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WIRKRERERAIRER CT225 5SEFEMERFEEHEE
1EM

2E#H FARE
LA BRI Y S SR IR RIS Wi T TR E WL KD 075000

 OE: (TF] REKBFGOLT BB LIBIRA TR, K2 T%-10%49 25 B % 2 @ iR R L &
B, HRUTLOBRKEZOTRELL TR RAILFTLETEMRRN. R, LEKRDEIAFR
NFR. (B8] Thik R RIER G CT225 0B T, st —F TR AT EDF e, [F
1 E R RA GRS E G GST-CT225, A F A= EH ik M Hela @ Z & F it ik CT225 49 EAE 5T,
P A% & @ #AT oA . # ki & 8, ARl i %% 2R 7 % (Co-Immunoprecipitation, CO-IP).
B-FRH BK 3R AL 45 4% B (Glutathione S-Transferase, GST) T 4%/ 5 36 A= I 4 ol 8 A5 55 7 ik HEATIRE.
[4 %) AZ R EsHiFs, Bid TP IieiF &k & @ (Vimentin, VIM)A LS CT225 A4
R 9% G . [446]) CT225 5 Hela @/t % & & Vimentin ZABME R, BT EAEET oL L FHFmie
BRI, EE 5 R SR L.

EHEiE: WIRARBIK, CT225, GST Fia/Mx, ik, kB EEa

Chlamydia trachomatis CT22S5 interacting with vimentin from
HeLa cell

LI Xueyan JIA Tianjun’

Institute of Pathogen Biology and Immunology, Key Clinical Laboratory Diagnostics Laboratory, Hebei North
University, Zhangjiakou, Hebei 075000, China

Abstract: [Background] The unique development cycle of Chlamydia trachomatis is completed in
inclusion. About 7%—-10% genes encode membrane proteins in the inclusion. Therefore, the membrane
proteins in the inclusion may play an important role in the development and pathogenesis of Chlamydia.
However, its specific functions still need to be further studied. [Objective] In order to further understand
the function of the membrane protein CT225 in the inclusion, the association molecules were screen.
[Methods] The fusion protein GST-CT225 was first expressed. Then, the interaction molecules of CT225
were screened from the lysate of HeLa cell by affinity chromatography, and analyzed by mass
spectrometry. Finally, the candidate proteins were selected and verified by Co-immunoprecipitation,
glutathione S-transferase (GST) pull-down test and subcellular localization. [Results] Vimentin was the
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protein interacted with CT225 according to the score of mass spectrometry. [Conclusion] CT225 interacts

with vimentin in HeLa cells, suggesting that CT225 has the relationship with the cytoskeleton integrity,

membrane transport and lipid transport.

Keywords: Chlamydia trachomatis, CT225, GST pull-down test, mass spectrometry, vimentin

V) IR 4K JFAK (Chlamydia trachomatis , CT) /&
— B B N A AR B SR Y, S IR IR
LT A, EUA BRSO 2 7 R
LA R A AR S T A AE & B S5 BT, AU
PR I A S 1 = S0 REETE R, T ELAR R 4
W5 308 0 TR A DA T S 20 L PN 8 BB R FHE AR
i = B 43 A 5 2K 1 (Inclusion Membrane
Proteins, Incs)i&— 28 (i T A R AL TR AR S 1
BN R R K S S R A AR R
RE T%%—10% 1A 5L D5 201 Gt 3 AR s 26 (1 T IR
A R A S 1 AR S AR 1 2 i i b e i E A
L, s SRR . 520 1E 5 40
RHE . 2518 F2 240 G A ARSI T
P SRTTVFZS Ines BOLE 2R IhBEA Ta dE—H00F
5%, CT225 U AIESL MR ABE Y, RILHE
Y FINRE RIS GE o A SR A DT IR ER
FL 8L FL i (Glutathione  S-Transferase, GST)fl& 5
P T 38 52 36 K ot i B A% 55 AR B4R 9 8 11 o
PEATHRBE, ik — B0 S A TR A AR 1 A 2
R D IRA S A Y B AL i 25 it

1 AR5
1.1 EERFIFMNE

pGEX-6p2-CT225 H A Jiwhkr, Pt 4% &
s KB . XL1-Blue 832 25404 F11 HeLa 21
ifn, ASSEEGE {47 ; Pierce GST Protein Interaction
Pull-Down Kit, Thermo Z#]; kiR BuA7 £,
Omega A rl; /NPT Flag HiiK, Sigma-Aldrich 23
Al P Mye Bk, Cy3 pRicHILERT R 1eG $t
& FITC FRic Il 1gG $ifk . HRP pRic+
Ptk 1gG FIEHLR 1gG (HRP $1i0), Bioss 23 wl;
ANRBT CT225 HLiA, ASLIZE LR AF; bt Vimentin
Piik. DAPI Jeta i (BUARY), B3R RAEYE

ARARAF]

R P P AN MR AL, T R 2 A MR B Ay
HBRAF; Omega Lum G 2% & IGEE I KR &
4t, Aplegen 3wl; BN E RGO 3[R Ha i
55 -t AR 7B Orbitrap JFi%{, Thermo 23],
1.2 CT225 BERRmBELRFED T

iz fl EXPSY Proteomics 73T Z %5 (https://web.
expasy.org/protparam/) 73 & [ BT ) 43 120 . 2 2
R ZH NS FE A BRAL R . >R ] PRABIGERLAND
(https://npsa-prabi.ibcp.fr/cgibin/secpredsopma.pl) 7E
LA R . B TMNMM . Server

V2.0 (http://www.cbs.dtu.dk/services/ TMHMM-2.0)
IrHT s X W, iz FH SignalP (http://www.cbs.dtu.dk/

services/SignalP/) ¥l Wl fie & & H {5 5 k. iz H
EXPASY Proteomics Xl [ V5 45 F4 (— 2%
ZEAREAL) . I ProtScale (http://web.expasy.org/
protscale) s H1iZ & H 1Y i K . 1] PHP
Ty e 100 B 22 R4 T 2 BE 1 (http:/kiharalab.org/
web/index.php).
1.3 CT225 B{EH FHIMGH
1.3.1 i%H GST-CT225 EARI&I&

¥ pGEX-6p2-CT225 20 Jov ki i H ¥ TR 422 A
LB AR FE R, 37 °C. 200 r/min {Ri%5 535
16 h, filA IPTG (100 mg/mL) 10 pL iS5k,
WAERW T 4 000 r/min 2.0 30 min {4 88 EHADT
UE, N1 mL SR R R I A A
ML BRI 100 W, #E7/H 3s, [[fF4s, It
9 min), 4 000 r/min Z.0> 15 min J5 & B -
W3 EIHTE 4 °C S50 T 54N H AL Bu B ie H il
R (GST #3) W it 2.5 h, {3 PBS 2% mhiik v sk
3K, 12 000 r/min &.0 2 min, F EW, &4
BUEREZ M, 95 °C & )& 5 min, #47 SDS-
PAGE Hiik,
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132 ETEFEERR

TP VRITAW, 2 1:1 ¥ TBS iS5
Pull-Down Zf#ZE RIR A o WL 50 pL /9 GST 1
BRIZWOMA B Pierce ieAtEH, T FAE IS ) 5500
FEFPIA 400 pL BEGW, =5 BAEAY TS 154 )L
W, LIPHERRS) GST ok, BUF G+, B
OFEE TS T, 1250xg B0 1 min, B PR
5., BAEFTHY GST-CT225 &85 700 uL A
R, BTN, 4 °CHFE 2 hIFELE
& BRI . BERIERE R o T B T
Frp, 1 250xg B0 1 min, F B3, A 400 pL
PRI, WO B0y, 1 250xg 5.0 1 min,
IEEE YRS SR BERS GST SERIN AT FARLR
W, 95°C4:J@IA 5 min, 1T SDS-PAGE HLJK
1.3.3 HeLa fif8 R ERRIF&

W RE S0 20 M ] D-Hanks W 0P oe, JREHN LS
BEELOE, 500xg B0 5 min J532 i, A
1 mL TBS ZZuhil, W02 k.05 -
o M A 1 mL Pull-Down 23k 55 i
IR, S RMEEE B A, VK EE 30 min,
10 min FFE—RAE . 12 000xg 5.0 5 min B FIH 2R
EP &,

1.3.4 GST-CT225 %t HeLa A EEE L HIIEIR

BUNAA GST MG EAMBEF T, mA
HeLa 4004 3%, 4 °CFE 2 h, FFTEHEREF
f R, BUF R KE, & TRESE .,
1 250xg #.0> 1 min, 3% L&, A 400 pL YRR
WS 1 250xg 850 1 min, H4E 5%, BGHRA
GST 3k 2 EP &, AR EREGZvhif, 95 °C
& )& S min, #£4T SDS-PAGE HLJK.

1.3.5 JFRigah

(1) Aipkb

[ 2 (1 (Trypsin) Bi#ff , T GST N H/DikE 5
(Pull-Down Test)#5- %) GST 3+ il A 50 mmol/L
NH,HCO; ¥ % 200 uL, T 4 °C. 10 000 r/min
B0 5 min, FEBWE, JFEEERME 1 K. A
50 mmol/L NH4HCO; i 100 uL, JIA DTT %

HZME R 10 mmol/L, F 37 °C /KiFHiAR
4 h, A TAA #IR L2 3 ) 50 mmol/L, ##t
JZ W 40 min Jii, T 4°C. 10000 r/min 25.0> 5 min,
F2 Fif. A 50 mmol/L NH4HCO; i 200 pL,
F4°C, 10000 r/min &[> 5 min, FE L. A
100 uL 50 mmol/L NHHCO; ¥, F4¢ N fi 2 11 ity
SIEYIBE A 1:100 in ABRE FIEE, 37 °C #ih)
4 h, kSRR 1:100 DA RS, 37 °C B
N (16 hyo BEYIE BREAE A A L
T 45 °C 28 B AR AT

(2) BN AR AR &1

TiAE: 300 um i.d.x5 mm, Packed with Acclaim
PepMap RPLC C18, 5 um, 10 nm. s HrtE:
75 pm 1.d.x150 mm, Packed with Acclaim PepMap
RPLC C18, 3 um, 10 nm. #WshH A: 0.1%H
M2, 2% ACN; Jizht B: 0.1%H R, 80% ACN;
Ui : 300 nL/min; RAHEIEFEEL: 56 min,

(3) Bk st

— 2% JF % 2 B . Resolution : 70 000 ;
AGCtarget : 3e6 ; 40 ms ;
Scanrange : 350—1 800 m/z. 2%k Jiik S %L .
75 000 ; AGCtarget : 1e5 ;
60 ms ; TopN : 20 ; NCE/
steppedNCE: 27,
1.3.6 HIEFEKZER

J % R 4R B0 AR N Raw A% 2 SoE, il
Xcalibur ZKPEFTHF, IR BB PR, i
T JE IR SCHE i Maxquant (1.5.6.5) 43 1) K &R
Uniprot-Homo Sapiens (Human)#(#&/E ., 7E155 1%
EILA o, B5G0 TR s, EEXT
R VIM & 0I5 ik
1.4 CT225 BE{ERFHILETE
141 MEEZFIEHK

Pl HeLa 4Hffd RNA 4551 cDNA AR,
5 pcDNA3.1(+)His/Myc 1 pCMV-N-Flag A 1T
FA, K PCR 51t IR S 514
(# 1), Hik PCR ¥4 VIM, CT225 HIH B,

MaximumlIT

Resolution

MaximumIT .
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x1  SKEFAASM

Table 1 Primers used in the experiment

Primers

Sequence (5'—3")

VIM _[Ji#5|%) VIM upstream primer

VIM T 5|4 VIM downstream primer
CT225 #5149 CT225 upstream primer
CT225 Ri#51% CT225 downstream primer

CCG-GAATTCGG-ATGTCCACCAGGTCCGTGT (EcoR I)
TTTTCCTTTT-GCGGCCGC-TTATTCAAGGTCATCGTGATGC (Not I)
CGC-GGATCC-ATGGCTAACAACTCCTTTATTCACC (BamH I)
TTTTCCTTTT-GCGGCCGC-TTAATCCCACCCATGAAATTTAGC (Not 1)

PCR JZ WA ZR (100 pL): #if/CT ZEE 4 1-20 ng,
5xPrime STAR Buffer 20 pL , dNTP Mixture
(2.5 mmol/L) 8 pL, FERbEE . FF514(10 pmol/L)
% 4 uL, FE#IT DNA B4/ Upl) 1 L,
ddH,0 #p5% 100 L, PCR S £51F: 98 °C 5 min;
98°C 10s, 55°C30s, 72°C 10 min, 35 MEH;
72 °C 10 min, ffHBRHIENDIREREY) . T4 DNA
ARG 16 °C B . AT BORR AR 5T
BB AR IA 575 TH XL1-Blue B2 54001, 37 °C
TRFEN LB [ASE IR 5 T 38 I 0 18 PR TR % -
TR W O BORL b A7 3 fnatif, Kig iR
BIE LB IR 753 37 °C . 200 r/min 1535 16 h,
JFRCLAE YA N B R R . F R B BUAGR &k
TTRURIEREN, SEAER B A RIS TN T o

142 GBHITIELE

HeLa ZHiGFRAE LA SR, frdiiii
BEEIRF 0% HFATHEYY . Bk 36 h JFIRAESAL
P HeLa 400, ZYEA0MESS 13 000 r/min .0
10 min 15218 1 FIHIR, 4 o-Mye IREHHUIA TSR3
JEAHE SR (c-My e S ) A 2 85 (37 P R 2
B 2.5 ho 1xPBST &Mk 3 Ik, ZBRAEM.
IMASERFUY ERRZE 0, 100 °C T 4@
B 10 min, @13 Western Blot 3256 4TI HIE -

T B SEK 4 . pcDNA3.1(+)His/Myc-CT225 5
pCMV-N-Flag-VIM , & B X} 4] : pcDNA3.1(+)His/
Myc 5 pCMV-N-Flag-VIM; pcDNA3.1(+)His/Myc-
CT225; pCMV-N-Flag-VIM.,

1.43 GST THI/ATPEKLE

&L pCMV-N-Flag-VIM Jitki % HeLa il

HYLSS 36 h Rk M, FF HeLa A ISHIE AEY)

M. {81 GST Pull-Down Kit #7525, % 1.3.1
BRI AR 1 GST-CT225 [ 7E GST-isikk - 1E
HFEEEN, WEHEHED 2 h, ] 1xPBST Btk
3G BTSSR 2 h, Western Blot J5 3246l

WE Y . GST-CT225 5 pCMV-N-Flag-
VIM . [A] i % 8 B4 . GST-CT225 #H H41;
GST-f¥k; VIM JE¥HE A .

1.44 M HHRRHEELRIFZA

W it 24 LAk, Ki3F Hela i
24 fLAR, AN EEIRF] 80%. i F%E Yuik s o
o YL 3 24 FLAP ) HeLa 40, #5436 hm,
TEZ I T 4% N 2 15 min, 76 PBS HE7&4l
Hi3FH 0.1% Triton X-100 3% 10 min, iR N
10%11 2135 B 2 he 7€ PBS HVERANIEE A
— PP F % . 7E PBS WK PR, I
FHIE MUk BE M2 B 2 he 7€ PBS HFRRYE
W5, fHH DAPT Ly ) 4 Mk 4 744 5 20 min.
IR T NPT 6T R 5 4 L 2 0 B 3 B
b, WORIRAE BAEE N U T 22 IS I,
PG ph e BB AR I, JRliH Zeiss LSM K4
W VSRR IEA T A3

BB SLH4H . pcDNA3.1(+)1His/Myc-CT225 5
pCMV-N-Flag-VIM, —¥Hih%bt Myc diik. bt
Flag #itfk, —Hi A FITC FricHIEPT e 1gG Hiik
Cy3 tric AP 1gG Puik.

PEXTIRZ] . pcDNA3.1(+H)His/Myc 5 pCMV-
N-Flag-VIM , $i 1A [7] 52 5 20 ; pcDNA3.1(+)His/
Myc-CT225 5 pCMV-N-Flag, i /A [/ 5256 4 5
pcDNA3.1(+)His/Myc-CT225, —¥$i J BT CT225
ik, P VIM BTk, —Hik FITC Arid i Ehife
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IgG filk . Cy3 FricBIFEPi i 1gG Bk,

2 HZR54Mh
21 AYERERHT

L ZRERPERT CT225 HKe[N 4k (M ikFT4:
i B2 b, S5 BoRiZE A 369 LR
W, A FHh 1331 kD, HHE pl N 5.33, AN
Ci1asH1020N3690500852, ANERETREL R 34.24, Vi
WEARERE; TMH $Ueh 2, UiHE TR
HEH; D E/NT 0450 (M), Ui ILfES P
Gy EIERRIREE LK 2 oK R, R AT
PEEE AT REVE LA s 45l o-185E 58 4>
(47.54%) . JCHLIE: 36 1~(29.51%) . HEfHiEE 28 4~
(22.95%); —ZREEH B 5 8 VB LA
K'Y Sxau.2.B AR R, N 29.27%;
HZ50MEYFA R NE K, TR his
. iz, MMESTAIME
2.2 GST-CT225 EHHHI&

W R S EMZEN ik, 4 SDS-
PAGE HLUKFIZ Hyilfrse i e, 1531K/N R 39 kD
WIEEEN, SH—8 WK 1R,

RT: 0.00-57.06 oo
100 ‘

95
90 -
85
80 [
75 \
70 -
65
60 -
551
50

7.92
5.526.81

11.40

123.91

| 2!
24.11
26‘.78

Relative abundance

[FSINN N
[V ERIRVY
T

(O8]
(=]
T

26,46,
‘ 243

| 24.58,

NS I o]
S
T

0.59
1 0.84 3.60 ’

! |
I‘|. LT |||..||.
0 5 10

—_—
S L O W

il I’uh'u “II il
15

20 25

28.20

8.15

| I ‘ . "
’ | i |
||||\I|| .’ ol R MEEL R I |,||.| ’|| L LN

kD

118
65

47

36

26

20

B 1 “{kZEBH SDS-PAGE Bk

Figure 1 SDS-PAGE electrophoresis analysis of purified
proteins

e 1. CT225 4lifb#E A 5 ul; 2. CT225 4k 10 uL; M:
5T Marker

Note: 1: CT225 purified protein 5 pL; 2: CT225 purified protein
10 pL; M: Protein Marker

BRi& 3 4

SR I 2 RSO I T 2 A T 0
I 2). JRIGEE R SRR iy CT225 (Y HAR
YEFIBCARN . Alpha-actinin-4 . Keratin, Vimentin
Tubulin % (3 2).

2.3

NL:
4.88e8
Basse Peak

identification

34.99
36.16

36.64

36.98

30.51 31.98

42.54
47.00

47.05
| 147.67
i

| 37.69

| 137803965 143,00
‘

55.90
41.07, |

46.88] | 47.83 5124

43.48 14836 | o142

53.83

55

30 35 40 50

45

¢ (min)

B2 ZETREeIEE

Figure 2 Total ions chromatogram
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®2 BUEREMKEMEEBGTB)
Table 2 Top ten peptides scored

He# AR (G e JEE
Ranking Name Score Kurtosis

1 Alpha-actinin-4 323.31 69 364 000
2 Keratin, type II cytoskeletal 1 323.31 486 870 000
3 Keratin, type I cytoskeletal 9 323.31 249 980 000
4 Keratin, type I cytoskeletal 10 323.31 117 700 000
5 Vimentin 302.04 141 130 000
6 Plectin 253.32 10 942 000
7 Keratin, type I cuticular Ha3-II 215.62 20 774 000
8 Actin, cytoplasmic 2; Actin, cytoplasmic 2, N-terminally processed 197.36 371 660 000
9 Carbonyl reductase [NADPH] 1 195.66 174 880 000
10 Tubulin beta chain; Tubulin beta-2B chain; Tubulin beta-2A chain 174.04 26 250 000

A 2R 45 R f Alpha-Actinin-4 /3B S5, B
WERE(EA T (3 2), Keratin TEFIESE Brh—A N
RARFR LS A M, SRR VIM
e SRuZ R Al
24 EME&RR

P ELA% Bk peDNA3.1(+)His/Myc-CT225
£ pCMV-N-Flag-VIM 745 F [R50 2 17 91 61 7
XF EL P8 —3, R B ok R
2.5 GREHIMIEHRAIESE CT225 5 VIM #HE
1ER

KT EAE CT225 5 VIM 7E40M N A BAE
., FEGE ITIE (Co-Immunoprecipitation, CO-IP)
W, 2 BRI EYx HeLa M, Kl
NS . Western Blot i RHITE
FIREIN I 43 HIAE 13 kD A1 53 kD 4k H B T A4
() H 2500

HIER] VIM 5 Myc-CT225 $5 5PE4E & A
Y Mye WAL A, B EX A
pcDNA3.1(+)His/Myc 5 pCMV-N-Flag-VIM, Ht4%
Yusk BIC AT . pcDNA3.1(+)His/Myc-CT225 JFikiL
L AR 13 kD A HE DY pCMV-
N-Flag-VIM ik HAZ G iiE b FE VIM #iEE
FIXF IR A K/ A 53 kD, SHU—3, fEixsesk
PFF AT LAKEINE] CT225 F1 VIM AT DATE 4R P9 AH B
YEHI(E 3).

2.6 GST THI/MMERIINIE CT225 5 VIM 1R
E{EH

MK CT225 5 VIM TE40HE AP B 8 4E
M, ¥ Flag-VIM Bk HUph % Yt % HeLa 4 it 3=
KEMA, 5 221 WA RBIFREEKIEMN GST-
CT225 pl & A SL[EIFE, £ Western Blot Kl ,
7 39 kD F1 53 kD (i & A 2 4417, SH—.
WFE GST-CT225 HEMTE 39 kD {7 E3k45 HIA
H, AUIFE VIM HEAFE 53 kD U ERMGHMR

Mo PHPEXTHEZH FAE GST MERGS RICLH, S
WIARAT (B 4).
kD 1 2 3 4
e
>4

3 HRBHIUERARIE CT225 5 VIM #HE/ERA
Figure 3 Co-immunoprecipitation assay to detect the
interaction between CT225 and VIM

HE: 1: pcDNA3.1(+)His/Myc-CT225 JikidEY4H (13 kD); 2:
pcDNA3.1(+)His/Myc-CT225 5 pCMV-N-Flag-VIM Jiikr 55240
(13 kD 1 53 kD); 3: pcDNA3.1(+)His/Myc 5 pCMV-N-Flag-
VIM Bk Qe J02%); 4: VIM X HEZA(53 kD)

Note: 1: pcDNA3.1(+)His/Myc-CT225 plasmid transfection
group (13 kD); 2: pcDNA3.1(+)His/Myc-CT225 and pCMV-N-
Flag-VIM plasmids co-transfection group (13 kD and 53 kD); 3:
pcDNA3.1(+)His/Myc and pCMV-N-Flag-VIM  plasmids
co-transfection group (no stripe); 4: VIM control (53 kD)
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kD 1 2 3 4
53— Y a
39— =) -

4 GST pull-down KIEHHE CT225 5 VIM $H EEA
Figure 4 GST pull-down test to confirm the interaction
between CT225 and VIM

W 1 BEENE GST-CT225 (39 kD); 2: GST {EkExT R4
(L4 3: B¥WHEH pCMV-N-Flag-VIM #£J4(53 kD);
4: GST-CT225 5 pCMV-N-Flag-VIM 3£%;2H (39 kD #1 53 kD)
Note: 1: Purified bait protein GST-CT225 group (39 kD); 2:
Glutathione sepharose agarose control group (no stripe); 3: Prey
protein VIM group (53 kD); 4: Bait protein CT225 co-incubated
with prey protein VIM group (39 kD and 53 kD)

2.7 THEFEMFEARLIE CT225 5 VIM (g
{ER

SRtk — 25 X e e A SN B T CT225
5 VIM [fER T 4E, RilliE AE M CT225 5
VIM [a] 3 E 6, ¥ HeLa 4UfE5EYL 24 h J5, M
1 mL NERE 400, BT Flag F3T Mye Siikfis
brid, SR = EZOhRcE T, (4 FITC (%
SRt CT225 A THE, Cy3 (FFLL)X)
VIM B 1317444, DAPI (¥ {4)% DNA JLfs,

SC By 20 B peDNA3.1(+)His/Myc-CT225 5
pCMV-N-Flag-VIM ¥ Fft Jii % 3t 7% YL 4, Myc-
CT225 HH BTN, Flag-VIM HH BRLL
E e, WAL 3 NZMYES 2RO
(K 5A). % & X4 pcDNA3.1(H)His/Myc 5
pCMV-N-Flag-VIM JFiki 4%, {Uf Flag-VIM &
B E(E 5B); pcDNA3.1(+)His/Myc-CT225
5 pCMV-N-Flag Bk, {Uf Myc-CT225 & H
BREREATSE(E 50).

PR M R A R S A AN FE g
pcDNA3.1(+)His/Myc-CT225 Jit ki . 45 & B /R
Myc-CT225 HEHL P CT225 brid)n LT 78
Jt, VIM EHPZ&%H VIM Fiikbric s B gt o8
o6, ZERESENEAIOE, EY] CT225 TSN
Ik VIM S EAEH(E 6). SRR, X 4Est
5 R IR F AL IR A B 1 CT225 AT LA
A VIM AHEAE .

A Anti-Flag

Anti-Myc DAPI

Merge

+1 um

7=

Z=0 um

1 pm

Z

5 [EEGHEIEEENIE CT225 #1 VIM B K
EAL

Figure 5 The indirect immunofluorescence assay to
confirm the cellular localization between CT225 and VIM
in HeLa cells

T: A: HeLa 40l 54815 Myc-CT225 Fl Flag-VIM K820 JFikr
ey Syl R Myc R Flag FoiAss i 78 1 i CT225 (4
)R VIM (£00); B: A%t c-Myc Fl Flag-VIM fFkr 4%
Yt HeLa 40, 2351 BT Myc FIHT Flag HUAKI T c-Myc &
FI(&R )M VIM (£168); C: 4% Myc-CT225 il Flag 1) 5ik:
4L HeLa 4l 435t 4T Myc Fidit Flag Hrifnil 124
CT225 (4%(%)Fl Flag (£1.{2)

Note: A: HeLa cells were co-transfected with recombinant
plasmids encoding Myc-CT225 and Flag-VIM. The protein
CT225 (green) and VIM (red) were detected with anti-Myc and
anti-Flag antibodies, respectively; B: HeLa cells were
co-transfected with plasmids encoding c-Myc and Flag-VIM. The
protein c-Myc (green) and VIM (red) were detected with
anti-Myc and anti-Flag antibodies, respectively; C: HeLa cells
were co-transfected with plasmids encoding Myc-CT225 and

Flag. The protein CT225 (green) and Flag (red) were detected
with anti-Myc and anti-Flag antibodies, respectively
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Figure 6 The indirect immunofluorescence assay to
confirm the interaction between CT225 and VIM in HeLa
cells
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Note: HeLa were transfected with recombinant plasmids encoding

Myc-CT225; The CT225 (red) and VIM (green) were detected with
anti-CT225 and anti-VIM antibodies respectively
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