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Supporting Information

Figure S1. Number of casein phosphorylation sites identified after in vitro phosphorylation by
CaMKII as a function of the amount of casein substrate used in the reaction. The higher the

casein concentration, the more phosphorylated residues were identified.

Figure S2. MALDI spectra of autocamtide. (A) Positive control shows the phosphorylated
peptide (KKALHRQEpTVDAL) of m/z 1588.6028. (B) Negative control shows the non-
phosphorylated peptide (KKALHRQETVDAL) of m/z 1508.7915. (C) In vitro phosphorylation
of autocamtide by CaMKII resulted in the phosphorylated peptide (KKALHRQEpTVDAL) of

m/z 1588.8795 (arrow).

Figure S3. CaMKII phosphorylation of Cx43-CT at S325 and S328. (A) Extracted
chromatogram of m/z 953.0603-953.0699. (B) MS spectrum of m/z 659.0708 represents triply
charged peptide MGQAGSTISNSHAQPFDFPDDNQNAK (one phosphorylation site). (C) CID
MS2 spectrum indicates peptide phosphorylated on S325. (D) ETD MS2 spectrum indicates
peptide phosphorylated on S325. (E) ETD MS2 spectrum indicates peptide phosphorylated on
S328. See Supplemental Table S3 for complete list of theoretical (ProteinProspector) and

observed fragment ions.



Figure S4. CK1 phosphorylation of Cx43-CT at S306. (A) Extracted chromatogram of m/z
088.3947-988.4007. (B) MS spectrum of 988.3977 represents doubly charged peptide
QASEQNWANYSAEQNR (one phosphorylation site). (C) CID MS2 spectrum indicates

peptide phosphorylated on S306.

Figure SS5. CaMKII phosphorylation of Cx43-CT at S255 and S257. (A) Extracted
chromatogram of m/z 617.6179-617.6203. (B) MS spectrum of m/z 617.6193 represents triply
charged peptide GRSDPYHATTGPLSPSK (one phosphorylation site). (C) CID MS2 spectrum
indicates peptide phosphorylated on S255. (D) ETD MS2 spectrum indicates peptide
phosphorylated on S255. (E) CID MS2 spectrum indicates peptide phosphorylated on S257. (F)
ETD MS2 spectrum indicates peptide phosphorylated on S257. See Supplemental Table S4 for

complete list of theoretical (ProteinProspector) and observed fragment ions.

Figure S6. CaMKII phosphorylation of Cx43-CT at S296 and S297. (A) Extracted
chromatogram of m/z 668.7571-668.7611. (B) MS spectrum of m/z 668.7591 represents doubly
charged peptide NNSSCRNYNK (one phosphorylation site, one carbamidomethylation site).
(C) CID MS2 spectrum indicates peptide phosphorylated on S296. (D) Extracted chromatogram
of m/z 659.9552-659.9692. (E) MS spectrum of m/z 659.9572 represents triply charged peptide
LVTGDRNNSSCRNYNK (one phosphorylation site, one carbamidomethylation site). (F) CID
MS?2 spectrum indicates peptide phosphorylated on S297. (G) Extracted chromatogram of m/z
487.2102-487.2132. (H) MS spectrum of m/z 487.2094 represents triply charged peptide

LVTGDRNNSSCR (one phosphorylation site, one carbamidomethylation site). (I) ETD MS2



spectrum indicates peptide phosphorylated on S296. (J) Extracted chromatogram of m/z
730.8048-730.8092. (K) MS spectrum of m/z 730.8062 represents doubly charged peptide
LVTGDRNNSSCR (one phosphorylation site, one deamidation site, one carbamidomethylation
site). (L) ETD MS2 spectrum indicates peptide phosphorylated on S297. See Supplemental

Table S6 for complete list of theoretical (ProteinProspector) and observed fragment ions.

Figure S7. CaMKII phosphorylation of Cx43-CT at S364 and S365. (A) Extracted
chromatogram of m/z 742.0376-742.0420. (B) MS spectrum of m/z 742.0398 represents triply
charged peptide VAAGHELQPLAIVDQRPSSR (one phosphorylation site). (C) CID MS2
spectrum indicates peptide phosphorylated on S364. (D) CID MS2 spectrum indicates peptide
phosphorylated on S365. (E) ETD MS2 spectrum indicates peptide phosphorylated on S364. See
Supplemental Table S7 for complete list of theoretical (ProteinProspector) and observed

fragment ions.

Figure S8. CaMKII phosphorylation of Cx43-CT at S369, S372 and S373. (A) Extracted
chromatogram of m/z 718.3220-718.3292. (B) MS spectrum of m/z 718.3282 represents doubly
charged peptide ASSRPRPDDLEI (one phosphorylation site). (C) CID MS2 spectrum indicates
peptide phosphorylated on S372. (D) CID MS2 spectrum indicates peptide phosphorylated on
S373. (E) Extracted chromatogram of m/z 612.9569-612.9631. (F) MS spectrum of m/z
612.9589 represents triply charged peptide ASSRASSRPRPDDLEI (one phosphorylation site).
(G) ETD MS2 spectrum indicates peptide phosphorylated on S372. (H) Extracted chromatogram
of m/z 639.6068-639.6132. (I) MS spectrum of m/z 639.6113 represents triply charged peptide

ASSRASSRPRPDDLEI (two phosphorylation sites). (J) ETD MS2 spectrum indicates peptide



phosphorylated on S369 and S373. See Supplemental Table S8 for complete list of theoretical

(ProteinProspector) and observed fragment ions.

Figure S9. Baseline phosphorylation of native ventricular Cx43 at S306. (A) Extracted
chromatogram of m/z 988.4000-988.4020. (B) MS spectrum of m/z 988.4009 represents doubly
charged peptide QASEQNWANYSAEQNR (one phosphorylation site). (C) CID MS2 spectrum
indicates peptide phosphorylated on S306. See Supplemental Table S9 for complete list of

theoretical (ProteinProspector) and observed fragment ions.

Figure S10. Baseline phosphorylation of native ventricular Cx43 at S372 and S373. (A)
Extracted chromatogram of m/z 639.6127-639.6153. (B) MS spectrum of m/z 639.6140
represents triply charged peptide ASSRASSRPRPDDLEI (two phosphorylation sites). (C) ETD
MS2 spectrum indicates peptide phosphorylated on S372 and S373. See Supplemental Table

S10 for complete list of theoretical (ProteinProspector) and observed fragment ions.
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Figure S4

S306 phosphorylation by CK1
::gZ§§ B 90% 988.8992
A s QASEQNWANYSAEQNR (2 charges)
e — o
— =
Saug% 1‘0 " 2‘0 j :DT V:ﬂ‘x‘? ' 4‘0 ' 5‘0 6‘0 7‘0 Eg\%Q\AA\GW\ T ?37.7?5:3\ O J\‘L"TAM T ‘H \990 i T T T T T
y*1 ¥ = [Ysb]'H 0 ID
. T : 930.36 S306C
Cc - y» b =[y,b]-NH, [M-H,PO, +2H]?* S S S S S
_ Yy, b= [Ysb]'H3Po4
90— yo QAPSE|IQNWAN R
- y6 1052.36
- 704.36
80—
70— 907.27
o -
c 60—
m —
o] _
c _
B _
< 50— y7 1255.18
o _
. 867.36
o] —
g 40 b6 y10
- bd y4 yp y11
30— 546.36 617(36 b7 b-10 1352.45
- b8 :
20— b1t y14
- 15
- b7 | y12 |
10— 1480.45
- b10 .
: N .
0— iad bt AL ol I bl mum..“ L.mﬂ il
800 1000 1200 1400 1600 1800

m/z


kyamada
Typewritten Text
8


Figure S5

S255, S257

RT: 0.00-8204
250 RT: 2655
] CAMKII present
2000000 6176193
%150000“: - 617953
5 ; _> 60; 617.5806
< 1000000 - |
- |
1 0= |
500000 - |
] 8 oo |
o RT.2766 _ RT:4466 s - |
o Negative control 3 5" | 6182877
i 2 {
1200 i |
| © 40—
1000 = |
E - |
> 800] H |
2 | 20 |
£ o] |
- < o | 6186223
.l !
4007 - | 617.9096
] Z 617.2814 6174499 N\ 6182269 6185236 || 618.7756 615,9555 619.1849
2007 L o L
| I 617.2 6174 6176 6178 6180 6182 6184 6186 6188 6190 6192
S miz
0 T T T T T i T T
10 20 30 40 50 60 70 &«
C Time (min) E 100— ¥, b = [y,b]-H;PO, 585.22
oW =
100- $255 CID 90= [M-H,PO+3H]2* §257 CID
- y.bt=lyblHO [M-H{PO,+3H]?* -
- = [y.b]-NH; 80— b4
. ¥, b = [y,b]-H;PO, -
- o = 41624 z
, 12
a0 G|R[spplp LpsPplk - GR GPILEPPs
- 1= bge
- - y132
.~ - w9 b112
- - 57298 &R0
o 9
g 6 -
g or
s
- @Q
5 - 8
el c
< 50 y*132+ 3
s - g
= - Qo
T - <
[0]
g w iz 67833 2
- g2+ b*132* =
- b*8? - 52 °
- a2 b1z
N b7
62
20 v - 48083 b-{h ohaf
- b4 14708 1R
- 2 *1 b
10- 5R2\7 by 83742 v{0|
-2 2&3 " 803 c&o
- * 1088 1640
; I ‘
70 80 00 1000 1100
D 100- iz F
- . 617.91
- MF3H] * $255 ETD 10 S$257 ETD
90 [M+3H]
- o
= 9779
- 8
12= GF D P| PlL|ps PJ;JK GR[S PlvH P} Psz<
- 7
1
10- 2
- 87128 E 91823
o« 2
- 2-
& -
§ - 86127 8 183685 1o~
S - z
° 7- z
5 : 16
E g :
< o 7 S
- 83039 5 -
& = 2 -
e '
- c3 g -
. 31824 2 183567
; c6 - 1
= 69331 8 c8
- - 6 210 z14
- 24+ 2741 - 3 1022.39 1534.37
48328 - 31827
z 75036 = c9) c?65939 212 c13
- c5 - 137061 15 793,81
= 40227 | 5oy, - 215 c16°
- 29920 g 2 22+1 12576 143756 162145
- 21318 1, lx l\ HL H mm  igger 20 \ \ I | ‘],
O i Y Oy T e Prompifebge A
400 800 200 1400 1600 1800



kyamada
Typewritten Text
9


Figure S6
A

RT: 0.00-82.02

RT:2193

Intensity

RT:12.01

RT:
RT:4211

(o9)

CAMKII present

L8

4296

!

10000:

8000

6000

4000

2000

Negative control

Relative Abundance

CRLELELE LR RS

6686181

6681783

[

667.1706
\

S296,

501

6692603

6697623

6702622
A 6708405 6741618

40
Time (min)

y*, b* = [y,b]-H,0
y’, b = [y,b]-NH;
y, b=[y,b]-H;PO,

667 668

669 670 611 674

iz

S297
G

|

$296 CID

619.82
[M-H,PO, +2H}2*

Relative Abundance

y2
261.18
yaz+
0.0 il 4
200 3

b4 b790.7

r ¥as ||

b3 367.0
298.18

b
00

RT:17.45

y82
505.82

488.27

y62*

500

CAMKII present

!

Negative control

v b*
y, b

Relative Abundance

N s o

°

= [y,b]-H,0

= [y,bI-NH,
Yy, b =[y,b]-H;PO,

40
Time (min)

42

y3

62+
73

y72*

12:
b9+ Y8 y4 oq 45

b5

KN

m
8

Rolatve Abundanco
Foof B FF 8

o
NHﬂjIC/(Carbamidometh)ﬂﬂ/N/HN/ K

b8

6
A 975.18

b9
1021.27 1076[18
8

‘ A lidosflos

1410.27

y8

b6
799.18

572

17

0525

09602

o173
seosass || ssorooe || seroezr |

esog872

50625 6615275

6500562

6619566

627 .45
[M-H,FO, +3H]**

|

y112+

555 6600

|

G505 610 15 20
mz

$297 CID

T
j:N Nj;s [C(Carbamidomethyl) RIN]Y N K

y142+
83482

T
V|

y15%
142+ 883.27
o 5.82

y122 y15?

816.82

LA

419.18
T
400

T
500

1126 9

ng,SZ

| .1" " "
Ay

600 7
m iz

)

el aputls A‘AAI

Tt u
800

4872004
T:0.00762.04 oo~
RT:18.62 CAMKII present
160000
140000
120000
2100000
80000 >
~ 60000 o z
40000 RTazs9 £ -
20000 H
2
Negative contrgl s 4875434
1000 e
800
600
0z
400 z 4878791
| ‘ I | 0
o 10 20 30 % 60 487.0 4872 4874 4876 4878 4880 4882
ime (min i
100- 48719
I z [M+3H]3*
9
$296 ETD
80-
- At ot
= 722.05 G| N|N|pS| S|C(Carbamidomethyl) |R
22=
416 700.74 27
H 957.23
3
H
2 c6
<qi,= c8 cl1
12
2 503.27 z4 659.45 887.49 29 1301.45
3 572.9
T
o
c9
1054.53
z8+1 1415.42
1073.3 1401.54
1§10,, | zto#
1231.41 z11+1
1028.24 1330.51
1000 1100 1200 1300 1400
8
s00 )
800: Negative control & "
700!
oo, ] 7313080
500 2]
400,
300 0] 1101
2001 ;
100
Ta6s Tbs N i i N s o The
10 20 30 a0 50 60 70 ' mz
Time (min)
63
L’ﬂ}
[MH2H]2*
@ S$297 ETD
o) |
L|V{T|G|D|R|N|N(Deami ) pS C(Car yh)|R
6 1402.47
5
144318
5
4
4 28+1 cl1
§ 1074.25 13014.51
23
H z7 210
:3 o7 958 .41 1231.486
- c6 773.52 z9+1 1361.82
22 658J27 c8 1131.55
2
, ss7fss 21
615.49
h
o c91017.00 114651
597.31 804.16 894.30 ‘ ‘ ‘ [11,55 87 H H
. ] . L . b e g
600 700 900 1000 1100 20 1300 1400
miz

10


kyamada
Typewritten Text
10


F

igure S7

RT: 0.00 - 82.02 7423745

Relative Abundance

Relative Abundance

RT:28.49

w
&

FoF008080

CAMKII present
250000

200000 7420398

Intensity
H]
g
T

|

100000;

50000

RT: 29.32
s ool | s L

14000- Negative control
12000

Relative Abundance
B

IS

10000

8000;
6000;
4000;

2000

RT: 39,14 7419479
-+ )

S364, S365

7427083

7430430

7433769

o B S

o
3

T T T
30 40 50 60 70 7415 7420 7425
Time (min)

709.33
- [M-H{PO,+3H] 3
90— y*, b* = [y,b]-H,0
= y;, b =1[y,b]-NH,
- ¥, b=1[y,b]-H;PO,

2: y4
b7 428.33 52
3Pp182 b1g2
y2 b1ofs b10
62.08 b5 g
5| 059.50

7430 7435

L S$364 CID

S

b12
8
l’-58 300.25

120
| l nﬂ,Sj,SvS

L, 'A.M

b14
1414.50

3
Il

l 463.92
bt II I I ‘Ai‘n
400

“ll‘mii‘MMI“ N

1000

0= “I ‘ L ‘.Mu

709.42
[M-H}PO,+3H] ** S$365 CID

100— ¥%, b = [y,bl-H,0
v b= [y,bI-NH,
¥, b=[y,bI-HPO,

©
T

o
=}
l
<
>

y62+
356.67

3
3

o
=}

IS
3

IS
=}

b162*
849.83

w
3

w
o

142+ 162*
y y -
.

N
o

y5¢* 4

N
o

o

pliozs b11 Y9
42 1221
1075.08

o

R R R R R R R R R R R R A N A R N A N T R

o
o

L
T T T

T T
1200

.83 p13
1299.58

T T
1400

‘l“‘n I W

400 600 800 1000 1200

o
o

“ 1543.75
“ L | : o .

T T T
1400

Al‘
1600

Relative Abundance

74248
[MH3H]*

1112.89
ci1
N
1063.80 12
956.2
810.41 c10
z7+1
24 01024
i)
1T “‘ I,
800 1000 1200 1400

S$364 ETD

g

z17+1

z14+1 z15
1644.64 177257,

1600 1800 2000

11


kyamada
Typewritten Text
11


Figure S8

RT: 0.00 - 82.02

A

Relative Abundance

Relative Abundance

S369, S372, S373

RT:000-8204

RT:25.29 -
- 3000000 * F ot
- CAMKII present CAMKII present
5000000 B} S 2500000
- - 2000000
- B
4000000= £ 1500000 >
z H o000 §
z - H
§ 3000000= >
= - . an.2904 [Rr 855 g et
2000000~ H
- Negative control
- sra7tse
1000000— 8 [
= | RT:32.10 2 |
3 | srasers
g 2 s ovazesr
6000- Negative control ] > etagst er2gema) T e G535
. 3 S v VS g
- LA - mz
- E I S S S ®
= 719307 Time (min
4000= G (min)
3000= - 100~ 613.22
- z z 3+
2000= 0 [ B [M+3H];
- z 90—
< I e 7196168 || 7190506 7T mngar -
1000 T E S372 ETD
- 7180 7185 7190 7195 700 705 710 -
- I [l e 20
1 -
0 10 20 30 40 50 60 E = 910.81
Time (min) Alsis|RjafsElRPRP
C 1821.79
c122
683.10
42
00 669 13
¥, b= [y.bI-NH; [M-H;FO,+2H]?*
¥, b =[yblH;PO, g
90 S372 CID 2 AN
H c112* 2041 z15+1
4 Ty 1095 0w 1141
80 H z 211+
[M-H,PO,-H,0+2H]?* e 7 1182.52 z13+1
= psis|RlPIR DJDJL z14+1
6.0 21424 2 1771978
o5 c6 13p5.62 c13
5.5 92+ 1480.63
49 2 24
5.0 c4 569.25 2112+ 13
419.19 I ‘ ‘ ‘
1 | il ! .
45 by it sdaliad et s
400 600 800 1000 1200 1400 1600 1800
40 ps B —
482.67 bil0*
35 - b*11f+| 709.42 RT:0.00-82.04 - . 639.6113
53183 N 5000000
5o i b1\ 4424 2000000 CAMKII present I | 6399440
b1{2 7000000
as b 603[83 b8 58000000 503
¥ Es000000
1024 53/342 £ 4000000 70 6306604
2.0 bed b10: b8 : 2000000 > w |
b8+ yot+ . 1000000 L |
159 y2 b4 425.50 ss\ds| | 1" b6 b9 R ] | 6402772
b3 384.08 73533 8p4.75 b| 1062.08 3000 Negative control 3 ] |
1.0 1 g |
y 14358 434 45 94702 | g0 55 2500 T |
286.67 - 990.25 2000 |639.8936
0.5 24 .17 783.17 303 | 6403267
I Y | 1 I |
0.0 el “"" “w AL L “"h‘ Ll ‘l'”“ \“\A‘MW\‘ T M‘ SIS [N 1000 ‘ 0] |
300 400 500 600 700 800 900 1000 1100 500 ‘ ‘ ‘ | sogme
m/z - he | 659940
: 6409461
T 75 ity B 5o 639.2686 6395570 | J / L I 6412817 6415850
D J 5360 b5 6400 5405 0 515
iz
100 669.33
- 100 639.91
= [M-H,PO,+2H]2* -
90 90" [M+BH]
R $373 CID - $369,5373 ETD
= 80—
[M-H,PO,-H,0+2H]* 70-
sfos|R] p[p B L :
A[F[ 951.18 Alsls|rlak sk PR Pl
c132
780.67
5.0—=
452 g2+
= 482.75
4.02 3
= g
3.5= 2
= g
= K
3.0= <
= y8 2
252 954.42 3 880.09
5= ]
= b9 © z14+1
2.0= clze 14 29+1 iy
= b8 b9 723.10 - 1095.49 os1 211+
e b 10[62.42 cl1% 1262.49
= 1859.71
1,02 b6 c8 7
= b10
s y6 735.17 7 " 10
’l”] 92 85f.33 965.33 1110.58 1§76.25 1277.33 H ‘ M
0.0 Moo eted WY | NI TN e YN O 1 o 1 1 117888
erimrbsphe e kel el e e bbbt el i
800 900 1000 1100 1200 1300 800 1000 1200 1400 1600 1800
miz miz



kyamada
Typewritten Text
12


Relative Abundance

Figure S9 S306
. 4;000 . T CX43 I P 90% 988.9022
35000 B SUE
IgG IP control
200 h 'I e
20 40 60 80 TimE('“1"(‘])0 120 140 160 180
y*, b* = [y,b]-H,0 [M-H,PO, +2HJ?* S306 CID
b~ =[y,b]-NH, | o / //// e
100 b = [y,b]-H;PO, 939.25 09242 pS ‘JJ A 'f
] 907,2,-3
90 2056 [M-H;PO,-H,0 +2H]?**
80—
] [M-H,PO,-H,0-NH, +2H]?*
70—
] b-10
. 1255.29
60—
. y7
50— 867.42
= b9 yi1
40; y132+ y10 1352.46
30 y5 y7 b19 y12 b14
: 2 bz/4 o s0g.27] | Y9 118727 p1o b1
i y8%, b6 - b8 * -
20 5 53621 b8 o0 | b7 bo | o b13| b™3 b-14 y14
- 41¥%17 *6 142
7 y y
1o yta b1 14441 y13 176853
4298.20 525.41 \ ‘ ‘ 16/09.69
o: o “H‘H\“\‘ ‘\‘1‘\‘”\\‘\‘”‘ H“““H““““““““‘!"}“11”‘{‘“‘““““““ “HH“H‘ “\ ‘d““\\“h““\ “u;\““ ‘\} ‘\‘\!\‘\H}‘\‘\}‘\\‘\“‘ “1‘ !‘Mh“““hh‘\1““‘\““‘ “\H\“‘ | ‘ \\ o - — 17‘59‘73 ‘ d
400 600 800 1000 1200 1400 1600 1800
m/z

13


kyamada
Typewritten Text
13


Figure S10
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Supplemental Table S1. Complete list of phosphorylated serine residues in each of four in vitro phosphorylation experiments.

Experiment Condition Serine residues phosphorylated
S244 S§255  S257 5296 S$297 S306 S314 S325 S328 S330 S364 $365 S369 S372 S373
(novel)  (MAPK)  (noK) (no k) (no k) (no k) (no k) (CK1)  (CK1) (CK1) (PKA) (PKA?) (PKA?) (PKC) (PKA,Akt)
(*CAMKII?) (*CAMKII?)  (*CAMKII?) (*CAMKII?)
1 (CID only) CAMKII a a a v v v b a a a X X a a a
Control X X X X X X X X X X X X X X X
2 (CID only) CAMKII v v v X x v b vREE b b v v X v v
Control X X X X X X X X X X X X X X X
3 (CID and
ETD) CAMKII v Rk v Rk v* v Rk v Rk VRkE k%
control n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d. n.d.
4 (CID and
ETD) CAMKII v v/k* v VxE VE* v v v v Oxk v v b v Rk vk vk
Control X X X X X X X X X X X X X X X
(novel) Novel phosphorylation site identified
(no K) No kinase previously reported as being responsible for phosphorylating this residue
(*CAMKII?) CAMKII consensus sequence RXXS"
a MS spectrum was found, but no MS2 triggered
b MS spectrum was found, but MS2 spectrum indicates other phosphorylated site
v Both MS and MS2 spectra were confirmed
v Unique to CID
vx* Unique to ETD
vk Not identified by MASCOT
Neither MS nor MS2 spectra were found
n.d. Not done
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Supplemental Table S2. Fragmentation ions for peptide containing
Cx43-36 #3118 @988.39 CID
$306 CID b [b-NH3]  [b-H3PO4] y y2+  [y-H3PO4]2+  [y-NH3] [y-NH3]2+  [y-H20]2+
in figure as: b b- b y y2+ y2+ y- y-2+
Q
A 200.10 183.08 1847.73 924.37 875.38 1830.71 915.86 915.37
1776.70 888.85 839.86 880.34 879.85
2 367.10 | 350.07 269.12 (1776.43) | (888.67) | (839.86) 1759.67 (880.31) (879.44)
1609.70
E 496.14 479.12 398.17 (1609.47) 805.35 1592.67 796.84 796.35
607.18 1480.66 740.83 1463.63
Q 624.20 (607.12) 526.22 (1480.52) | (740.77) (1463.62) 732.32 731.83
721.22 1352.60 1335.57
N 738.25 (721.19) 640.27 (1352.47) 676.80 (1335.54) 668.29 667.80
924.32 907.30 826.35 1238.55 1221.53
W (924.11) | (907.09) | (826.26) (1238.44) 619.78 (1221.29) 611.27 610.78
897.39 1052.48 1035.45
A 995.36 978.34 (897.40) (1052.42) 526.74 (1035.37) 518.23 517.74
1109.40 964.41
N (1109.40) 1092.38 1011.43 981.44 491.22 (964.33) 482.71 482.22
1272.47 | 1255.44 1174.49 867.40
Y (1272.35)| (1255.28)| (1174.47) (867.29) 434.20 850.37 425.69 425.20
1359.50 1261.52 704.33 687.31
E (1359.97) 1342.47 (1261.35) (704.31) 352.67 (687.49) 344.16 34366
1332.56 617.30 600.27
A 1430.54 | 1413.51 (1332.21) (617.37) 309.15 (600.35) 300.64 300.15
546.26
E 1559.58 | 1542.55 1461.60 (546.28) 273.64 529.24 265.12 264.63
Q 1687.64 | 1670.61 1589.66 41722 209.11 400.19 200.60
) ) ) (417.32) ) ) )
1801.68 | 1784.65
(1801.61) | (1784.32) 1703.70 289.16 145.08 27214 136.57
175.12 88.06 158.10 79.55
[M+2H]2+ 988.19
[M-H3PO4+2H]2+ 939.36

Yellow:

Low&High mass cut off

Red:

Relative intensity >1.0

Theoretical m/z (Observed m/z)

16

S306.

Cx43-36 (11102009) #3941 @659.27 ETD

MASCOT score: 33

S306 ETD c [c+1] z [z+1] [z+2]
in figure as: c c+1 z+1
Q
A 217.13 218.13 1831.72 1832.72 1833.73
(217.22) ) (1831.79) | (1832.74) (1833.57)
s 384.13 385.13 1760.68 1761.69 1762.69
= (384.21) ) (1760.55) | (1761.57) (1762.48)
E 513.17 514.17 1593.68 1594.69 1595.69
(513.35) (514.39) | (1593.57) | (1594.60) (1595.73)
Q 641.23 642.23 1464.64 1465.65 1466.65
(641.17) (642.31) | (1464.40) | (1465.57) (1466.74)
N 755.27 756.28 1336.58 1337.59 1338.59
(755.31) (756.16) | (1336.38) | (1337.49) (1338.65)
941.35 942.35 1222.54 1223.54
B (941.40) (942.40) | (1222.39) | (1223.80) 1224.55
1012.39 1013.39 1036.46 1037.46
a (1012.32) | (1013.37) | (1036.37) | (1037.23) 1038.47
1126.43 1127.43 966.43
i (1126.33) | (1127.40) 965.42 (966.26) 967.43
1289.49 1290.5 851.38 852.38
\ (1289.31) | (1290.39) [ (851.29) (852.33) 853.39
s 1376.53 1377.53 688.31 689.32 690.32
(1376.52) | (1377.44) | (688.29) (689.35) (690.42)
1447.56 1448.57 601.28
a (1447.41) | (1448.41) | (601.21) 602.29 603.29
1576.61 1577.61 530.24
s (1576.45) | (1577.46) | (530.28) 531.25 532.26
1704.67 1705.67 401.2 402.21
Q (1704.63) | (1705.53) | (401.17) (402.36) 403.21
1818.71 1819.71
(1818.56) | (1819.54) 273.14 274.15 275.15
R 159.1 160.11 161.11
[M+3H3+ ] 659.5 |
Yellow: Low&High mass cut off
Red: Relative intensity >0.4

Theoretical m/z (Observed m/z)
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Supplemental

Table S3. Fragmentation

ions

for

peptide

containing

S325, S328 and S330.

(Cx43-36 #3600 @953.07 CID Cx43-36 (11102009) #4586 @953.07 ETD MASCOT score: 55 Cx43-37 (11102009) #4643 @953.40 ETD MASCOT score: 59
s325 i b b2+ [bH20P+ [b-HOPO4] [bHIPOAR:  y Y2+ [#HIPOAR+ [y-NH3] [yNH32+ _[yH20] 5325 ETD c2r N 2 I I 5328 ETD c2r o] lore 2 22+ I N e
189.07 Z2615 | 1aesss | (900 | 2m9az | 135506 | 270814 206.10 207.10 21043 | 2riaa | vaseor | amzaa | 800 207.10 zroas | B0 | amia | vseor | amizas | 800
317.13 266013 | 133507 | 1286.08 | 26520 | 132655 | 2651.12 33415 335.16 2ss311 | 2esar2 | (9050 | aessaz | (000 335.16 zesann | (90 | aesare | (35000 | aessaz | (000
388.16 250107 | 1271.04 ﬁvg; 252404 | 126252 | 2523.08 405,19 406.19 252505 | 252606 | 2000 | asaros | P00 406.19 22505 | P00 | aseeos | 2000 | asaros | PO
44519 a0 | P ng G | 248000 | 122101 | 245202 e 46322 245001 | 245502 | 122801 | 245602 | 122852 e 25401 | 22rs1 | 245502 | 12201 | asseoz | (P00
orans) i asizor | P01 | age | 239598 | 11s850 | 230500 oo 00m) 2396.99 | 239800 | 1199.50 | 2399.00 | 1200.00 0n) 230699 | 119000 | 208800 | (19000 | 239900 | 120000
71323 61526 2601 | 1290 222898 | 111500 | 2228.00 sy 73126 222099 | 223100 | 111600 | 223200 | 111651 651.30 230096 | 115548 | 231097 | 115599 | 2311.97 | 1156.49
82632 aonn) 2usse | 07200 2127.04 | 106447 | 212695 raon) 844.35 212804 | 212095 | 106548 | 2130.96 | 1065.98 764.38 220891 | 110496 | 220092 | 110546 | 221002 | 110596
91335 ot 203188 | 1016.44 201485 | [0 | 201287 a0, oot 201586 | 201687 | 100894 | 2017.67 | 1000.44 e 200583 | 1004 | 200683 | toans2 | 20074 | 104047
1027.30 92041 104285 | 07293 102782 | 96441 | 102684 o4 38y i en (omneoy | (osane) | 96542 | 1e08s | sese i s oy | 9492 | jooedt | essaz | 100C | aese
(111458 (10367 a0 | 015 101578 | o715 | 191270 (113420 (113249 gtaa | cotsse) | B4 | etz | %0090 (i13p07 terers | ooroo | (aioi | 90sa0 | e | oo
wsias | e | ewae | msist | smas | amarr | 0 172675 | 86388 | 172576 eest | easre | 00 | ewsze | ews7e | wrarrs | (000 | eesse | (7200 | sesan suze | oo | swsae | TE | eeass | (000 | esase | 172070 | eesas
132252 | 66176 | es276 | 122454 | 61277 | 160671 | 80386 158060 | 70535 | 1588.70 aseny | 7028 | (30%0 | erore | emas | 2003 _& o 1502.71 o028 | W00 | eore | S0 daoren eane)
[ o [ [ o [ [ | [an [ 25 [ AR AR e R T
isires | 7z | vesat | wases | rasaa | TGRS 130080 | esse0 | 1OCL Toansn | 7280 | (oety | 7ees | 7eae 2| 19000 | 7
w070 | 70 | oenas | 159672 | Tesss | 1stoss | essre 120354 | 64727 | 120255 v | swar | TR0 | esesr | esrar | 1zeass | 2000 rens) ssoar | 7D | esesr | 1eass ronon ron s
o [ S | B | 2 B | | v o [ o [ o [oew [ [0 [0 B T N R - 9
|08 | e | o | || S | A e it A i N 1 A A
20s3gs | (0770 | woteaz | vesser | eoreas | 00| stz oray | w200 | 207087 | 1035.04 | 207188 | 103644 | 103694 207087 | 10008 | 2078 | 103644
a7 | 10010 | torses | aomoso | qossss | | ao2es 78732 | 30415 | 78634 218500 | 100345 | 218680 | 109396 | f0ssas | T0% | 76034 790.34 218500 | tosa4s | 218690 | tosase | J0% aasn) o050,
26300 | ttazas | 1iosas | 2802 | tosaar | 0% | asis 67220 | 33665 | 67131 230093 | 115007 | 230188 | 115147 | 115197 | 67330 _@g;‘ vty 20083 | 0S| zones | wistar | o700 orae) rass)
2307.04 | 119948 | 119047 | 220097 | 115049 | 57429 | 28765 5727 | 27918 241497 | 120709 | 241597 | na0mae | raoeee | 2080 | P02 0% 241497 | 120799 | 241597 | 120849 | 55828 o) e0e)
252600 | 126351 | 125450 | 242808 | 121452 | 46025 | 23063 w322 | 22212 25308 | 127202 | 250408 | 127252 | 127302 | 4da2s | 1492 44624 254308 | 127202 | 258403 | t2r2s2 | 420 452 024
(445.19) (444.36) (445.30) (446.30)
005 | (905 | snise | aseaor | 21O | saete | 16060 31517 | 15809 25707 | 132004 | 2ss808 | 1000 &v% oty | 3718 318.19 sosror | szeos | 2essos | (2050 | SOT ) orase)
arinos | (300 | raros | eetant | U | 2eis | 1058 20142 | 10107 e | S50 | araan | 30000 | e | 20218 | 2314 20414 a7z | S0 | e | 00 | 20213 20314 20414
71| 7406 130,09 | 6555 13100 | 102.10 13311 13100 152.10 13311
[wearise [ T osaes] (e [ T esa7i]
Yellow:
[Red: ___[Relative intensity >02 | [Red —[Relative intensity >0.1 |
[Rod  [Relative intensity >1.5__|
(Cx43-37 #4342-4832 @953.73 CID (Cx43-37 (11102009) #4585-4708 @953.73 ETD MASCOT score: 60
5330 CID b b2+ [bH20] [b-HOP2+  [bNH3)  [bNHO2+ [oHOPOA) [b-HIPOM2+ y y2+  yHIPOAR2 [yNH3] [yNH32+ [1-H20] 5330 ETD c c2r loH]  fortj2r 2 22+ 1] feile
189.07 22842 | 136456 | iss7 | 2niros | (3000 | 270 206.10 207.10 i | 2000 | ez (:gs;ﬁl
317.13 30010 267100 | 1336.05 | 1267.06 | 2654.07 | 132754 | 265308 33415 33516 25400 | (78 | 2ss510 (:ggﬂ)—
388.16 a71.14 2543.04 | 127202 Lﬁ Syl 5201 | 2000 | 2ses0n ionm 406.19 2608 | 000 | aseros | PE
iaon 42816 207200 | (25000 | 1iaron| 245407 | 122190 | 245390 e 46322 aus500 | (000 | 24500 | 122851
s32.22 orse) 515.19 24148 | 12009 | 1000 | 2075 | 1iseds | 230607 razs) oot 2307.07 | 119949 | 239898 | 1199.99
63327 61526 elase) 232795 | 116448 | 1115.49 | 231002 | 115596 | 230993 o0 e 65130 231004 | 115597 | 231195 | 115648
746.35 o) e 22260 | (1900 | 0000 | 220087 | 110544 | 220880 Tasan o) 220089 | 110545 | 221090 | 1105.96
83338 81537 81636 211381 | 10797 | i00n.an| 299679 | (loiasg) | 209880 oa0an 85141 20681 | (00 | oere2 | 0404
04841 93040 931.38 202678 | 10795 | soa91 | 200975 | 100538 | 200877 o) 965.46 200078 | 100539 | 201079 | 1005.90
B B 2 I Y N - R T A A 0 T T EE L e | e
247 | esre | 12sass | ews | PO | ewez2 | visess | srias | amaars | O 172773 | weaxr | 172675 Tenay | 8978 | 2ot | emszs | (PR | eeasr | (7000 | essae
132350 | 66226 | 130549 | 65325 | 130648 | es374 | 122553 | 61327 |1607.70 | 804.35 150067 | 79584 | 158969 sseag | o028 | 3098 | erors | 21O eanen
A AR T R A A CO T S T S AR
15960 | 7750 | souse | zesd0 | 1szsr | eere | 19V | zaem | 1OPO0 | O B Toaneg | 70288 | looeny | 783
169667 | 84884 | 167866 | 83983 | 167964 | 84032 | 159869 | 799.85 | 131056 | 65579 120354 | 64727 | 120255 by | esear | (TR | esesr | 2000 e
i | 0% | wreass | 273 | weasr | eores | amiazz | esras | 110990 | se2zs 114647 | 57374 | 114549 ety | o8 | (2000 | eas | RS0 e
wsazs | 0% | Trowors | 0% [ iowza | ST | asare | wwom | 254 [saars onss | ez | 100 oz (iosa e
25582 | (07041 | 200780 | 101941 | 200870 | totees | resres | c7dR | OB | TS0 org | 420 | g% 207087 | 103594 | 207188 | 1036.44
2104 | toesse | 2is2es | torese | 2isase | worrar | averer | (000 | R | so2es 78732 | o4t | 78634 218500 | 109345 | 218690 | 10sas | J0% o0
azssar | (100 | z2eree | (190 | z26eee | 113400 | 216780 | 100ads | 00 | aast6 67220 | aees | o71oL 2000 | 119087 | 200108 | wistar | OB vy
zoer | P00 | 2190 | vietes | 2ss2e0 | rrenes | 2aotes | visiar | o5 | zeres s5727 | 27914 241595 | 120848 | 241696 | 120808 | 22000 00n)
2527.97 | 126449 | 250996 | 125548 | 251004 | 125598 | 242090 | 121550 | 460.25 | 23063 w322 | 22212 254401 | 127261 | 284502 | rzrson | M E o)
201 | st | 2ea00 | BUC | oe2ase | 10 | 2swos | P20 | amie | tee60 31517 | 158.09 zse06 | 1200 | 25006 | (300 | a6 o)
ari3os | (300 | 260504 | 1aeoz | 2ee602 | 1ams2 | 261507 | 130804 | 21815 | 10958 20142 | 10107 000 | 13000 | 2mod0 | (30000 | 20213 20314
1471 | 7406 130,00 | 6555 13100 152.10

953.47}

[M-H3PO4-NH3-H20+3H]3+

[M-H3PO4+3HJ3+ 921.39)
[M+3H]3+

Low&High mass cut off
[Red: " |Relative intensity >0.03
[Theoretical miz (Observed miz)

[wesre T T 9sa77]

[Red: [Relaive tonsity 0.1

[Theoretical miz (Observed miz)
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Supplemental

Cx43-37(11102009) #3484 @617.62 CID

Table S4. Fragmentation

ions for

Cx43-37(11102009) #3508 @617.62 ETD

peptide

containing

MASCOT score: 37

S244,

S255 and S257.

Cx43-35 #2265 @617.61 CID

5244 CID b b2+ [-H20]  [0-H20]2+ [b-NH3J2+ [b-HIPO4] [b-H3PO4J2+  y y2+  [yNH3] [y-NH3]2+  [y-H20] $244 ETD c c2+ fo+1]  [eHij2e  [c+2j2+ z 22+ [z+1] 242 [z2)2+ 5255 CID b2+ [0-H20] [b-H20]2+ [b-HIPOAI2s y2+ [y-H3PO4] [y-H3PO4J2+ [y-H20j2+
G G G
214.12 888.90 231.16 889.41 1778.81 1779.81 890.41 848.42 888.41
R Olasg | 10787 99.06 179382 | 89741 | 177680 | goin) | 177581 R 3t2a) | 1608 | 23216 | 1ess | 1709 | 17778 | oo | 7o e | rraa0) | @a012) R 21413 | 10757 179382 | Bor4t | 169584 | git0 | ooiho
381.12 283.15 398.15 16217 1622.71 28315 81036
s Gstan | 19107 18255 | Ooi) | 14208 | 163772 | 81936 | 162069 | 81085 | 161971 s opo7) | 19958 | 39916 | 20008 | 20088 | il | 81135 | (5070 | 162371 | 81236 s 30116 | 15108 | 00 | 14208 163772 | 81936 | 153974 | 77038 | 1000
496.16 398.18 1454.7 1455.71 1456.71 416.19 398.18 726.85
D onre) | 24858 | 47814 | 20058 | 24007 | o0 | 19959 | 147072 | 73686 | 145370 | 72736 | 145271 D (asnee) | 2788 | aceie) | (asars) | 72880 D (t1o42) | 2880 | Gopag | 19989 165089 | 77585 | 145271 | 0000 | 76684
678.35 669.84 61023 71833 66935 | 70933
P 50321 | 20741 | 57520 | 28810 | 28859 | 49523 24812 | 135570 | o707 | 133867 | oo | 133768 P loag | 0562 | 61124 | 30812 | 30662 P 51324 | 257.12 | 49523 | 248.12 143586 | 1o | 139788 | 2000 | oson)
756.27 738.26 656.29 7733 7743 124262 676.30 660.80
Y (sa06) | 37884 | Jighy | 36963 | sr0as | 500 | 32065 | 125864 | 62083 | 124162 | 62131 | 124063 Y (raas | 3715 |y | seTes | 3816 | (D00 | 62182 | 124063 | 124464 | 62282 Y (o7609) | 33866 | 65829 | 32065 133861 | 66981 | 124063 | 62082 | o0
89333 | 44707 43866 | 79535 109558 | 548.29 53978 | 1077.57 91036 91136 1079.56 1080.57 | 108157 81336 | 407.19 53929
H 0543) | (aars) | 87532 | 43816 | o0l | Joeno) | 39818 | 100 | manse) | 197855 | eaae) | ciorrre) H ol0az) | 4558 | Giiay | 46618 | 45669 | (oo | 54028 | 002 | (jogran | 54129 H (1329) | (40717 | 79535 | 39818 17555 | 58828 | 07757 | oo | 57927
48269 866.39 43370 958.52 94149 94051 98139 9824 9425 943,51 442.70 43370 1038.49 940.50
A 96437 | gyag) | %4636 | 4rses | arant | o0 | G000 | osean | 47078 | gaian) | 125 | a0 A wstan | 4912 | ) | %17 4922 | gion (o440) | 451 A 88440 | 1iig) | 88639 | oilo (03658 | 51975 | oanse) | 4076 | s1074
533.21 524.21 484.22 887.48 869.47 1082.44 1083.44 967.44 484.22 967.45
T 108541 | ooty | 104740 | 0o | 52470 | seras | GO0 | garas) | 44425 | 87046 | 43578 | ool T Gomaan) | T2 | ogaae | 54223 | 54278 | 87146 87247 | 87348 T 98545 | 49323 | o0 | (pssy) (oorap) | 4423 | Be047 | 43624 | 47522
583.74 574.73 534.75 786.44 768.42 1183.49 1184.49 770.42 771.42 772.43 534.75
T Me6ds | ooi7e | 14845 | ug) | s7e22 | toesds | o070 | (000 | 39872 | 7eo4t | 38521 | oiel T (oa50) | 59275 | (ligass | 59275 | 59825 | o0 rian | groan) T 1086.50 | 54375 | 108849 | 00 866.40 | 43370 | 76843 | 38472 | 42470
563.26 685.39 572.26 563.26 374.18
G 122348 | 61225 | 120547 | 60324 | 60373 | 112551 | o0 | 0000 | 34320 | 66836 | 33468 | 667.38 G 669.37 67038 | 67138 G 114352 | 00 | 12551 | ooile) 76535 | 38348 | 66738 | 33419 | 7o
660.77 65177 628.37 1337.56 | 66929 67029 35467 | 61035
P 132054 | Qoer | 130283 | 0200 | ese2e | 122286 | 61178 | 000 | 31469 | 61134 | 30617 | 61036 P (133129) | (ee02) | 139857 | ese7o | 00 P 124057 | 62079 | 122256 | 61178 70833 | o0ioe | enory) | 30568 | 34566
708.31 668.33 1450.65 145165 5153 677.33 668.33
L 143362 | 71731 | 141861 | oo | 70880 | 183564 | oo | 53131 | 26616 | 51429 | 25765 | 51330 L (4059) | 72588 | liaieq | 72633 | 72683 | 5163 517.31 L 195365 | o)) | 19964 | o0 61128 | 30614 | 51330 | 25716 | 207.14
760.83 751.82 418.23 402.21 403.22 751.82 711.84 498.20
s 162085 | oo | 180264 | J070 | 75232 | 142268 | 7i184 | 000 | 20062 | 40120 | 20141 | 40022 s w0218) (03an) | 40422 s 162085 | 76083 | 150264 | 200 | 11700 | quopos | 24960 | 40022 | 20061 240,60
P 1617.71 | 80936 | 159970 | 800.35 | 800.84 | 151973 | 760.37 (gg: gg) 166.10 | 314.17 | 157.59 (212 ;g) P 163473 | 81787 | 163574 | 81837 | 818.87 P 1617.71 | 809.36 | 159970 | 80035 | 760.37 (gg: gg) 166.10 157.10
852,67 84387 | 84436 803.88 21613 172176 | 86139 | 172278 | 86189 | 86239 80388 | 23414
s 170474 | ooy | 168678 | giror | masoo) | 169876 | oo | 2415 | 11788 | 21712 | 10906 | il s (roian | seran | (raaro) | @evos | weres | 21813 21913 | 22014 s 170474 | 85287 | 168673 | 84387 | oo00 | Soan | m7sr 108.57
K 14711 | 7406 | 13009 | 6555 K 131.09 132 13311 K 14711_| 7406
[M-H3PO4+3H]3+ 585.19) M+3HB+ | | 617.94] [M-H3PO4+3H]3+
[M-H3PO4-H20+3H]3+ [M-H3PO4-H20+3H]3+
[M-H3PO4-NH3-H20+3H]3- 573.06 Low&High mass cut off
[Vallow. _[LowaHigh mass cutoff |
Low&High mass cut off Theoretical m/z (Observed m/z) |Red: |Relative intensity >2.5 |
[Red:—[Relauwe mensiy >0 | Treorsteal iz (Observedmiz) ||
Theoretical m/z (Observed miz)
Cx43-37(11102009) #3445-3487 @617.62 ETD MASCOT score: 42 Cx43-37(11102009) #3442 @617.62 CID Cx43-37(11102009) #3424 @617.62ETD  MASCOT score: 45
5255 ETD c c2+ fe+1] [e+112+ [c+2] [c+2]2+ z 22+ 2] e [zs2]  [ze22+ 5257 CID b b2+ [0-H20]  [b-H20]2+ _ [b-NH3] [b-H3PO42+  y y2+  [y-H3PO4] y-H3PO424_[y-H20] S257ETD ¢ c2+ [e+1] [e+1]2+ [o+2]  [cr2j2+ z [z+1] z+2
G G G
1777.8 889.41 1778.81 | 889.91 1779.81
R 23116 | 11608 | 23216 | 11658 | 233.16 1708 | (7 os) | @soar) |urrara) o013 |rrera)| 89041 R 21443 | 10757 197.10 179382 | 89741 | 169584 | 84843 | 177581 R | 23116 | 116.08 | 23216 | 11658 | 23316 | 117.00 | 1777.8 | 177881 | 1779.81
318.19 319.2 1621.7 1622.71 1623.71 301.16 770.38 318.19 319.2 1621.7 1622.71
s Gieze) | 1998 | i | 1991 3202 1606 | ovran | 81135 | ieoaa)| 81186 | (1esen| 81236 s (G01as) | 15108 | 28315 | 14208 | 28414 1637.72 | 81936 | 153074 | 70 | 161971 S | gian| 198 | Grosy | 1601 3202 1608 | icras) | (looass) | 162871
1534.67 1535.68 1536.68 416.19 398.18 1534.67 1535.68 1536.68
D sass | T |(isaesz)| 7683 |(issae| 7988 D (o0a) | 20880 | Sogay) | 19959 | 39016 155069 | 77585 | 145271 | 72686 | 1532.68 D (183437) | (15%845) | (163851
530.27 718.33 669.35 530.27
P (s3041) | 26564 | 21 | 2614 | s | 2eee P 51324 | 25712 | 49523 | 24811 | 496.22 143566 | (7o | 139788 | ooa) | 141765 P | a0y | 26564 | 53127 | 26614 | 53227 | 26664
693.33 694.33 1322.59 1323.6 676.30 693.33 694.33 1322.59 1323.6
Y 53a1) | H77 | (goadoy | HTST | 6953 | 3487 | [y | 6618 | gy 623 | 13246 | 6628 Y (or000) | 93866 | 65829 | 32965 | 6598 133861 | 66981 | 1240.63 | 62082 | 132060 Y | gozan | M7 | (eosag | 2767 | 9534 | 387 | (oo | usmen | 19248
830.39 831.39 8324 1159.53 1160.53 1161.54 813.36 407.19 795.35 588.28 1077.57 539.29 830.39 831.39 416.2 1159.53 1160.53
H (830.39) 415.7 (831.45) 416.2 (832.44) 4167 (1159.41) 580.27 (1160.43) 580.77 (1161.43) 581.27 H (813.35) | (407.36 795.44) 398.18 796.34 1175.55 588.48) (1077.56) | (53952 1157.54 H (830.42) 415.7 (831.44) (416.26) 8324 4167 (1159.39 1160.40 1161.54
901.43 902.43 903.43 1022.47 1023.48 1024.48 884.4 442.70 866.39 867.37 1038.49 940.51 470.76 1020.48 901.43 1022.47 1023.48 1024.48
8 (901.46) 45122 (902.55) 45172 (903.54) 45222 (1022.27) (1023.35; (1024.36; 8 (884.51 (442.97 (866.43) 433.70 (867.66) (1038.45) 51975 (940.43) (470.94) [(1020.26) 8 (901.54) 45122 90243 45172 903.43 45222 (1022.39) (1023.31 (1024.31
1002.48 1003.48 951.43 952.44 953.44 985.45 493.23 967.44 484.22 968.42 869.47 1002.48 1003.48 1004.48 951.43 952.44
¥ (1002.48) 501.74 (1003.59; 502.24 100448 50274 (951.36, (952.38) (953.49) ¥ (985.49) (493.47, (967.43) (484.23) (968.36) 967.45 48423 (869.40) 435.24 94944 ¥ (1002.37) 501.74 (1003.45) 502.24 (1004.56) 50274 (951.52 (952.45) 953.44
1103.52 1104.53 850.38 851.39 852.39 543.75 768.43 384.72 1103.52 1104.53 850.38 851.39 852.39
T (1103.52 552.27 (1104.56 552.77 1105.53 553.27 850.25) (851.38) (852.53) T 1086.50 (543.78) 1068.49 534.75 1069.47 866.40 433.70 (768.41) (384.88) 848.39 T (1103.46) 552.27 (1104.48) 552.77 1105.53 553.27 850.30 (851.29) (852.37)
103.52) 56) (850.25) (851.38) (852.53) 88) (850.30) | (85129) | (85237) |
749.33 750.34 751.35 572.26 563.26 765.35 747.34 749.34 750.34 751.35
@ (749.22) (750.36) (751.40) © 114352 | (57208 112551 | (563 49) 112649 (765.34) 383.18 667.38 334.19 (747.29) | © (749.20 (750.26) (751.46)
P 12576 1 e20s | 286 | 6208 | 12506 | 63031 P 124057 | 9207% | 122056 | 1178 | 122354 70833 | 35467 | 61036 | 30568 | 690.32 P | 278 | gp93 | 1285 | g0 12506 | 630.31
(1257.53; - (1258.64) - - - - (620.58 - - - - - - - - (1257.65) - (1258.53; - - -
1370.68 1371.68 1372.69 595.26 596.27 677.33 1370.68 1371.68
L (310700 | 858 | (137176) | 6935 | (137300 | 68685 o0 2 (596.24) 597.27 L 135365 | o775, | 139564 | 66833 | 133663 61128 | 30614 | 51330 | 25716 | 59327 L |ar06n) 858 | (137160 | 68635 | 137269 | 68685 | 526 | 5627 | 50727
48218 483.19 484.19 720.85 711.84 498.2 400.22 48218 483.19
s (222 @s3.28 (84.20) s 14069 | 50se) | 12288 | 711gy | 142366 osin | 24980 | Go05y | 20081 | asoio s (gron) | wsase | 8419
1634.73 769.37 313.19 1554.77 1585.77
P (ioai7a) | 81787 | 163574 | 81837 | 163674 | 81887 P 153774 | Jeay | 161973 | 76037 | 152071 41116 | 20609 | Giong | 16710 P |(tesars)| 77789 | (iesagr) | 77830 | 155677 | 77889
1721.76 861.39 1722.77 861.89 1723.77 862.39 852.87 803.88 1721.76 | 861.39 1722.77 1723.77 862.39 299.1
s 72184 | @er2n | (72274 | @e208 | (72367) | (seaee 218.13 21913 22014 s 170474 | oo7cy) | 168673 | sa3er | des7a1 | gl | swant | 15786 | 21613 | 10857 S | 172172)| o100 | (72259 | 88189 | (175340 | @eara) | 289 | oon2s 3001
(86 (862.00) (862.66) (852.62) (86 53) (209.26)
K 131.09 132.1 13341 K 14711 74.06 K 131.09 132.1 13341
[T eus I TR G
[M-H3PO4-H20+3H]3+
Vellow: LowsHigh mass cut off [Yellow: _[Low8High mass cut off
Low&High
Red Relative intensity >0.2 Yellow: mass cut Red: Relative intensity >0.5
off
Relative
Theoretical m/z (Observed m/z) Red intensity I Theoretical m/z (Observed miz)
>0.2
Theoretical m/z (Observed miz)
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Supplemental  Table S5. Fragmentation lons for peptide containing S314.

Cx43-36 #3004 @659.26 CID Cx43-36 (11102009) #3787 @659.27 ETD MASCOT score: 85
S314 CID b [b-H20] [b-NH3] y y2+  [y-H3PO4] [y-H3PO4]2+ [y-NH3]  [y-NH3]2+ S314 ETD c [c+1] z [z+1]
in figure as: b b* b- y y2 y el y- in figure as: c c+l z z+1
Q Q
217.13 1832.72
A 200.10 183.08 1847.73 924.37 1749.76 875.38 1830.71 915.86 A (217.22) 218.13 1831.72 (1832.45)
888.85 1760.69 1761.69
S 287.14 269.12 270.11 1776.70 (888.91) 1678.72 839.86 1759.67 880.34 S 304.16 305.16 (1760.44) | (1761.49)
845.34 433.2 434.21 1673.64 1674.65
E 416.18 398.17 399.15 1689.67 (845.35) 1591.69 796.35 1672.64 836.82 E (433.45) (434.28) (1673.48) | (1674.59)
544.24 527.21 561.26 562.27 1544.6 1545.61
Q (544.19) 526.23 (527.08) 1560.62 780.82 1462.65 731.83 1543.60 772.30 Q (561.49) (562.15) (1544.52) | (1545.52)
658.28 716.79 667.80 708.27 675.31 676.31 1416.55 1417.55
N (658.07) i e 1432.56 (716.85) 2B (667.98) o (708.42) N (675.31) (676.60) | (1416.34) | (1417.47)
844.36 826.35 827.33 610.78 861.39 862.39 1302.5
w (844.27) (826.18) (827.30) 1318.52 659.76 1220.54 (610.79) 1301.49 651.25 W (861.50) (862.36) (1302.33) 1303.51
A 915.40 897.39 898.37 1132.44 566.72 1034.47 517.74 1115.42 558.21 A 932.42 933.43 1116.42 1117.43
(915.32) | (897.55) | (898.29) | (1132.22) | (566.79) : (517.80) (1115.26) : (932.52) (933.43) | (1116.25) | (1117.31)
1029.45 1012.41 1061.40 531.21 963.43 482.22 1044.38 1046.47 1047.47 1045.39
N (1029.24) 1011.43 (1012.12) (1061.20) (531.18) (963.49) (482.30) (1044.32) 52269 N (1046.56) (1047.47) (1045.05) 1046.39
1192.50 1174.49 947.36 474.18 425.20 930.34 465.67 1209.53 1210.53 931.34
Y (1192.60) | (1174.28) 1175.48 (947.26) (474.17) 849.39 (425.72) (930.12) (465.53) Y (1209.36) (1210.26) (931.63) 932.35
784.30 686.32 1376.53 1377.53
S 1359.50 1341.49 1342.47 (784.20) 392.65 (686.45) 343.66 767.27 384.14 S (1376.40) | (1377.56) 768.28 769.29
617.30 600.27 1448.57 601.28
A 1430.54 1412.53 1413.51 (617.28) 309.15 (600.48) 300.64 A 1447.56 (1448.51) (601.45) 602.29
546.26 529.24 1576.61 1577.61 530.24
E 1559.58 1541.57 1542.55 (546.29) 273.64 (529.29) 265.12 E (1576.56) (1577.51) (530.55) 531.25
417.22 1704.67 1705.67
Q 1687.64 1669.63 1670.61 (417.17) 209.11 400.19 200.60 Q (1704.66) | (1705.67) 401.2 402.21
289.16 1818.71 1819.71
1801.68 1783.67 1784.65 (289.20) 145.08 272.14 136.57 N (1818.74) (1819.63) 273.14 274.15
R 175.12 88.06 158.09 79.55 R 159.1 160.11
[M-H3PO4+3H]3+ 626.66 [M+3H3+ ] | 659.42]
[M-H3PO4-NH3+3H]3+ 620.9
[M-H3PO4-NH3-H20+3H 615.18 Yellow: Low&High mass cut off
Red: Relative intensity >1.0
Yellow: Low&High mass cut off | Theoretical m/z (Observed m/z)
Red: Relative intensity >2.0
Theoretical m/z (Observed m/z)
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Cx43-29(CAMKII) #521 @668.76 CID
$296 CID b [b-H3PO4] y y 2+ [y-H3PO4] y-H3PO4]2¢ [y-H20] Yy-H20-H3PO4
229.09 562.75
(229.00) 1222.47 611.74 1124.49 (562.64) 1204.46 1106.48
298.11 1108.42 554.72 1010.45 505.73 992.44
396.09 (298.18) | (1108.36) | (554.64) | (1010.45) | (s05.82) | 1090-4% (992.45)
483.12 385.15 941.43 471.22 923.42
' (385.00) | (941.00) | (471.18) (923.45)
545.18 854.39 427.70
64315 (545.27) | (854.27) | (427.91)
799.26 701.28 694.36
(799.18) | (70118) | (e94.35) | 34769
913.30 538.26 269.63
(913.36) 81532 (538.45) | (269.82)
1076.36 978.38 424.22 212.61
(1076.18) | (978.18) | (424.18) | (212.00)
1092.43 261.16
119040 | 109207) | (26118) | 13%08
147.11 74.06
[(M-H3PO4+2H2+ ] 619.82
[IM-H3PO4-NH3+2H]2+ 611.27
|[M-H3PO4-NH3-H20+2H]2+ 602.27
Yellow: |Low&High mass cut off
Red: |Re|ative intensity >0.5
Theoretical m/z (Observed m/z) |
Cx43-29(CAMKII) #863 @659.96 CID
- ly- -H20-
$297 CID b b2+ [b-H3PO4] y y 2+ HaPOAJ2+ [y-H20-H3PO4]2+
213.16 883.90 874.90
(213.09) 1864.78 | 93289 | g3 | (s74.82)
314.21 834.37 825.36
(314.27) 176571 | 88336 | 53487 | (825.82)
783.84
371.23 1664.66 832.83 (783.91) 774.84
486.26 746.33
(486.27) 1607.64 804.32 755.33 (746.64)
697.82 688.82
642.36 321.68 1492.61 746.81 (697.82) | (688.82)
756.40 378.70 1336.51 668.76 619.77 610.76
870.45 435.73 1222.47 611.74 562.75 553.74
479.24 505.73
957.47 (479.27) 1108.42 554.72 (505.82) 496.72
1026.5 462.21
1124.47 562.74 (1026.55) 1021.39 511.20 (462.27)
427.70
1284.50 642.76 1186.53 854.39 (427.73)
1440.61 720.81 1342.63 694.36 347.69
538.26
1554.65 777.83 1456.67 (538.36) 269.63
424.22
1717.71 859.36 1619.73 (424.18) 212.61
1831.75 916.38 1733.78 261.16 131.08
147.11 74.06
[(M-H3PO4+3HI3+ | 627.45
[IM-H3PO4-NH3+3H]3+ 621.55
|[M-H3PO4-NH3-H20+3H]3+ 615.64

Yellow: |Low&High mass cut off

Red: |Re|ative intensity >0.2

Theoretical m/z (Observed m/z) |

for

peptides

Cx43-37(11102009) #2444 @487.21 ETD

containing

S296 and S297

MASCOT score: 61

S296 ETD c [c+1] z [z+1]
1330.52
230.19 231.19 1329.51
(1330.51)
331.23 332.24 1230.44 1231.45
(331.33) | (332.26) | (1230.03) | (1231.41)
388.26 389.26 1129.40 1130.40
(388.10) | (389.30) | (1129.02) | (1130.31)
503.28 504.29 1072.38 1073.38
(503.27) | (504.21) | (1072.24) | (1073.37)
659.38 660.39 957.35 958.36
(659.45) | (660.56) | (957.23) | (958.22)
773.43 774.43 801.25 802.25
(773.34) | (774.48) | (801.27) | (802.14)
887.47 888.47 687.20 688.21
(887.49) | (888.56) | (687.09) | (688.16)
1054.47 1055.47 573.16 57417
(1054.53) | (1055.50) | (572.98) | (574.10)
1141.50 1142.50 406.16 407.17
(1141.22) | (1142.41) | (406.08) | (407.28)
1301.53 1302.53 319.13 30014
(1301.45) | (1302.53) | (319.64)
159.10 160.11
[M+3H]3+ [ 48719
Yellow: |Low&High mass cut off
Red: |Re|ative intensity >0.5
Theoretical m/z (Observed m/z) |
Cx43-37(11102009) #2502 @730.81 ETD MASCOT score: 30
S297 ETD c [c+1] z [z+1]
1330.50 1331.50
20 2D (1330.98) | (1331.71)
1231.43 1232.44
SR SR (1231.46) | (1232.63)
1130.38 1131.39
S8 Sy (1130.49) | (1131.55)
1073.36 1074.37
503.28 50429 | (107310) | (1074.25)
659.38 660.39 958.33 959.34
(659.37) (660.20) (958.41) (959.36)
773.43
(773.52) 774.43 802.23 803.24
888.45
(888.51) 889.46 688.19 689.20
975.49 976.49
(©o78.35) | (976.36) 573.16 574.17
1142.48 1143.49 486.13 487.14
1302.51 1303.52
(1302.56) | (1303.51) SRR L
159.10 160.11
[M+2H)2+ [ [ 730.63
Yellow: |Low&High mass cut off
Red: |Re|ative intensity >0.5

Theoretical m/z (Observed m/z) |
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Cx43-35 #3763 @742.04 CID Cx43-35 #3757 @742.04 CID Cx43-36(11102009) #4619 @742.38 ETD MASCOT score: 35
S364 CID b b2+ [b-H20]  [b-NH3] [b-NH3]2+ [b-H3PO4J2+ y [y-H3PO4] [y-H3PO4]2+ S365 CID b b2+  [b-H20]2+ [b-NH3]2+ y y2+  [y-H3PO4]2+ S364 ETD c [c+1] z [z+1]
\ \ \
A 171.11 2125.06 2027.08 1014.04 A 171.11 2125.06 1063.03 1014.04 A 188.14 189.14 2109.04 2110.04
A 242.15 2054.02 1956.04 (g;ggg) A 242.15 2054.02 1027.51 978.52 A 259.18 260.18 2038.00 2039.01
991.99 943.01 316.20 1966.96 1967.97
G 299.17 1982.98 1885.00 943.01 G 299.17 1982.98 (991.83) (943.00) G (316.29) 317.20 (1966.80) | (1967.90)
436.23 914.49 436.23 963.48 914.49 453.26 454.26 1909.94 1910.95
L (436.08) 26 1925.96 | 1827.98 | o1, 33 i (436.00) 26 192596 | 96358) | (914.50) el (453.28) | (454.35) | (1910.09) | (1910.82)
565.27 547.26 565.27 894.95 845.97 582.30 583.30 1772.88 1773.89
= (565.42) 28314 (547.25) el 169092 845.97 = (565.33) 28314 274.13 1788.90 | 5o400) | (845.92) = (582.44) | (583.42) | (177257) | (1773.72)
678.36 339.68 781.44 678.36 830.43 781.44 695.38 696.39 1643.84 1644.85
. (678.42) (339.75) 66035 1659.86 | 1561.88 | (75 35 L (678.00) 339.68 330.68 165986 | g3017) | (781.42) L (695.43) | (696.30) | (1643.66) | (1644.64)
807.40 724.90 806.42 773.89 1530.76 1531.76
Q (807.33) 404.20 789.39 790.37 395.69 1546.77 1448.80 (724.75) Q (806.17) 403.71 394.71 395.20 1546.77 (774.08) 724.90 Q (1530.53) | (1531.67)
886.44 887.43 920.49 921.50
P 904.45 452.73 (886.33) | (887.08) 44422 1417.73 1319.75 660.38 P 903.47 452.24 443.23 443.72 1418.72 709.86 660.87 P (920.48) (921.70)
1017.54 661.33 1033.58 1034.58 1305.64 1306.65
L (1017.67) 509.27 999.53 1000.51 500.76 1320.68 1222.70 611.85 L 1016.55 508.78 499.77 500.27 1321.66 (661.33) 612.35 L (1033.51) | (1034.49) | (1305.39) | (1306.36)
544.79 536.28 1087.59 544.30 1104.62 1105.62 1192.56 1193.57
A 1088.57 (544.75) 1070.56 | 1071.55 (536.83) 1207.59 1109.62 555.31 A (1087.33) (544.25) 535.29 535.79 1208.58 604.79 555.80 A (1104.83) | (1105.67) | (1192.25) | (1193.53)
1201.66 519.79 1200.67 600.84 592.33 1137.54 569.27 520.29 1217.70 1218.70 1122.53
I (1201.50) 601.33 1183.65 | 118463 | 59282 1136.56 | 108858 | 51975 [ (120042) | (600.92) | %84 | (se242) | (1137.33) | (569.08) | (52017 [ (217.75) | az1s66) | 12152 | (12238)
1300.73 642.35 925.50 463.25 1299.74 650.37 1024.46 512.73 1316.77 1317.77 1008.44 1009.45
v (1300.25) 650.87 1282.72 | 128370 | (045 50 102347 | gr500) | (463.92) Y (129958) | (650.58) | B4+ 64186 | 150458) | (512.67) 46374 Y (1316.60) | (1317.26) | (1008.40) | (1009.52)
1414.77 699.37 1414.77 698.88 699.37 925.39 463.20 1431.80 1432.80 910.38
® (1414.50) 707.89 139676 | 1397.74 (699.33) 924.40 826.43 41372 D (1414.67) 707.89 (698.67) (699.50) (925.17) (463.42) 414.21 D (1431.71) | (1432.71) 909.37 (910.24)
712.38 356.70 810.36 405.68 356.70 1559.85 1560.86 794.34 795.35
Q 1542.83 771.92 1524.82 | 1525.80 763.40 810.36 (712.08) (356.75) Q 1542.83 771.92 762.91 763.40 (810.58) (405.75) (356.67) Q (1559.88) | (1560.62) | (794.34) (795.38)
682.30 849.97 841.45 341.66 666.28 667.29
R 1698.93 849.97 1680.92 | 1681.90 841.45 (682.42) 584.33 292.67 R 1698.93 (849.83) 840.96 (841.33) 682.30 (341.67) 292.67 R (666.18) (667.37)
526.20 428.23 898.49 526.20 1814.01
P 1795.98 898.49 1777.97 | 1778.95 889.98 (526.08) (428.33) 214.62 P 1795.98 (898.42) 889.49 889.98 (526.33) 263.60 214.62 P 1813.01 (1814.22)
933.01 429.15 1980.01 1981.01 414.14
S 1962.98 981.99 1944.97 | 1945.95 973.48 (933.08) 429.15 331.17 166.09 S 1883.01 942.01 933.01 933.50 (429.25) 215.08 166.09 = (1980.14) | (1980.95) 413.13 (414.28)
1025.51 976.52 262.15 1025.51 247.14
S 2050.01 (1025.25) 2032.00 | 2032.99 | 1017.00 (976.58) (262.08) = 2050.01 (1025.42) 1016.50 1017.00 342.12 171.56 122.57 S 2067.04 2068.04 246.13 (247.26)
R 175.12 R 175.12 88.06 R 159.10 160.11
v
[M-H3PO4+3H]3+ 709.33 [M-H3PO4+3H]3+ 709.42
[M-H3PO4-H20+3H]3+ 703.58 [M-H3PO4-H20+3H]3+ 703.75 Yellow: |Low&High mass cut off
[M-H3PO4-NH3-H20+3H]3 697.67 [M-H3PO4-NH3-H20+3H]3 697.67 Red: |Relative intensity >0.4
Theoretical m/z (Observed m/z)
Yellow: |Low&High mass cut off Yellow: |Low&High mass cut off
Red |Re|a:ive intensity >0.4 Red: |Relative intensity >0.3
Theoretical m/z (Observed m/z) Theoretical m/z (Observed m/z)
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Supplemental Table S8. Fragmentation ions for peptides containing S369, S372 and S373.
Cx43-35 #3294 @718.33 CID Cx43-35 #3198 @718.33 CID
$372 CID b b2+ [b-H20]2+ [b-NH3] [b-NH3J2+ [0-H3PO4] [b-H3PO4J2+ y y2+ [y-H3PO4]2+  [y-NH3]2+ [y-H20] [y-H20]2+ $373 CID b b2+ [b-H20]  [b-H20]2+  [b-NH3]  [b-NH3]2+ [b-H3PO4] [b-H3PO42+ 'y y2+  [y-H3PO4J2+ [y-NH3J2+ [y-H20]
A A
682.81 673.81 682.81 633.83
s 239.04 141.07 136462 | (gogy | 63383(63400) | 67430 | 134681 | (7u s 158.08 141.07 136462 | (coo'on) | (gaazm) | 67430 | 134661
326.07 599.31 590.80 590.31 127759 | 639.30 590.31
s (326.25) 228.10 19762 | 205 (s0067) | 117961 | (300725 s 326.07 308.06 228.10 (127733) | (83042) | (59033 | 03078 | 1259.58
482.18 384.20 555.80 46515 384.20 111059 | 555.80 54729
R (4825) | 24159 | 23259 | 46515 | 23308 | ot 192.60 11059 | codn 54729 | 109258 | 546.79 R 482.18 241.59 46417 | 20289 | odoe | 23308 | oty | 19260 | ii0ee) | ssars) (s4708) | 10928
579.23 954.49 936.48 281.60 954.49 936.48
P (a70.17) | 29012 | 28111 | 56220 | 28160 | 48125 241.13 (954.42) 477.75 46923 | g | 46874 P 579.23 290.12 56122 | 281.11 56220 | ogi7g | 48125 2113 | o2y | 47775 46923 | g0y
735.33 735.33 637.35 857.44
R (73533 | 36817 | 35916 | 71830 | 35966 | 637.35 319.18 857.44 429.22 42071 | 83943 | 42022 R (7aaa7) | 36817 717.32 | 359.16 718.30 35966 | corng) | 31918 | (gayam | 42922 42071 | 839.43
701.34 683.32 367.71 701.34 683.32
P 832.38 | 41669 | 407.69 | 81536 | 408.18 | 734.41 367.71 (70167) (683.25) P 832.38 416.69 81437 | 407.69 815.36 408.18 734.41 (@67.58) | (70142) (683.25)
94741 | 47421 930.38 849.43 42522 604.28 947.41 47421 465.70 849.43 42522 604.28 586.27
° ©47.42) | (474.33) | #8520 | 93075) | 4570 | (s4975) | @2550) | (604.42) 586.27 o (©47.25) | (a7a33) | 92940 | 46520 93038 | a65:83) | (84933) | (425.25) | (604.33) (586.25)
106244 | 531.72 482.73 1062.44 531.72 | 1044.43 1045.41 482.73
D (1062.58) | (83183) | 52272 | 104541 | 52321 | 96446 (482.67) 489.26 471.24 D (1062.42) | (53175) | (toaas0) | 52272 | (1oasery | 5232 96446 | (1g57s) | 48926 471.24
588.26 579.75 539.28 1175.52 588.26 539.28 374.23
L 17552 | 2oy | 57926 | 115849 | 2070 | 107784 | 2ogt 374.23 356.22 L (117542) | (sss3z) | 11571 | 67926 | 115849 | 57975 | 107754 | Lot | 37,7 356.22
65279 | 643.78 603.80 24313 652.79 643.78 603.80 24313
E 130456 | 0076 | (eazer) | 128754 | 64427 | 120659 | oy 261.14 (243.17) E 130456 | (oogy) | 128655 | fuign | 128754 | 64427 | 120659 | gonan | 26114 (243.25)
1 132.10 1 132.10
[M-H3PO4+2H]2+ 669.42] [M-H3PO4+2H]2+ 669.33]
[M-H3PO4-H20+2H]2+ 660.33] [M-H3PO4-H20+2H]2+ 660.33]
[M-H3PO4-NH3-H20+2H]2+|  651.42 [M-H3PO4-NH3-H20+2H]2+ 651.50
Yellow: |Low&High mass cut off | Yellow: |Low&High mass cut off
Red: [Relative intensity >0.3 | Red: [Relative intensity >0.1
Theoretical m/z (Observed m/z) Theoretical m/z (Observed m/z)
Cx43-37 (11102009) #3921-3965 @612.96 ETD MASCOT score: 36 Cx43-37 (11102009) #4145-4196 @639.61 ETD MASCOT score: 30
S372 ETD c c2+ [c+1] [c+1]2+ z z2+ [z+1] [z+1]2+ $369,5373 ETD c c 2+ [c+1] [c+1]2+ z z2+ [z+1]
A A
174980 | 87541 1750.81 87591
5 176.10 177.11 7a978)| (87513 | (1730.72) | (87564 s 176.10 177.11 1820.77 915.39 1830.78
1662.77 | 83189 1663.78 832.39 1742.74 871.87 1743.75
. 263.14 264.14 (1662.39)| (831.89) | (1663.71) | (832.67) s 343.10 344.10 (1742.79) | (871.86) | (1743.74)
419.24 1575.74 | 788.37 1576.75 788.88 499.20 500.21 1576.75
R (a19.19) | 21012 | 42024 | 21062 | (70 ee| (78865 | (157687 | (78965) R (499.33) | 25010 | (20035 | 25061 1575.74 78837 | (127671)
490.27 1419.64 142065 570.24 571.24 1419.64 142065
A (400.40) | 24564 | 49128 | 24644 | uig e | 71032 | o | 71083 A (57029) | 28582 | eri’sy) | 28813 | (44946) 71032 | 145061)
657.27 658.27 1348160 | 674.80 134961 675.31 657.27 658.27 134961
s ©57.32) | 321 | (@58.29) | 32964 |(1348.29)| (67474) | (1349.30) | (67553) s ©57.35) | 32%14 | (essan) | 32964 134860 67480 | (1349.45)
744.30 745.31 1181.60 1182.61 824.27 825.27 1262.58
s 74433 | 37296 | anaa)| 37316 | 11giag)| 59131 | (11gosy | 59181 s (824.20) | 41284 | (go5g) | 41314 126157 63129 | (1505 40)
109457 109558 109457 1095.58
5 (ossan| S47T0 | (ro9sse) | 54820 B (1094.42) 54779 | (1095.49)
997.46 | 499.23 | 998.46 1077.42 1078.43
5 (997.33) | (499.24) | (998.48) | 49%73 5 (077.42) | %92 | (107845) | 5072
= 84142 842.43 = 84142 84243
(841.16) (842.40) (841.34) (842.45)
. 125061 | 62581 | 125161 | 626.31 . 133058 | 66579 | 133158 | 666.29
(1250.63) | (625.54) |(1251.64)| (626.24) (1330.52) | (665.57) | (1331.52) | (666.40)
5 1365.64 | 68332 | 1366.64 | 683.82 5 144560 | 72331 | 144661 | 723.81
(1365.62) | (683.10) |(1366.64)| (684.03) (1445.68) | (723.10) | (1446.72) | (723.87)
5 1480.67 | 740.84 | 148167 | 741.34 5 1560.63 | 780.82 | 1561.63 | 781.32
(1480.63) | (740.53) | (1481.60)| (741.11) (1560.52) | (780.67) | (1561.63) | (781.39)
L 159375 | 797.38 | 1594.75 | 797.88 L 1673.72 | 837.36 | 167472 | gooe
(1593.73) | (797.46) | (1594.64)| (798.17) (1673.77) | (837.52) | (1674.82) :
1722.79 172380 | 862.40 1802.76 1803.76
= (1722:87) | 88190 |(1723.75)| @62.10) 3 (1802.05) | %188 | (18037g) | 90238
1 [
[m+3mpz+ [ 613.22] [M+3H13+ [ [ 639.91]
Yellow: |Low&H|gh mass cut off | Yellow: |Low&High mass cut off
Red: [Relative intensity >0.1 Red: [Relative intensity >0.2
Theoretical m/z (Observed m/z) Theoretical m/z (Observed m/z)
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Supplemental  Table S9. Fragmentation ions for native Cx43 peptide
Cx43-IP #3093 @988.39 CID
S306 CID b [b-H20] [b-NH3]  [b-H3PO4] y y 2+ [y-H3PO4J]2+  [y-H20]
Q
A 200.10 183.08 1847.73 924.37 875.38 1829.72
1776.70 888.85 839.86
S 367.10 350.07 269.12 1758.69
= (1776.46) | (888.50) (839.81)
1609.70 805.35
E 496.14 478.13 479.12 398.17 1591.69
(1609.69) | (804.95)
606.19 526.23 1480.66
624.20 607.18 740.83 1462.65
Q (606.08) (526.16) (1480.45)
721.27 640.27 1352.60
N 738.24 720.23 676.80 1334.59
(720.99) (640.22) (1352.46)
907.30 826.35 1238.55
w 924.32 906.31 619.78 1220.54
(907.20) (826.40) (1238.51)
897.39 1052.48
A 995.36 977.35 978.34 526.74 1034.46
(897.42) (1052.42)
1109.40 1091.39 1092.38 491.22
N (1108.81) (1091.28) | (1092.20) 1011.43 981.44 (491.11) 96343
1272.47 1255.44 1174.49 849.39
Y 1254.46 867.40 (867.42)| 434.20
(1272.33) (1255.29) | (1174.32) (867.42) (849.49)
1341.49 1342.47 1261.52 686.32
1359.50 704.33 (704.26)| 352.67
S (1341.32) | (1342.08) | (1261.46) (704.26) (686.36)
A 1430.54 1412.53 1413.51 1332.56  [617.30 (617.32)| 309.15 599.29
1541.57 1461.60 528.25
E 1559.58 1542.55 546.26 (546.21)| 273.64
(1541.45) (1461.47) ( ) (528.41)
1670.61 1589.66
1687.64 1669.63 417.22 (417.17)| 209.11
2 (1670.13) | (1589.23) (417.17)
1784.65
N 1801.68 1783.67 (1784.51) 1703.70 289.16 145.08
R 175.12 88.06
[M-H3PO4+2H]2+ 939.25
[M-H3PO4-H20+2H]2+ 930.53
[M-H3PO4-NH3-H20+2H]2+ 922.16
Yellow: Low&High mass cut off
Red: Relative intensity >2
Theoretical m/z (Observed m/z)
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Supplemental Table S10. Fragmentation ions native  Cx43 peptide
Cx43-1P #3307-3419 @639.61 ETD MASCOT score: 14
S372,S373 ETD c c 2+ [c+1] [c+1]2+ z z2+ [z+1]
A
915.39 1830.78
S 176.10 177.11 182977 | (915%0) | (1830.56)
1742.74 | 871.87 1743.75
S 263.14 264.14 (1742.64) | (871.61) | (1743.74)
828.36
R 419.24 210.12 420.24 210.62 165571 | (o560 | 165671
A 490.27 245.64 491.28 246.14 1499.61 | 750.31 1500.61
657.27 658.27 142857 | 714.79
3 657.41) | 329 | (esg31) | 32904 | (1a2s28) | (714.66) | 142908
824.27 825.27 1261.57 1262.58
3 824.26) | 204 | (go531) | A3 | o61.06) | 83120 | (1262.58)
1094.57 1095.58
R (1094.29) | 24779 | (1005.32)
1077.42 1078.43
P 107734y | 53922 (107837) 539.72
841.42 842.43
R 841.29) | *?12 | (ga2.am)
3 1330.58 665.79 1331.58 666.29
(1330.35) | (665.45) | (1331.15) | (666.07)
1445.60 723.31 1446.61 723.81
D (144555) | (723.09) | (1446.75) | (723.88) | °8820 589.27
1560.63 780.82 1561.63 781.32
D (1560.66) | (780.56) | (1561.73) | (781.41) | 2732 4r4.24
837.36
L 167372 | (go7'5g) | 167472 837.86 358.21 359.22
901.88 902.38
E 180276 | q1gq) | 1803.76 (902.63) 245.13 246.13
[ 116.08 117.09
[IM+3H]3+ 639.89)
Yellow: Low&High mass cut off
Red: Relative intensity >0.1

Theoretical m/z (Observed m/z)
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Supplemental Table S11. Phosphoserine-containing peptides from native (in vivo) Cx43.

Sequence Start-end Charge Theoretical mass Observed mass Phosphorylation ~ MASCOT  MASCOT Diagnostic ions Diagnostic ions

site localized score (CID) score (ETD) (CID) (ETD)
QASEQNWANYSAEQNR 304-319 2 1974.786 1974.787 S306 52 N/A Y13> Y14 N/A
ASSRASSRPRPDDLEI 367-382 3 1915.819 1915.809 S372, S373 N/A 14 N/A Zg, Z10, Z1
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