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#ZE  Dishevelled2(DvI2)2 Wntfz i34 7 49 42 & & B F L% 5] B 2069 B BB 32, &
&) BEBR B2 A(PP2A) A DvI2 ) — A+ B BA B, A 5DvI26Y £ A5 B0 A3E. PP2AK % X167 A 4,
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5, %3] T PR . @ink ek g EAF R4 REFEPIEPP2AA T AR RAEKR R A5
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Dishevelled2 De-phosphorylation by PP2A is Largely
Mediated by B’ family Regulatory Subunits

ZHANG Miaojun, XIE Jianlei, WANG Juanjuan, WU Wei*
(School of Life Sciences, Tsinghua University, Beijing 100084, China)

Abstract Dishevelled2 (Dvl2) is a key protein factor in Wnt signaling and is intensely regulated by
phosphorylation. Protein phosphatase 2A (PP2A), a phosphatase of DvI2, participates in the regulation of DvI2 via
de-phosphorylation. There are 16 regulatory subunits in PP2A in total, which determine the substrate specificity of
PP2A. However, no comprehensive study has been conducted on these regulatory subunits to clearly decipher those
involved in de-phosphorylation of DvI2. Through siRNA-based knocking down of each PP2A regulatory subunit gene
in one cell line, we analyzed all regulatory subunits’ roles in regulating the de-phosphorylation of DvI2. It turned out
that multiple PP2A regulatory subunits were involved in the regulation of de-phosphorylation of DvI2, especially for
members of B’ family regulatory subunits. All members in B’ family were involved, contributing as the predominant
regulatory subunits. Cell co-localization and co-immunoprecipitation experiments also confirmed the regulatory roles
in DvI2 de-phosphorylation played by PP2A B’ regulatory subunits. In summary, this study clarifies the specific PP2A
regulatory subunits participating in the regulation of DvI2 de-phosphorylation and facilitates the understanding of the
cellular functions of PP2A regulatory subunits and their relationships with substrates.
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Dishevelleds& Wntf5 ‘5 i i#% o () — > B A 1,
X4 WntfE 5 FIHEZ M Witf5 S8 2L F . Dyl
B ALY RSFIIDIX. PDZFIDEPLE 43, @it PDZ
SEA IR Frizzled 52 AR IF i B v B2 HAE, 1E Frizzled
NN FESHESIRAEY. DVIEA A S 2R
o Z R P ISR I r R . o,
Bt x DvIsE A AR E e RAIRE . 40 e A 5%
FAEEEEER] . B o Arior, DvIEEH B RE
A 502N LL AR /9y BIRBEIR AL 5, K2 HERR AL
RAE DV B A RN R BN PR . BIEHIRZ
KTZ 5 DvIBERRAAB I E T 5T, W1 CK1(casein
kinase 1), CK2(casein kinase 2). PARI1(Prader-Willi/
Angelman region-1). RIPK4(receptor-interacting pro-
tein kinase 4)FINEK2(NIMA-related kinase 2)Z5 i,
ORI S DVIEE A BAF R R, JFAT 8RR AL DV
15, B —PhIsE 5 IR A DvIER AL A R D A
EHE A, Har SRR, thin, hCK18/eZ
5HDvI2 S143RIT22407 i IBERR 1L, 23t | DvI25
Plk1(polo-like kinase 1)JAHFLAEFH, i3k M 4% WntSa-
CK1e-DVI2IKH IR R LT BT . S0, WntBL A
HlE 2= 1 CK 1eXt DvI2 C-Uif B S594. T595. S597
A T604PY AN B AL AR T 10B5 AL A BEIR AL o
1 TR DAL s B A K B _E T3 30— DvI2 gt
A (10B5) TR HIR S , HOX LLAT 4 & 5K 10B53R
fir. FIEeAs i RA NN R IR 22 F 2 DI A /EAH
J 5 R BRI R S A2 2C R 3 o DA S 48 8 Wnt {5 5
I R D RE R I 5

SEEGARLE, AT B AL DI B R
T AR AT BRD . R B BERR B PP2A (protein phos-
phatase 2A) 8\ N2 B 1) DvIER AR A . i
FAFRATT 256 = M B, PPPSC(phosphoprotein phos-
phatase 5C)/& 75— DVI2 IR . 5 PPPSCHI M
LR 1 N- i PR R 57 5 A4 3R BEAT R DR U0 A A
WIEANE, PP2AYS HAh 22 % 1R /77 2 IRt 1 TR IS
(phosphoprotein phosphatase)—#, 4G 2 F i 77 I
FOR B B IL IR BIRY) . PP2A L H 45 #4 I1 3 (PP2Aa/
PR65). HEAL T FE (PP2AC) A A 1 5 WP FE — S M) B 1)
AR = RAK LR IR 95 RIR B BRI G . 54 3
VERNSCHLER A, EEF M A S AT 1 37 i AL 5] T
PP2A i ; MEAL Y HE B WIS 1% 5 10 59 ML Ak
AL EEFEIE R, Yo PP2A BRI 5 LA K
EANMLE AL T3 Ab, 7T IV I DR 2 I L A E ) 4

SURIGH 22 7 R IA R,

PP2AVH T WA A WM 2. Har AR
DRIZH R I 28 /0 167> B DRl 4 i PP2 AU 719 IV 2, 3X 26
BRI ReNE P2 Az 2680 DL BRI AR S A, /2 PP2AA
M5 ThREZ PR EZRIE Y. PP2ATH AT WAL AT
PAO AP, 43 512EB- B’ B” FIB” FRIA(# 1)
B8 7 5 4 A6 IV 3 NS HE AT 485 F 380kH HAE P A (X 45
A RSF R E LR T HI AL, & TR AL T
F 1 AR, B R4 LA, Hod
PR55BFIPR5 5y ¥ B IL T R H LR, 1 PR5Saf
PR55OMIAE & P Al 2R 2 325, IF H & i3k
EIKE 5 R B B BOAH RIS, B 5 H SAS 5 (R 4H
R, RIS B H R T, S0 A0 I RRE 2 38 g
PR AL, HLKHE 0 BT B e o % 5 5% B
BAAE B A HP )B4 80% R A1 AR ALLYE, (EIN-i Al
C-3ity 7 FIASFMS) . B SR8 A& I 32 2 F 3N AN R 5 A
Gt Z R R Y E A BFX S M, MkfiCa? 7K
S 5 A 0 il 1) 5 5 R i 8 1 B TR N PRSI,
B 5k 32 B e — I S 3 B H (striatin), PR
W1 DRl e 5 225460 STV S A TEA'E FH T 4989 N 81 ST 25 1) ol 7
PTPA(PTPase activator). Striatin/&J-WD-repeat 5 Ji%
IR 2 —, TR B FAETERI 6 TR 585 &=
WAL G . PTPAR . R 2 75 A4 S g4 B[R] Py
Rety 2 B R AL AL 0 S AN 0 Bl HLAZ R A 38 o
ATPHIMg™ W& H S P11,

ER—R 23805 Thae 2 FEMBEIREG, PP2A
AENS 25 1 TR AL Wntf5 538 % B FEDVIZE Y 1 2 /K
RN, EMWnt(E 508 B ORE 52 =R
FAUO, SR, T FPP2A VDI FR AL IR 25 41 5
BAKSR BT Fn £ /b 25 & B WA /EPP2AT) fig
ORI EE H, RATRLE 6 2 5DvREE 1L
RS FIPP2ATE 5 WA BEAT R 480 % 2 FTh g
I3 T, Ktk — B3 RPP2ATRIE DV BE IR AL IR &S 5 1)
REFIALH .

1 MR575E%

1.1 SEIE#RY

1.1.1  4mje % HGibcon 7] [FIDMEM#E; 77 2 1%
FEHEK293 T4 ffd fHeLadl . F A FHik R (AL 50)
BHA PR 2 B IMcCoy’s SAR: 77 2E 3 FRHCT1164H
M. TR mMAETER. BERMN10%
(B 2F I3 o
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x1 PP2AFTILEAIS A,
Table 1 Classification of PP2A regulatory subunits

PP2ATH 5 W HE Ik B JPEZ AR e S
PP2A regulatory subunits  Alternate name Gene name Abbreviation
B/B55/PR55 PR55a PPP2R2A4 2A
family PR55p PPP2R2B 2B

PR55y PPP2R2C 2C

PR556 PPP2R2D 2D
B’/B56/PR61 PR61a PPP2R5A 5A
family PR61B PPP2R5B 5B

PR61Y PPP2R5C 5C

PR616 PPP2R5D 5D

PR61e PPP2R5SE SE
B” family PR72/130 PPP2R3A4 3A

PR48/70 PPP2R3B 3B

G5PR PPP2R3C 3C
B’” family Striatin STRN RN

SG2NA STRN3 RN3

PRI110 STRN4 RN4

PTPA PPP2R4 R4

1.12 F3%XA 5354 EZ-10 DNAaway RNA/N &
RPN B BBIAE fn kL7 A A A5l &l
F ThermoFisher Scientific/A &) ; Jo PN & 2 Uk &
A& B A BN L AR R A R BEDNA
[T S B RAR AR (AER0OA R A ] ; DNA
Fr Bealitb 57 & B TaKaRaa & 5 8 G4l 71 VigoFect
W B B BT AE Y R A A Lipofectamine 200041
Lipofectamine 300014 H InvitrogenA 7] ; fii DVI2F1 4
JEFLAGHUAE E Cell Signaling Technology /A 7 ; FRJE
DvI2(10B5)A iR ¥ MycPif&llg H Santa Cruz Technol-
ogy A Al ; IR DVI2(S143)HUKRIN H Abcam /A &) 5 FIR
B-actinllt) H =Fi EHARA PR A A ; FLAG M24i4A%
IDEIE R BRI B Sigma-Aldrich 2y 7] 5 J5 R ) S AH e il A
2% U E TaKaRa A ) o

1.2 SEHE

1.2.1 siRNA%:#  siRNAH INEEAERHE
PR F] AR A 154N PP2 AT 49 I 6 35 (K] /7 41 e E IF &
&, BN FE DR 23 T35S [FSIRNA . #21% A A
HEFE 7 EAEHCT 11644 L i34 TsIRNA BRI #4254, 48 h
JEWCEEFE i, B RNATR BT G52 IUERNA, 24
JE¥41.5 pg RNAMRHE S 3% 50 &0 0 07 6 e s N
cDNAJ&, il i 52 7€ & 2% S PCR(RT-qPCR)AS: Il 3
mRNAZL LK, LA % siRNAXHF E i (K] 3R 5

IR RR . ZERRIASIRNA I A 20 (mRNAZK 4
X T R BRARB30% LA ) S, [RIRE 42 85 1 24 ) 41
FETIFEAEHCT 11640 B H s % e A 2 IsiRNA, 48 h
JE X AN B AT AR N R AL B . 2 5 i i Western blotfar
MEADVI2ZE H, PAKDvI2 S14347 55 F110B5 A7 o fi
FRAL K

122 PP2ARB T EAKLRE LK WiT1671
VB BE DR AR B 1 514, DAHEK293T4H idcDNA Y
R, 37 50T B FR JE R, oK 3 o B B ST N-3FLAG)
pCS2+J5RL H o H A 8 5 JE DR R e DN A B 5 57 5
5% = (http://hanlab.xmu.edu.cn/cdna/) & 4, STRN4 ]
cDNAI H Origene. 4% 5¢ 51 5TRL3 2800 5 B XS
N 7 41 IR, 38 i Western blothfi A H 87 3
%,

123 @ik  FHeLadlfuss 77 T3
b, BEAT AR R B RIS Y. 24 h)s FHPBS T 74 41 i,
2 Ji H4%% B FEEE 2 15 min. $35 H0.2% Triton
X-100i# %10 minf5, H2% BSAZS (1130 min. %A )5
BI—PiI T4 O E LR 5 RKHPBSIRHE3IR
J5, EiRE —Hil h. FIDAPLY 40 i k% 34T e th
ZJEERTE BRI VA KGR, 5 3 R i A e )
— HRLE BTV KL, B 1S minfa, 76353
W EEHE R WE . &E, EIRERME RN
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SZDVI2 AT 1 MV 35 K] 110 0 440 5 A 175 4

124 %yadinic  EHEK293 TN AT AH S ()
RS, 30 hf CEEA AR, FH ARSI (50 mmol/L
Tris-HCI pH7.5+ 150 mmol/L NaCl.2 mmol/L EDTA. 1%
NP-40. FREGFI S [ B0 7)) T4 °CEL# 30 min,
12 000 /minf=53d 250> 15 min.  HX30 pL_E3ER, JIA30 L
4xSDS_EFEZZ IR, 95 °CALEES min, T Western blot
M. Hop BiE S TALEE IFLAG M2 beads 14 °C
I E IR 25 T4 CCIGE B 02 min, MOIRE B
$276 H 800 pLARAALZZ M (NN 0.1% SDS, NaCIik &
FEF 21300 mmol/L) T4 °CP5~61X, feJaIMA60 pLi)
2xSDS _FFEZZ MR, 95 °CALEES min, T Western blot
1A

2 FR
2.1 PP2AHT T EB Rk 2PP2AEMHERLDVI2
MEZFHILE

AEWntBCAR BRI, DVIEE A SRR Ak 380,
BET A3 RS S L. p-S143 P A4 =7 iR 5
S14347 S B R 1L DI [, 11 10BS BT 7 17 731
10B5# £7.(S594-T595-S597-T604, & FR10B5% fi7)F
TR AL IDVI2 AR [, # 7] LATE Western blot3L 46 HH i
RDVI2EE A B RRAIRSTS. S 4b, BERE b2 T 5L
DvI2i AEE B IR IE#A21g, i H T DviigH
TR AL IR A 1 M

N TS EWREEPP2A T EE 2 5 T X DI
TR AR %, FRATE e R RT-qPCREZ AR, 745
i 958 20 M R HCT L6 A I 1 1670 1 15 M7 56 L A 1
FRIEKT, 45 R E IR, BPPP2R2B(2B)4k, H 4154
W R B A i R A — e R R R A
(ERBA TR, NG, BATFHsIRNAZ — KX
15 i 45 W JE 35 DR ImRNAZK -, 4600 %6 P Y DvI2
BERRUIRZS )52 o FEAD I R, REAN R R IR B — 2%
siRNA, RT-qPCR#Z: & & 7 AH X B2 I mRNA %R 3k 15
T RENRIRSCR (S RA Bon). CHRER,
Wnt3akh B 7] DL 52 PP2A 5 DvI2 () A B F U,
Uk, FATTLE A — o T I R S IR A g 4l i R,
Wnt3azk fh 1 72 AL 2 h, 2 J5 K A JEDVI2E A
IBERRAIRAS, A1FEp-S143(5 5, 10B515 5 LL & DvI2
HEAE IR IR .

55 5%F FEFH EL, Wnt3akh 3 RE 9 (1 i DvI2 R (H 78
S143F110B5 AL [ B R 11 (10B5 2 A7 1 12 1k 1) 18 52

LI R10BSHUAR HUAIE 5 1 55), FF 3 EDvI2A
AT R R AR (A, 53k B R R 1k T 4E
RN WK AN [F] FRPP2 AT 5 WP 5 3 [h] 2 ik X
DVI27ES 14347 £ F110B5 3 A7 B B2 A4 IR 25 119 52 i A7
TERCR I 2 7

BZXEQA. 2CFI2D)H, 2A R mUKI% TS 1 10BS
55, T EDVI2E ARSI G N, (HXp-S143
WA B R 21 RUIK T Elp-S 14315 5 A 1 i,
DvI24 [ BAZIT# 4y g A 90, (HXF10B5 15 5%
A 3 R 2D KT Bp-S14315 5 1 A 0,
DvI28 F U # i A 1 0, X 10B5 15 5% A
wEW(E1A).

B’ K B (5A-5E) I e A 4 5 Bp-S14315 5 B &
()38 SR A 10BSE 5 IR 55, LA DVI2ELE T 7% 11
¥, BB KIS T DVI2BERR AL AKF- 1) S
(KE1B).

B K E(BA-3C)H, 3CH MK 5 Hp-S14315 5
()2 3 15, DL R DVI2ER [ 18 T R A 5 Y
s 3AR R S Bip-S14315 5 M A 4 58, (HXT10BS
55 FIDVI2EE TR A 2 3 5200 3B MUK F 5L
p-S14315 5 DL e DvI2 iR F B i # vl # A — E 1
i, AR R S 55 (B 1C)

B’ % % (R4. RN. RN3FIRN4)H, RN il ik
SIDVI2EE FEIE A %A M, p-S14315 54 — e o,
{H10B5{5E 5 A A G sR (s iz AL s R AL s b, TR
IR A 1); RN R 5 8508 3 DV R 2T 72
5 WG I Alp-S14315 = 3 58, DL 10B5E 5 B I
55; RNAMEHR S EDVI2E ARG H48 1, 10BS
SRS E IRGS, (Hp-S143(5 5 A A B ; RATIFEAT
5 p-S143(5 5 FIDvI2 & AR BT 4w fiA, (HA
EARA K 53 (E D).

DAL B S RAE =R i e = e AR —5. N
Tt A Bk g5 R I HFBRsiRNA W] E 1) i 52 2
R, FRATTR b A 2 2 S e 1) BT A R S Ak
Z5sIRNA 7 500E, R1F 17 R &5 R (45 Rk F B
7N)o

zi b, B ATH FIsiRNAIZ 4 R IRHCT 11641 A
HHPP2 AT T 0 5E % 5 e B IR IR 0K, A T e AT TRt
DvI2E AR K- (52 m . 45 5L IR, PP2AKI16
AN R v, BY S BT AT B 51 PPP2R3C(3C).
PPP2RN3(RN3)Z # I 22 5 [ PP2AZEHCT11641 iy
HHXTDVI2 E ) 2 B RR AL TR A%
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(A) (B)
L ‘Wnt3a L Wnt3a
NC NC 2A NC NC 5A 5B 5C 5E
-S143 5
P I.d-.h —--l.lﬂl
e —— | 10B5 ~ R -
—
mg-m"lgamnmr-
0.07 0.60 1.75 0.90 1.06 0.08 052 1.13 120 1.66 1.14 186
Actin | s—————" Actin [ — - — |
(®) L Wnt3a D L Wnt3a
NC NC 3A 3B 3C NC NC RN RN3 RN4 R4
-S143 p-S143 .
o i e . “Hemm-
B
IOBS-----| 1[0 ;2 R SR —— -

=A™ I ¥ 1

Dvi2
0.03 0.68 069 143 2.56

Az B 055 5 DR A S5 6 DV B R AL B B0, B: B ¢ M 1 1 30 35 35 DR M1 5 X DVI2 B BR AL A IR, C: B 5 e 1A 44 0 366 366 [R1 Rl i ot
D2 B AL 200 D: B S35 8 19 1 5 PR A1 5 R D2 R A0 B 50 . HCT-1164H A 4373 %% 42 100 mmol/LAT %] % PP2A Y 15 V& [1siRNA
i HESIRNA, 48 hJ, 205l I X B8 26 A4 8% 97 25 (L) B Wnt3ak; 77 3 (Wnt3a) b FEZI A2 h, SR )5 2R 4N H, I Western bloth& il M 5<& 4. DvI24ifk
RBP4, 7 Sk 7 DR S U IR A0 T T R I HO 2631, B2 i 4 () B 5 SRR (P E S HILE. 10BSHLAIR B EBIR L1 10BS
FAL(S594 T595. SS9TFIT604), 15 5 Il T = bR BT AL I N o p-S143FTAR IR I BE IR AL 1S 14347 2o n=3,

A: DvI2 phosphorylation after knockdown of B family regulatory subunits; B: DvI2 phosphorylation after knockdown of B’ family regulatory subunits; C:

001 035 027 2.29 125 081

Actin [ e ——— — —|

Dvl12 phosphorylation after knockdown of B”” family regulatory subunits; D: DvI2 phosphorylation after knockdown of B” family regulatory subunits.
HCT-116 cells were transfected by PP2A regulatory subunits siRNA or control siRNA, 100 mmol/L. After 48 h, cells were treated with L conditional
medium (L) or Wnt3a conditional medium (Wnt3a) for 2 h. Then cell lysates were prepared and analyzed by Western blot. DvI2 antibody detected two
bands, and the arrow indicates the band that migrated slowly as a result of heavy phosphorylation. The number represented the ratio of the upper band
against the lower band. 10B5 antibody detected non-phosphorylated 10BS5 sites (S594, T595, S597 and T604), and therefore abated signal meant el-
evated phosphorylation. p-S143 antibody detected phosphorylated S143 site. n=3.

Ell 25DVREERLIBIEMPP2AET WEMY) ik

Fig.1 Screening of PP2A regulatory subunits involved in the regulation of de-phosphorylation of Dvi2

2.2 PP2AES AT T EMDVRREFE ML ENL SDYE oA T4 AR A%, 2RECR. SDv2E

PP2ASKT JIEA IR 1) = B2 a2 AL IR 9 I
FERSEHL IR, HAR S 3 BAT AN [F] 5 A0 B e o>,
DRI, FRATTASE I 17 3 16 18 15 MV 35 F1 ST 4 A 2 o7 A
KefSDvREHE S AL EMIE .

TEHeLad il b, B ) K8 [ myc-DvI2 32 22 5 {7
T M5 b, DAIR BCR AT BURLDIR P RUIR S TELE, L
B2 M1:1, PP2ATA T W HEBS %k B 7 45 2 oK Ok
SAT TR A% . SDvI2 LR IE R, 2CHI2D
S DVIAE 41 R A7 AE BURDIR 3L e A, AR RS
D12 76 B 2 0k 5 48 52 A (B2 AR E2B) .

B XKiEHSA SBFISEfw A 140 M i 72 i, SCHI

FIEHF, SA. SCHISD 5 DvI2 8 A 76 40 i b S 31 5
FRERLIR I e A7, I B SCHN DI 20 i A% 52 ir 1 &5
1855, SBAISEW I —E M5 D128 [ ETRLIR 3
SEARL, BARS HAh 34N A b 55 — 2 (] 2C R
2D).

B XK H3AE AL T 4 5, 3BAI3CE 7 T-4H

M5 A%, 3 R IRECIR M. 5DvIZIERIEA

B HE AL AIRAS, 1 KR 5 DV A7 AE W]
P E A (EI3AFEIZB).

B> 5% Je HRNAIRNS 3= 2 9k BOR 2 47 T 40 i
J5i, RNAFIRATE 40 Joi A4 i Rk Betk o i 5
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A: PP2AA WHBF WAL E £7; B: BRI S DVI2ILE NI, C: PP2AA WIHB K W4l i€ 7 ; D: B’ FK i 5 DvI23L E A . fEHeLa
S A S FORE, 24 I [ 4R, P G2 58 G SR IR G My e-DVI2(ZL 1) 5 i 45 FLAGHRZE (1B 5 FTB S i 1 11 T 2k (43 €00 P S0 400 o2 o7,
FADAPIFRICANEAZ (I ). n=2.

A: cell localization of B family regulatory subunits; B: co-localization of B family regulatory subunits and DvI2; C: cell localization of B’ family regu-

~

Myc-DvlI2

FLAG-2A

+FLAG-2B  +FLAG-2A

FLAG-2B

FLAG-2C
+FLAG-2C

FLAG-2D
+FLAG-2D

=

Merge

FLAG-5A
+FLAG-5A

FLAG-5B

+FLAG-5B

+FLAG-5C

FLAG-5C

FLAG-5D
+FLAG-5D

l(lum

FLAG-5E
+FLAG-5E

latory subunits; D: co-localization of B’ family regulatory subunits and DvI2. In HeLa cells, plasmids were transfected, and 24 h later, cells were fixed.
Then Myc-DvI2 (Red), B and B’ family regulatory subunits with Flag tag (Green) were detected by IF, and cell nuclei were stainned by DAPI (Blue).
n=2.
E2 PP2AIFTI I EBHB % I 40RfE (i K EH 5 DvI2 A 2 E L
Fig.2 Localization of PP2A B and B’ regulatory subunits and their co-localization with DvI2

DvI2ILRIE G, BRI A SBIARAS, VA B L PPP2RSA(5A). PPP2RSC(SC)FPPP2RSD(5D) 5 DVI2AEE B
IR A7 (EI3CHIE3D). TR BRLIR 3L 2 47, SBAISEW 5 DVI2EE I E 551
zi b, PPR2AYH I, PPP2R2C(2C). PPP2R2D(2D). WUREIR L 2 47, 2R B IX L WV 3L 5DvIEE [ v] BE A
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B)

FLAG-3A
+FLAG-3A

FLAG-3B

FLAG-3C
+FLAG-3C

+FLAG-3B

)

D)

FLAG-R4
+FLAG-R4

FLAG-RN

+FLAG-RN

FLAG-RN3

10pm

+FLAG-RN3

FLAG-RN4
+FLAG-RN4

10um

£
ks

Myc

10pm

A: PP2AH 3B S AT ML 5E f; B: B KMk S5 DVI2SL @ A0, C: PP2ATH T 3B e WAL & £r; D: B Xk 5DvI23L g o . 72
HeL a4t 4 Ju S FORE, 24 hJis [ 2 40, FH 48 5¢ 6 SEIAS T Myc-DvI2(ZL ) 5 5 A FLAGHRZIRIB ™ S M ANB ™ 5 M 1 15 37 3 (4% (2) (1 241

52 7, FIDAPTHRICANARAZ (T E2). n=2.

A: cell localization of B” family regulatory subunits; B: co-localization of B family regulatory subunits and DvI2; C: cell localization of B*” family

regulatory subunits; D: co-localization of B” family regulatory subunits and DvI2. In HeLa cells, plasmids were transfected, and 24 h later cells were

fixed. Then Myc-DvI2 (Red), B and B’ family regulatory subunits with Flag tag (Green) were detected by IF, and cell nuclei were stainned by DAPI

(Blue). n=2.

E3 PP2AMET L EB 1B R L AME LR ESDvI2E L E L
Fig.3 Localization of PP2A B” and B’ regulatory subunits and their co-localization with DvI2

HAEH, 2 5PP2AXTDVI2 R, 31 i 5 DvI2f)
ZERRA
2.3 PR2AEAT T EB RESDVREAHEEIER
N T LW HEAS TUPP2A I 4 T 5 ] S 1D vI2
(0 1R 50 4, BRATT R 4 9% JE T TE (Co-TP)BE AR 7
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(A) Input IP:FLAG
FLAG- 2A 2B 2C 2D 2A 2B 2C 2D
EYFP-DvI2 + + o+ o+ o+ + o+ 4+ o+ o+
Ani-GrP | . - -
i- —
Anti-FLAG ‘ —— ----
B) Input IP:FLAG
FLAG- 5SA 5B 5C 5D SE 5A° 5B 5C 5D 5E
EYFP-DvI2 + o+ o+ o+ o+ + + + + + + +
AP | - W .
— —
Anti-FLAG
- -
-— - o - - -
Input IP:FLAG
©
FLAG- 3A° 3B 3C 3A° 3B 3C
EYFP-DvI2 + + + + + + + +
Anti-GEP | e (-
Anti-FLAG
D) Input IP:FLAG
FLAG- RN RN3 RN4 R4 RN RN3 RN4 R4
EYFP-DvI2 + + + + + + + + + +
-— —
— -
- -—
Anti-FLAG
- —

A: PP2ATH I HE B S DVI2BIAR AR I U0; B: PP2ATR 15 IE3EB 50 5 DVI2BI A AR IS OL; C: PP2ATR 15 LB 50 5 DVI2 I TLAE H
&1L, D: PP2ATATTWAEB ™ G 5 DVI2 I A ELAE FA SO . YEHEK293THH AL A [7] i 54 S AH R HYN-3i FLAG¥I PP2 A 17 IE SE A EY FP-DvI2 AL,
30 hJE 2RI, 1 e EUTE S B i I PP2 AT 1 EZE ANDVI2RIAR ELAR HT o n=2.

A: interaction between B family regulatory subunits and Dv12; B: interaction between B’ family regulatory subunits and DvI2; C: interaction between
B” family regulatory subunits and DvI2; D: interaction between B” family regulatory subunits and DvI2. In HEK293T cells, N-terminal Flag-tag PP2A
regulatory subunits and EYEP-DvI2 plasmids were transfected. Cell lysates were prepared 30 h later, and Co-IP experiments were performed. n=2.

El4 PP2AIFTI I EAFDVI2EIHHE(EM
Fig.4 Interaction between PP2A regulatory subunits and DvI2
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