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Figure S1. MS/MS spectrum of the phosphor-peptide NoAVMNPKTANVPQTVPMRLss to determine
pT83.
* 2+:m/z =997.4579
Vi VasYaaYasVasYusYao¥e Ye Vs Ve Y5 Va Vs Yo Va
QSSFEIPDDVPLPAGW
1 2 b bdbS bﬁb b! bg b10b11b12b15h1db15 16
.s S = phosphor-Ser
- by
g 92842 Vio®
£ 106650
‘% 10
g
- Vi
1308.7
8
* Ye© v, .
Ya [ Yiz
o] 43029 64039 1135458 1455.5
by by byt b,* by" ; s ba
372.29 539.26 686 43 1025.47 |1140.59 i o+ 156472
L L O I Vo buo'! by’
v, \y, 13950 81533 85450 96958 | 1117961 12555 451.87 | yie*
33332 54332 | [ ' \ | [ H . 162288
| ) ! N
¢ 400 800 800 1000 1200 1400 1600 1800 2000
mz

Figure S2. MS/MS spectrum of the phosphor-peptide RisiQSSFEIPDDVPLPAGW:77 to determine
pS163/pS164. 1t is noted that this phosphor-peptide was detected in all 3 sample. It is noted that the
MS/MS spectrum cannot distinguish pS163 or pS164.
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Figure S3. MS/MS spectrum of the phosphor-peptide As7LRSQLPTLEQDGGTQNPVSSPGmMSQELs74
to determine pT361/pS366. It is noted that the MS/MS spectrum cannot distinguish pT361 or pS366.
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Figure S4. MS/MS spectrum of the phosphor-peptide RssTMTTNSSDPFLNSGTYs01 to determine

pS388.
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Figure 2A (Left Panel): NT1 NEK1 KO
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Figure 2A (Right Panel): YAP1 level in NT1 NEK1 KO cells
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Figure 2C left panel:

YAP level upon THD treatment
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Figure 2D left panel:
TLK1 knockdown with shRNA
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Figure 2C Right panel:

pYAP level upon THD treatment
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Figure 2D right panel: pNEK1 level in
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Figure 3C: Radioactive IVK of YAP1
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Figure 3D: IVK of YAP1 for MS determination
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Figure 3E: YAP1 pTyr determination
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Figure S5. Densitometry of the original uncropped blots and gel images with their respective numbers

from the main figures.



Table S1. Assigned phosphorylated sites.

Phosphorylated Sites Peptides YAP1 YAP1+NEK1  YAP1+MK5
T83 N7nAVMNPKTANVPQTVPMRLss N Y N
*5163/5164 Ri61QSSFEIPDDVPLPAGW 177 Y Y Y
*T361/S366 As7LRSQLPTLEQDGGTQNPVSSPGmMSQELs74 N Y N
5388 R37sTMTTNSSDPFLNSGTY301 N Y N
* 5406/Y407 H392SRDESTDSGLSMSSY 407 N Y N
T493 A491 ATKLDKESFLs01 N Y N

* Cannot tell which site is preferred based on the MS/MS spectrum.



