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Supplementary Figure 1 Screening for PKA substrates in HUVECs.
a. Representative image of the silver-stained gel is presented in Fig. 1b. Forskolin (10 µM) was added to HUVECs for 1 h. b. Identified proteins by LC-MS/MS. An immunoprecipitated PKA substrate indicated by β was identified as ZNF185. Three bands (β, δ, and ζ) and their control bands (α, γ, and ε) were excised from the gels. SpC: spectral count.
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Supplementary Figure 2 The amino acid sequence of ZNF185.
ZNF185 isoform 4 (a) and ZNF185-ΔPKA (b) are shown. Three RRXS motifs are indicated in red.
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Supplementary Figure 3 Identification of plectin as a ZNF185 interacting protein.
a. Representative silver staining of ZNF185 interacting proteins. The Myc-ZNF185 fragments indicated in Fig. 2c are overexpressed in HEK293T cells. Anti-Myc beads were used for coimmunoprecipitation. ZNF185 fragment A interacts with a protein indicated by α. b Identified proteins by LC-MS/MS. SpC: spectral count. c, d. Plectin interacts with the N-terminal region of ZNF185. (c) Endogenous plectin interacts with ZNF185 fragment A and full-length ZNF185. Anti-Myc beads were used for coimmunoprecipitation. Representative blots are shown (n = 3). (d) Overexpressed plectin interacts with ZNF185 fragment A and full-length ZNF185. Halo-plectin, Myc-ZNF185 fragments, and full-length ZNF185 were overexpressed in HKE293T cells. Anti-Myc beads were used for coimmunoprecipitation. Representative blots are shown (n = 3).
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The amino acid sequence of human ZNF185 (isoform 4)

ERNNVLKQMK
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VVEEDGPSEK
LQRDLAGEEA
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SERTTGGICT
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The amino acid sequence of human ZNF185-APKA

ERNNVLKQMK
TANAGPPRPS
VVEEDGPSEK
LQRDLAGEEA
WQERPGAPRG
SGSEQFVRRE
SERTTGGICT

VRTTLKGDKS
SSGYKMTTED
SQDPPALARS
FRAPNTDAAR
GQGDPAVPAQ
SCT
YCNREIRDCP

WITKQDESEG
YKKLAPYNIR
TPGSNSADGG
SSAQLSDGNV
QPADPSTPER

KITLEHLGIC

RTIELPSGRS
RSSTSGDTEE
RTKASRAIWI
GSGATGSRPE
QSSPSGSEQL

CHEYCFKCGI

RATSFSSAGE
EEEEEVVPFS

ECLPSMPSPA
GLAAVDIGSE

VRRESCGSSV

CSKPMGDLLD

VPKPRPPSTR

SDEQKRRSEA
GSQELSSRGE
RGSSSATSVS
LTDFEGKDVA

QIFIHRDTIH

APTGYIRGV
ASGVLRRTAP
EIVRLQILTP
AVPADRKSNS
TKVGEAWQDR
YVNASEVSSG
CGKCYEKLF

APTGYIIRGV
ASGVLRRTAP
EIVRLQILTP
AVPADRKSNS
TKVGEAWQDR

CGKCYEKLF

FTKPIDSSSQ
REHSYVLSAA
RAGLRLVAPD
TAAQEDAKAD
PGAPRGGQGD
KPVSARYSNV

FTKPIDSSSQ
REHSYVLSAA
RAGLRLVAPD
TAAQEDAKAD
PGAPRGGQGD




image4.svg
        a b  


image5.png
a

Myc-ZNF185
(fragment)

Myc-ZNF185
(fragment)

Plectin

Myc

GAPDH

a
>

IP : Myc
A B C D

- o

(kDa)

100

(kDa)

~ 250

| 37

7 SpC
Identified Proteins ossedln - Lblbeul
Number Weight a B
Dermcidin
0S=Homo sapiens OX=9606 GN=DCD PE=1 SV=2 P81605 kba 4 9
DNA-dependent protein kinase catalytic subunit
0S=Homo sapiens OX=9606 GN=PRKDC PE=1 SV=3 P78527 469 kDa 30
Plectin
0S=Homo sapiens OX=9606 GN=PLEC PE=1 SV=3 Q15149 S32kba 2 0
d INPUT IP : Myc
IP: Myc Halo-Plectin — 4+ + 4+ + + + — + 4+ + + + +
_ Myc-ZNF185 _ _ _
v A B C D FL pa (fragment) A B C D FL A B C D FL
= : Plectin s
- - 250
[
Lo 75 - 4 —
| Se—
- 37
e Myc P—
—— L 25 - i
(YY1 [ P —————— L





image6.svg
                                                                            250 150 100 C D B A IP :  Myc  250 Myc - ZNF185 (fragment) IP :  Myc  Plectin − C D B A FL INPUT          − C D B A FL      75  25  37      a c Myc GAPDH b d 250 Myc - ZNF185 (fragment) IP :  Myc Plectin − C D B A FL  Myc GAPDH Halo-Plectin −     INPUT      37      75  25  37      37      + − + + + + + − C D B A FL −  + − + + + + +          Identified Proteins Accession Number  Molecular  Weight SpC α β  Dermcidin OS=Homo sapiens OX=9606 GN=DCD PE=1 SV=2 P81605 11 kDa 4 9  DNA -dependent protein kinase catalytic subunit OS=Homo sapiens OX=9606 GN=PRKDC PE=1 SV=3 P78527 469 kDa 3 0  Plectin OS=Homo sapiens OX=9606 GN=PLEC PE=1 SV=3 Q15149 532  kDa 2 0 Myc - ZNF185 (fragment)   β α     (kDa) (kDa) ( kDa)


image1.png
IP: pPKA
Substrates Ab
Forskolin — +

(kDa)
250

¢ 150 4

Y 100 5

a 75 B
50

Identified Proteins Accession Mvzzzl:tar qucp
Z"é"sf:'?%?n'o"éﬁﬁéﬂ; OX=0606 GN=ZNF185 PE=1 SV=3 015231 | T4kba | 0745
HeStsiﬂﬁfnkoZré’Sféﬁngf:%%Sg EN-HSPOOABT PE=1SV=4 F08256 | odkba 1S | S
e Home Somions OX-9606 ONCDIX 15 PECT Sveg 10 043143 o1kDa 0 3
hrres ::;;Li\ezgag;(:geoe GN=TUBA1A PE=1 SV=1 @ritios | Sokba |8 |9

dentified Proteins Accession Mv(\’,z;l:tar vSpca
SRR
Z"é°sfi'ﬂ|%?nro"£§f§éﬂ§ OX=0606 GN=ZNF185 PE=1 SV=3 Q15231 | 74kDa | 0 18
SO e ov s o 2
HeStsiﬂﬁfnkJsi'Siﬁ? X20606 GN=HSPATA PE=1 SV=1 FODMYS ') fokba | 0719

dentified Proteins Aﬁflf:zzn Mv(\’,zzl:tar SSPC;
Ac(tjlg;%trﬁgl::;?;ﬁs1ox=9606 GN=ACTB PE=1 SV=1 FO0708 | 42kba '} 0 | 28
Ac(tjlg;%trﬁgl::;?;ﬁszox=9606 GN=ACTG1 PE=1 SV=1 FOI261 | GekDa AT e
EIgnsg=aHtlc‘>)r:c>fasgt;§;r1ta(|)g?:9(1306 GN=EEF1A1 PE=1 SV=1 FOB104 | S0kDa T E
Tubulin alpha-1A chain Q71U36 50 kDa 7 6

0OS=Homo sapiens OX=9606 GN=TUBA1A PE=1 SV=1





image2.svg
                                               a b                    Identified Proteins  Accession Number  Molecular  Weight SpC α β  Zinc finger protein 185 OS=Homo sapiens OX=9606 GN=ZNF185 PE=1 SV=3 O15231 74  kDa 0 46  Heat shock protein HSP 90 -beta OS=Homo sapiens OX=9606 GN=HSP90AB1 PE=1 SV=4 P08238 83 kDa 5 5  Pre -mRNA-splicing factor ATP-dependent RNA helicase DHX15 OS=Homo sapiens OX=9606 GN=DHX15 PE=1 SV=2 O43143 91 kDa 0 3  Tubulin alpha -1A chain OS=Homo sapiens OX=9606 GN=TUBA1A PE=1 SV=1 Q71U36 50 kDa 5 3                    Identified Proteins  Accession Number  Molecular  Weight SpC γ δ  Heat shock cognate 71  kDa protein OS=Homo sapiens OX=9606 GN=HSPA8 PE=1 SV=1 P11142 71 kDa 8 28  Zinc finger protein 185 OS=Homo sapiens OX=9606 GN=ZNF185 PE=1 SV=3 O15231 74 kDa 0 15  Stress -70 protein, mitochondrial OS=Homo sapiens OX=9606 GN=HSPA9 PE=1 SV=2 P38646 74 kDa 2 15  Heat shock 70  kDa protein 1A OS=Homo sapiens OX=9606 GN=HSPA1A PE=1 SV=1 P0DMV8 70 kDa 0 13                    Identified Proteins  Accession Number  Molecular  Weight SpC ε ζ  Actin, cytoplasmic 1 OS=Homo sapiens OX=9606 GN=ACTB PE=1 SV=1 P60709 42  kDa 0 28  Actin, cytoplasmic 2 OS=Homo sapiens OX=9606 GN=ACTG1 PE=1 SV=1 P63261 42  kDa 17 27  Elongation factor 1 -alpha 1 OS=Homo sapiens OX=9606 GN=EEF1A1 PE=1 SV=1 P68104 50 kDa 7 7  Tubulin alpha -1A chain OS=Homo sapiens OX=9606 GN=TUBA1A PE=1 SV=1 Q71U36 50 kDa 7 6      50 100  Forskolin － ＋ 150 250     IP : pPKA  Substrates Ab 75 ( kDa ) β δ ζ       α γ ε


