure S5

EGFR_WT Y998A 4A
+ 10 ng/ml EGF at 37°C for 15 min
RO, = e —

37

0 min EGF 15 min EGF EGF + Monensin
Cleavage - +
' , Monensin

+
EGF +

EGFR

WT  150- ™ ®=

4A PR—-
150-

Y998F

1234
WB: Flag (EGFR)

. -



S| Figure S6

pS229
100% b2 L84 767.29.m/7, 3+, 2,298,84 Da, (Parent Error. -0.55 ppm
> G K —SH-P 5480 D —FC+57 FC+57 AtH N —i—Q Ci57 A TAG TCrsT " Y g op 2R
za R ~it-P ~+G +=T—C+57 +G FA+AHC+57+HrQ——N—+—H—C+57 #C+57 +-D ~+S+80 - P—i§~i—K —iG
g a5+2H y8
=  50%1 Y, HA
g /o pa ?H 8‘3594 Q‘BYTO y11
g 673.6 y1¢12H y12
¢ 1 leave AL . |
0 500 1000 1500 2000
m/z
pT693
\'4
100% 705 36 m/z, 3+, 2,113.05 Da, (Parent Error: 1.1 ppm
e I B o i e e e o 11 $G A el P N e Q et = e R
Fy —R—f—L—+—L—+—A—+—Q—+—N—l—P——A—+—E—+G+—S—+—P—i T480 L P e | e b
g 75%7
e
c
< 50%
2
= 7+2H
% 25% m?éq'r,n PLT-9% y6 v8
I 3 y5 y10 12
et T | ]
0% AT | | | Ll . '
0 500 1000 1500 2000
m/z
pT693 & pS695
v7
100% 732.01 m/z, 3+, 2,193.01 Da, (Parent Error: ~1.5 ppm
£ ~iL AV P L T 480 [ P i-S480 G+ ~FA P N QA L L R
F ——R—+—L—+—L—+A+—Q—+N—+-P—A~+ € 4G £:5+80 P -+T+80 L topbf bV bl b
g 75%7
K]
=
5 50%] az
2 y7+2H 16+2H+1 1208
‘—; 25% |RI&HSBPLT ylsék%(ﬁt 8
I
(e
0% i \ I \I | 1 . .
0 1000 1500 2000

m/z



pS695

7
100% ¥ 705.36 m/z, 3+, 2,113.05 Da, (Parent Error: 0.37 ppm
£ el ==V epp o =T AP 1§ 480 G FE A P N e Q oA = el R
> ——R——+—L—+—L—+A+—Q—F+—N—-P—A+E 4G #5480 P =T ol =t b | by bl E
Zi 75%7
3
= 50%
- . 74+2H
g ) ba-R2042H | 1,165.62-98
2 b2 v8 1,351.57
% 25% y1il RS PAT y y5 y6
x 3
i A R
0% AU ||J’ i I [' || . '
0 500 1000 1500 2000
m/z
pS991
100% b2 STE S Tz 3+ 169368 Da arent Ervor T ppm
M H - —L—p +80 b e T ) e § e e e e R
> ——R——+—Y—+bB3F———N——S—+—D——T——P—-5+80 P —+—L——H M
g 75%7
K]
=
< 50%]
2
E 25%7 v8
g Cl YS yor+1 y10
0% yl ol y2ll  v3 | ya L/ I 74 WY N S 2 S
0 250 500 750 1000 1250 1500
m/z
pS991 & pS995
b2
100% b3 862.83 m/z, 2+, 1,723.65 Da, (Parent Error: ~0.97 ppm
M H —=f—L—f=P ~—$ 480 =f=rP =T ) e 4 80 T R S 3
> —-R——+—Y—+—+F—+—N—+—S+80—D T P 5480 P L —=t=H M
g 75%7
-] y10-196
c
< 50%
2 y10-98
% 25%7 y8-98
n 4 5 v8 y10
0% Yll nll L ylzh y.3'1 ‘yl ‘l .?’[ l n ] | .H J"; I r
0 250 500 750 1000 1250 1500




pY1016

y13
100% 1,229.85 m/z, 3+, 3,686.54 Da, (Parent Error: 0.89 ppm
A LM ~+D +E ~+E ~+FD+M=+D+D+V+V+IPHA +D +E ~iY+80 L -t1-P +Q +Q =G i=F ~+=F ~+§ +§ +P +§ +T +§ +-R
> R =48 4T 4§ +P +S+S+F—4F—GFQ+Q P {-1-+L ~iY+80 +E ~+D “A D +V +V +D D “+M ~+D “+E ~E ~+D +M L A
‘w  75%7]
c
K]
£ ] 1{505.6?
v 50% y13+2H
.‘3 yS - y 1%
S 5% 33 bll
[~ bl
ve |t ﬁll‘“’? PP ets
0% [ | 1 | | 1l | . i
0 1000 2000 3000
m/z
pS1025
y13
100% 1,229.85 m/z, 3+, 3,686.53 Da, (Parent Error: ~0.049 ppm
A LM +D +E ~i-E “FD+MAD +D +V+VHDHA +D +E ~i-Y “L 1P+ Q QG F 1 “S480 FS P IS AT 45 R
_.? R =4S 4T 4§ +P +S44+80 =F ~+=F ~GFQ +Q P ==L +=Y =+E =D “A FD +V +V +D “+D “+M D “+E ~+E =D +M L A
g 75%7 Y5 yi13+2H
c M40+
E) 50%1 b25-MNHE-Hpo+2H
E 713.32 blBlé’ifs‘ZH
o 25%7 35427 b16
l 13
0% I 1 L ll l I . .
0 1000 2000 3000
m/z
pS1026
0, y1l3
100% 1,229.85 m/z, 3+, 3,686.53 Da, (Parent Error: 0.21 ppm
A L -+M -FDA-E i€ ~FD+M+D+D+V+V+DAAFD+E—-y ~+L4-1-1P +Q +Q "G F ~+F ~15S$+80 FP S +T +5+R
Z R-+5+T 45 +P§+8OS+F—-F-GrQ +Q +P -lH-L -t~y ~+E D A +D +V+V +D +D +M +D +E ~+E D +M +LA
'z' 75%1 y13+2H 13-94
g s !
c Y,
° 50%
2 z27-98+2H
E g 13}-H20-98+2H bll |
g 25% ; 1@ 1; b16
bﬁﬂb b9 | |
0% Vﬂﬁ | |7 F ff4ts I '
0 1000 2000 3000

m/z




pS1037

y5
100% 763.02 m/z, 3+, 2,286.05 Da, (Parent Error: -1.6 ppm
TP =L —L—-5—45+80| “FL S FA ST S N N S i T eV R A O 57 It p R
2 F—R—+-D——1—C+57+A+V—+T—+S—+-N—+-N—+S— T +A 5L 45480 4§t il iop T
g 75%7
.E y6 y7
= 50%]
2 y4 v8
= b3
é 25%] vl y9
2y y10y11
LTl I Bs 7]
0% 1 1 } L 1 I } 1 L . .
0 500 1000 1500 2000
m/z
pS1039
v>5
100% 763.02 m/z, 3+, 2,286.05 Da, (Parent Error ~1.6 ppm
T =t=P ~—L——L—=-S—~$ ~iIL =+5+80 A =T =i=§ =f=N ==t=-N ==§ =T =i=V =4A +C+57 | =t=D =+——R
2 F—R—4+D——I—C+ 5 7+A-V—+T—SAH-N——N—=S—-T ~+A +5480 =L i=§ ~i=§ il il P T
b 0/ -
a 75%
.“E‘ y6 y7
=  50%]
2 y4 v8
E b3
E 25%7 yl y9
hz y V‘T‘ bS y10y11
0% [1] I I[ Lyl ! Wl | LI 11 . .
0 500 1000 1500 2000
mj/z
pT1041
b3 y>5
100% 1,144.04 m/z, 2+, 2,286.06 Da, (Parent Error: 0.97 ppm
T =P =—=L——L—-S—~§ ~t-IL =+S—A +-T+80 i~ =t=N ==i=N =t=§ =t=T =i=V =+A +C+57 |=t=D =R
F —R—+D—+-1—HG+5 7+AT-V—+T—+S+-N—-N—-5 +T+80 YAHIB—L—i-§ ~t-§ b L dop T
‘w  75%7 y12-H20-98
c
g y4 221-98+2H
- ] y1p-98 1,765.87
¢ 50% yl » bt;G M2 H20 b yla
"_3 2591 int@eaitBkhal PLY y6 oat? y9 ylo ,'59 _k‘i%9 al7-H2 17
g 25% ‘ A -
i I |
0% . 1 T T T
0 500 1000 1500 2000

mj/z




pS1042

o b3 yS
100% 1, 144 04 m/z, 2+, 2,286.06 Da, (Parent Error: 097 ppm
T =P =—=L—f—L—=S—-$ ~t-{L ~+=S—+A =T ~+$4+80 ~+=N ==t=-N =4=§ =t=T =iV =4-A +C+57 +==|==+=D
Z ——R—+-D—H-I—g+ 5 7+ATV—+T—+S—+N—+-N—5+80 T -yAHSB— L io§ wbog b it ivep 'T
2 759 y12-H20-98
§ y4 221-98+2H
£ ] y1p-98 1,765.87
g >0% yl - bl;-G HZD7—H;zob yl4 ‘
“3 int aﬁxﬂh al P YG Y9 ym .2();5 7 L2 98 al7 q, 17
T  25%17 ‘ b8 93.47
) i mIA A
P90 N | il Ll
0 500 1000 1500 2000
m/z

pS1039 & pS1042 or pS1039 & pT1041 or pT1041 & pS1042

100% 204.17
1, 184 02 m/z, 2+, 2,366.03 Da, (Parent Error: 19ppm
T =P ~t—L——L—-S—-5 ~+=L ~+$+80 A =T ~$+80 =N N =8 =4=T ==V ~+A 4C+57 | ==iD -
> —R—+D—--1-~iC+57 l—A-+—V—+—T—+—S-+—N—G—N—+S+80-&—T—+A—0s+80 e, = G ] o], P -'r
g 75%7]
;‘é’ 168.17 135617 yp
° 50%
2 b21-NH3-196+2H
- b4 4
% 25%7 1 q“l?y bSy y6 y8 par t+2H+ 1—%8
) il I
osel——1 | 1 T
0 500 1000 1500 2000
m/z

pS1037 & pS1039 & pS1045
y5

100% 816.34 m/z, 3+, 2,445.98 Da, (Parent Error: -2.4 ppm)
T 4P ~A=L——L—-S=+S+ 8PH~L ~5+80 +A =T =i=§ ~+=N ==t=N ~+§+80 =T =iV ~+A 4C+57 i=|=-t=D =i==R
Z ——R—+-D——1—C+ 5 7+AT-V—+T—+S+80+-N—-N ~#-5 T ~+A 45480 +-L-5480 4§ =L L 4P =T
‘»  75%7
<
3
= o]
v 50% .
= b3 'l oye
T 25%7 y7
4 VIJZY »}T g
b5 Y,
0% I 1l1 ll CLAPRL, W T Y .
0 1000 2000




pS1039 & pT1041 & ps1045

y5
100% 1,224.00 m/z, 2+, 2,445.99 Da, (Parent Error 026 ppm
T 4P ~A=L——L—-S—+S—4qL—45+80 +A+T+80 =S ~=N-t-N--1S+80 +=T =iV ~+A4C+57 I D
> —R—4-D-b3A—C+57+AT-V—HT—5+80 +=N ~i=N =45 +T4+80 +A #5480 -+l ~b=§ win§ wdo| o =P 'T
Zt 75%7 parent+2H-H20-196
v 4
£ " ba
9 50% yl y y18+2H
5 y3 b5( .~ y7  parddd2HRR2v1Pgb2%0 08 .
E 25% 3ro r l“‘m WT‘)S y9-g@réht+2H-98 yldeZOY%3593/817fH207196
6 * #20
R A 1 i ) T T
0 1000 2000
m/z
pS1064
rent+2H-98
100% § < - S 98645 m/z, 2+, 1.970.89 Da, (arent Error: 0,62 pprm
N ~+G +—L—+—Q—-S—+C+57-4-p I K E ~—+—D—-5+80 F—tL
> _— —R—+—Q——L——F—1-5+80 D £ b—K—ipiCe57  bosbQ L -c= N
@ %7
g
c
° 50%
2
r;:v; 259%1 y10-98
4 b3 y4 y10
o ¥z 43 bs¥' b6 vzl o BITT | | 12
0 500 1000 1500
m/z
pS1070 or pS1071 (not pY1069)
yl2
100% 1,160.20 m/z, 3+, 3,477.57 Da, (Parent Error: -2.6 ppm
80+ Y4s 5 +D P 4T G iA FLA+TAHEHOD+S| +1-+D D 4T “#F =L -#P +V +P 4 =Y i =N -+Q ~+§ +V +P +-K
> K =P 4V 45 +Q N +I4=Y—E+P+V+P+4-LA-F T +D 4D +1-+S+D +E 4T +L A GHT +P +D +5+S+80+Y
g 75%]
g
£
) 50%7 y10+2H
2
= 1,342.7?
% 25% bl b16-H20-H20+2H
* ‘ b4 Y& P8 014 Y13
0% L1l Jw | l% ] | | : .
0 1000 2000 3000




pS1081

100% y12 :
0 1,160.20 m/z, 3+, 3,477.58 Da, (Parent Error: 0.86 ppm
Y =+§ 4§ +D P +T -G 'AG—L+T+E—Y-HB‘S+80"I'D'D'T'F‘L' f=E ==Y =i =N =+ Q ~+§ +V P +-K
s K =+P v 45-4Q N Hl—4=Y—+E+P+V+PLA-F 4T 4D D 18480 +D “+E~+T+L A GHT 4P 4D “+§ 454y
‘w  75%7
[
g
£ o/
q>J 50% y10+2H
= y2 1,372.77
S 25%] 17667
e b4 yl3
2, |1 19?} P 7
0% : a — '
0 1000 2000 3000
mj/z
pY1092
100% . 1,160.20 m/z, 3+, 3,477.58 Da, (Parent Error: 0.84 ppm
Y ~+§ 4§ 4D P +T HGAFL+TH+E—+D=+S+1-4D +D +T4-F ~i-L =P +V +P +E ~1Y+80 41N ~Q ~+§ +V +P +K
Z K 4P 4V 45 +Q “+N I—+Y + 804 ~+ ¥ FO+PA4A4-F ~+T 4D +D 1 B “HT 4L A GHT P 4D +§ 45y
‘w  75%7 y
c
g
= 50%]
0
2 y2
§ 259 b% 10 125667H22)+2H+1
i 'm% | ot Bmatbier
0% 11 B I A .
0 1000 2000 3000
mj/z
pS1104
100% parent:n+1-98 827.07 m/z, 3+, 2,478.19 Da, (Parent Error: 0.72 ppm
R ==t=P ~A 4G 15+80 =V =t=Q =N =t-P =iV Y=} === P el N P oA P S R
> R e wiep i p 4P =N | P 4= Q——=N——H——Y—-v p=Q ==V ~+5480 4G +A “+-P ~+—R
@ 75%1 y8
c
K]
[
o 50%]
2 b2 s yl0
I \ UL
3 25% , prowsdbE Yo | y11
1 e UL | bjP 411
0% ! | | Ll 1 I .
0 1000 2000

m/z




pY1110

v8
100% 827.07 m/z, 3+, 2,478.19 Da, (Parent Error. 0.021 ppm
R ==t=P =+A 4G =8 -V ~+=Q—=N—-p =tV =Y + 8O—F=H ==i=N =t=Q =4=P ==L ==t=N =P =7 +=P =§=§ =R
F F—R—-s P ~+A +-P ~N——lpeP+Q3H-N—+—H——Y + 80—V -+ N ~+-Q ~+V 5 4G +A P ~+R
g 75%7
[
‘E parent4{3H-NH3
o 50%1 ys
> b14+2H+1 y1l0
s b2 y9
T 25% y3 oA e 810 1
ool e G
0% [ | il ] 1 .
0 1000 2000
m/z
pY1138
%)
100% 1,045.12 m/z, 3+, 3,132.33 Da, (Parent Error. 0.099 ppm
D ~#P “H ==Y ~t+-Q-+D=4P ~=H =S +T A -V AGFN—4P ~-E ~+-Y+80 LN ~+T “+V +-Q ~+P “+T €+57 VN
Z NV C+SFT 4P FQAV T N L +Y480 H-E P N =GV HA +T 4§ -l P +-D ~+-Q ~+Y ~~i-H ~+P D
g 75%7
K]
[
= 50% b3
"E 359.1? b6
- J 458,27 | (o] b22+2
g 25% F ha ¥ bf’{l’”
R N R T |
0 1000 2000 3000
m/z
pS1166
+2H-98
100% > —— T,158.50 m/z, 2+, 2,314.99 Da, (Parent Error: 0.68 ppm
G +s-+—HE—Q——Il—+5+80 LD ~+N—-pP i-D Y e i Q =D F e e
ey K ~t-p ~+—F—f-F——D—+—Q—+—Q—+—Y—+D ~+P ~+N——D—-L ~+5+80 |t b H S 4G
g 75%7
e 10
= 50%] ’
0
.g b3 bs b9-98 Y].].
% 2501 bdo.12Y 3 4()4){}5 b8-98 parer';gy -NH3-9 y12 y14-9¥15-98
) L T g .
0% 1L | B L o
0 500 1000 1500 2000

m/z




pY1172

b4
100% y2 1,158.50 m/z, 2+, 2,314.99 Da, (Parent Error: 1.1 ppm
G s ~+—H {-+-Q——I—+S—+—-L—+-D—+-N—t-p ~+-D ~+—Y +80—Q ~i~Q ~~+-D ~+—F—F—F—-p K
ey K ~t-p ~-+—F—H—F—+-D—+-Q—+Q—+—Y+80— D P +N—+D—+L—+S5+41-+-Q H 5 4G
w 75%]
S b5
c y10
< 50% yi4
2 b3 b8 bo yl1
< 25% MLEREVE 4 b6 . b19-NH3+2H+1 yl2 11'7 58 b17
j 00 A o
o 111 N i |
0 500 1000 1500 2000
m/z
pS1166 & pY1172
2
100% . 799.33 m/z, 3+, 2,394.96 Da, (Parent Error: 0.39 ppm
G s -iH |-+—Q——I—ts+80 +-L~+D—+-N—+P—-D ~+-v+80 ~i-Q QD iF i P oK
-y K ~tp - —F—4—F—+-D—+-Q—+-Q—+-Y+80—+D—+P— N -+D ~t-L #5480 F|t-Q tH S G
‘» 75%7 y10+2H
<
g b9-98
c
v 50%
.‘g b4 b8-98
K 25%] Y Y5 ng‘v.s? b9 y8 y9y10
T T T T
0% LI 1 | IT]1 ; I |
0 500 1000 1500 2000
m/z
pS1190
100% 6‘;6.77 m/z 2'—71 289.53 Da, (Parent Error: 0.022 ppm
2 G ~5+80 T el e e el et el R
g R +—L— Y +—E—+—A—+—N E A—-—T S+80 G
S yl
-J— y4
o 0% b3-H2O-HRO-98+2H y5 8
2 155.1? ¥ 3b6-NH3-9 Y
]
3 2
o [ R [ , | ,
0 250 500 750 1000 1250




pT1191

v6 -
100% 7 :
3 ° i s T+80 A i — A 645.77 m/z, 2%, 1Y289'53 pa, (Earent Error: O.ROZZ ppm
) R: +—L— Y t E —A——N E A———T+80 Fre§ et G
c
e yl
= s0% : v
) b3-HRO-¥0-98+2H y5 8
2 155.%7 ¥3b6-NH3-9 Y
2 2
€ T TR T , ] |
0 250 500 750 1000 1250
mj/z
Y1197 /
y6
100% 645.77 myz, 2+, 1,289.53 Da, (Parent Error: 0.52 ppm
S T ——t—A 3 N E i ¥+80 e, =t R
> R —L— Y+80 t E —A———N E —A—+—T—+ 5 G
g 75%] b3-H20 yp
=  50%] y7-H
g 0 b3-H20+H20 yZ/D y8
s 1 y3 “H2$+
S 25% i | D082 y6-H20+1911.87
) 1L | "
0% L] I ! . Ll il ] | .
0 250 500 750 1000 1250




Ubiquitin modification (K-GG)
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EGFR K716-GG
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EGFR K1061-GG
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