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[ B9 ] Rv3194c K G ith (1 R 450 BT A IIPDZAE S8 H , AW HE & B A FhibE R Rk
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B i K/ K35 kDa, Western blot# B, 39 °CSZIAHAY 3% F His-Rv3194c¢E & B (***P<
0.001) B Z/NTHE I (37, 38, 40 °C); ELISAZEW, 39 °CIIGZHAY Fih#E AR (HA) . FRFRIK

HZE(CS). R 1 (Collagenl) 1 & f (¥ *P<0.00 I B &/ N T HE S (37, 38, 40°C), [ 4518 ]
BEUIESE T Rv3194cHE A B FeE, Wi & i R e A% 25 M e s s A

KA S5, Rv3194cE M, SRR . MRRE R . HREEH

BN I Hh S5 A% 3 BT I (Mycobacterium
tuberculosis) FN 43 AFF R 5 | RS 9N B 2L R A 18
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density-95 (PSD-95), Drosophilia tumor suppressor
protein diskslarge-1 (DLG), the tight junction protein
zonula occludentes 1 (ZO-1)]45 a4, L4547
FRv3194cZ FLIRITH1125-193AA (BEAMEE) . A
FARAFNMAEYE, PDZEWEN G2, 25
SOl 2R, XEASEEMEEAEHEE RR T
PR, B PDZAS MR A & I H R E A
AHEAE IR 8207, G 8 B8 1 R R M i HE
AT — A2 BAERERR AT X PDZES A4 I
BT A 25 T e e M BELT 5 O RR S AR = [ A A
HAEM, DIWHAE 545, NHSCBRMRIIRT TR
fhpnge" ", PDZEHIR 2 90 Ak R 4l
B, ERSE A B RN B- AR 25 AL, P b —
K. —/P2AalBies i, ER—DEOER =4ix
[F] 1 21 B 5 TG M 2 1 1 R R C- A i 94/ U 3
1] ) BT B A ABRIR A B K 14815t mT 3R 3L
(R 25 A A AR 1) — 22 B I 2 41 (nNO S T 4
£ Vacl4lJ-GDHLD-JF¥4"™); oi# ik 5 E AL
P SEAH AR FE R R S IR — R Ak . 2R
BRI RN, TR 2 R 2 B
— i RIGYERE A, IERv3 1948 AT L4,
B2 IR R, 1M S A W RES A5 & 2k
53 F . DNALIKRNAZ", Hit, Rv3194ciE
NN PDZES Y HUR 5 B ZE M SR Ak, BB
A TLE L R Ay, AR B AT E
S5 BRI AR 15 32 DL R A R N 3
PR RGN 2R A E AR, i HL RS IR R T
i EA R T HI R R, BT ST IR YL
(AR RAS SR AR S ST R TR I R R (37
38, 39. 40 °C), WIAHRRV3194cH AT
A=Wy I RE

1 AR &

1.1 ok, FEEADNARIER
G RF R H37RvEE 4 . KB DHSa
FIBL2 VKR A 2E 3 T e LI /AT A A
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JFRipET-28all [ Novagen/A )
1.2 FEFH

DL2000 #&Marker . BRi1E N VIEENde T Fl
EcoR 1 . T4 DNA . Primer star= {8 EL [ |
HEH T YMarker . W) HFermentas/A ) ; JFURiH
oG, B Do) & FnPCR 4l Ak i) & 3 1
FOmega/yrl; /NRPLHis-tag ¥ v BEHLIARIE H
Novagen; Alexa Fluor 488Fric 1 1L 4T FRI1gGHY
D¢ P A Invitrogen/A 7] 3 AEFRET 4EFE(NCHR)
4 A Millipore/A vl 5 RIS IR . B RIR . B
FREXE 2 . Tris. WKMEIETSigma-aldrich/A Al ; i
B 5 R (HA)ELIS A7 A il if) & . IR AE &R
(CS)ELISAZ A & . 1A R 2 FAELISA /AT
AW A RSOl A RRAFE
1.3 Rv3194cZEH BT

FHITMHMM 2.085 I5 [X 0 it 55 #% ¥TRv3194C
1 (Accession: AFNS51190)#E1 715 R X i, A&
MRV3194cE &AM, 1-4MZ IR L
THEN, 527D BN T 5 I, 28-3401
IR T AN, 18 SignalP 4. 115 5 KT AR
o NS N Rey NS | P G P U R e = Uit ia
K Z 45 (Expert protein analysis system, A FRXExPASy)
T JProtparam, 43HTRv3194c (28-340AA)) 5T
2035 kDa, HRIENCBIFRv3 194K (Gene
ID:13318007)/%%1, Fiprimer 5.08&3 2 AN Y
BRIEE S, T 15924 bp (100-1023 bp). I
HF 5| FpET-28a AR VI A s 4 A, 7E51H)
LR WRRY S 4 T Nde T (CATATG, FRIZk
ib). EcoR 1 (GAATTC, TRIZkAt) BvIfis, 5l
YIre AT (51906 5 1 A R AR BR S w5
): F:5-CATATGCCCGGCCCAACGTTC-3';
R: 5'-GAATTCCTAGCAGCTCGGCGTC-3',

1.4 Rv3194cI7afE

Rv3194cHEH F BARYPCRY AR ZR(50 pL): 45
BT E H37RvIE I ZHDNA 1 uL (100 ng DNA),
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Primer star Max DNA polymerose 25 pL; 10 umol/L
EFWSI#41 uL; ddH,0 22 uL, PCRY M B%L
J: 94°C 5min; 94°C30s, 57°C30s, 72°C
1 min, 35ME¥F; 72 °C 10 min, PCRY H45E i
o, E R W PCR 7™ 4 4l Ak 3 57 & k47 4l
1t FHBR I NI EENde T FlEcoR 1 XtpET-28a%;
TRFIRY3 1943 Y 34 i Be b AT WU, Rv3194c
FEIH R B XU VIR 2250 pL): Rv3194cKE M 7B
25uL, Ndel 2.5uL, EcoR 1 2.5uL, 10xZ% Mk
5uL, ddH,O 15 pL. pET-28a#k A& X A4 %
(20 uL): pET-28a 6 uL, Ndel 1.0 uL, EcoR 1
1.0 uL, 10xZE k2 pL, ddH,0 10 uL, 37 °C/K
TRREYILS h, 1% BRI HL UK DS A R
K Rv3194cFE R BN Bk pET-28a, pET28a-
Rv3194c B TR EHAAR (0 uL): BYIS Rv3194c
FERFBL 6 uL, pET-28azfi& 1 uL, T4 DNAZ
fiti 1 pL, L1 pl, ddH,0 1 pL, 16 °CiE
IR . BAIpET-28a-Rv3194cFokiny#54k: 100 pL
DHS B2 S 4N A 10 pLiE =4, vk b
B30 min; FFEHUELA42 °CKIFTIEL60 s,
FRAEVK LKA 2 min; W4 HOMA800 pL 37 °CHil
HAYLPILBREFR L, 37 °C/KIA1 h, 430 minfi
175 12000 r/ming5.02 min, s KRR 77
W, FARAI100 LI FRMKG DIVE SR, KR
BRI S IR AR EK BT LB-Al [, 37 °C
BB ISR, 1624 hal WA A% . WP b
PRI e R R T R BIK BT LBRE R, 37°C
WRIEFR G, TR 4 Ha ) 6 B R 20 R
2 pET-28a-Rv31 9450k i XUREELTT 2 WA 22 (20 L) »
A JFEARL 10 uL, Ndel 1.0 uL, EcoR T 1.0 pL,
10xZ k2 pL, ddH,O 6 puL, 37 °C/Ki#52.0 h,
TR WEEE I L UK S5 7 i) 25
1.5 His-Rv3194cRl A EHNTE

BRI Y 58 4 IE R K B 4H pET-28a-Rv3 1 94c A%
TR R AL RIBL2 URZ S 40l rh, IR FK Ptk
LB AR-M b, 37 °Cid il o7 ; PRBUA TSI

KIGHFFEAEFIF]S mL LB (50 pg/mL K)RIAREFE
e, 37 CCHRG IR AR FR I TR R IR
1:200 He 5] 32: Fh 2 & A K B ELBIR A 8 35 5
SRIG37 °CHR 1 F53E 2 0D [E0.6-0.8 5 RHE N
AIPTG (& HeJE J1 mmol/L), HEIKIRELE23 °C,
PRIF 180 r/min. IPTGZYKE K1 mmol/LAc1F Tif
512 h; BE.0HL10000 r/min, BS05 mins WEEH
A 20 W 30 5E FH 4 ©CHlY? # 2 % (20 mmol/L Tris-
HCI, 150 mmol/L&fk4H. 10%H . pH 8.0)&7F
FR(1 LE W80 mL), Fuk/AKIR&Y hitfrH
PR RE(400 W, £F5 s, [EPES s, $£30 min),
17 200 HELRE 18 i A TR0 0 32 AT LSRRG A, SRS
1E4 °CZ1FF 10000 r/mini.L> 15 min, Y4 FiE
W, TR RO A5 L3, 784 °C
T i g e A TAL B NI-NTA BRSO A Bk, il
HARE)ENHE, O3S, Eidsel i
FHF- 1% (20 mmol/L Tris-HCI, 500 mmol/L& fk
B, 50 mmol/LBKIE | 10% HiHipH 8.0) ik — 4k
R, DAnpdsd o defe g s, PRt
Za3 R HBE RS 11100 mLEEZHK (20 mmol/L
Tris-HCI, 500 mmol/L&Afk4H. 1% OB-2., 80 mmol/L
KM . 10% H-ih pH 8.0) sk iEid 2 I AINI-NTABY
JEBEA A ; S mLPEB# (20 mmol/L Tris-
HCI, 150 mmol/L#& L. 5% H . 200 mmol/L
WK . pH 7.4)BER I IS DR AR J5 430 kDa
VRS 221 mL. HBERCITUE)EMT: B Superdex
2001 LA FIAKTAE A4 1, FH0.22 um
B IE AR g 1 9 2% v (20 mmol/L Tris pH 7.5)F
M AR WS AR IR IR S e B R AR S A T
L, Ry, R N0.5 mL/min; IEEA
[ ] Py 2k 00y, B ICSE L mL, Jf#F47SDS-
PAGE, %/ BaifbaiR .
1.6 His-Rv3194c -5 HH I Western-blot43 47
B g ) 2T IS i His-Rv3 194c Bl 4 8 A 7EF T
SDS-PAGESIT,  J3 15 J5E FH Ve 247 I 1) VA B 4 ) i
10% 5%, HEHAIEE 2S5 mA S/ T R kiEfT
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Wi, HEASTERIGTEHZEERI20 V, [FREE
F8 7R RN B2 GRS 7 RS R F Uk, SR 40 B e
TSR £ - EE(NC) 40 A % 78 2% 0P (39 mmol/L
H4& W2 . 48 mmol/L Tris-HCI, 20% HFE . 0.037%
SDS)#Zif115 min; HZMFHIIELT. . NCES
OCBEST, REEE TR AN L, R, 5l
HLJR15 V, $£E130 min; $%180.1 mL/em™ i A 4]
W[50 mmol/L Tris-HCI1 (pH 7.5), 150 mmol/L
NaCl, 5% BEIEWIHS . 0.02% NaN;] & T3 B A/
Fpklash, SEEFE S A2 h; AIPBST (0.01 mol/L
PBS, pH 7.4, 0.05% Tween20)7EFEIR e, 4t
BE3W, K10 min; FHTHIsHRZEHE L EREST
{355 DAL 42 L2 200000 LBl RR B, SRJF 37 °C
BEE1 h; BUBNCEESER 7R I Alexa Fluor
80048 IC 1Y L Pt MI1gG Y%t —Hi FHPBSTLI
11000074 L FIAR RS, 37 °CHFE1 h; BURNCHEE
BT L, L, SR RS R GRS
1.7 His-Rv3194c EHSEHRER(HA). HERIK
B R (CS)WHEER

#4100 pLAYHis-Rv3194cE (2 mg/mL)%3 5
JAF]400 pLAYHA S W 2% w4 2 (2.5 mmol/L HA,
20 mmol/L Tris-HCI, 150 mmol/L NaCl, 1 mmol/L
DTT, pH 7.4)F1400 pLiCS ) 52 ik £ (4.0
mmol/L CS, 20 mmol/L Tris-HCI, 150 mmol/L
NaCl, 1 mmol/L DTT, pH 7.4); BHM:X BT
HAS5HA. CSHEAEHMAGHEITGAPDH (2
mg/mL)(His-GAPDH) 100 pL43 5 il A $]400 uL
HA S 2% A 22 F1400 pLEICSIUW AR . it
YA AT BRZH 43 AIHE37 . 38, 39, 40 °CHEE 16 h,
SRJ510000 r/min5.03 min, 4391 Ei520 pLit
1T Western blot/r#7 I iE ' His-Rv3 194cH H &,
ELISA 53T L3 i R 1 25 s A TR ) 2
1.8 His-Rv3194c ZEH 51 A H (Collagen I)
AEAEH

#4100 pLAYHis-Rv3194cE H (2 mg/mL) |
400 pL AT B IR AR 11 (2 mg/mL) e v 8% vp ik 3R
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(100 mmol/L NaAC, 2.5 mmol/L DTT, pH 5.5);
BH X B 20 FH B A 5 Collagen TFH B AE FHAOAL&
EFIGAPDH (2 mg/mL)(His-GAPDH)100 pLJill A
#1400 puL[¥Collagen U i & ik R, 564 Al
X REZH M I7E37 . 38, 39, 40 °CiFH20 h, ARJ5
10000 r/min®.0>3 min, 4 HHL L3520 pLififs
Western blotZr#7 L ¥ ' His-Rv3194c 8 H i,
ELISAZMT F38 IR I 1 A o
1.9 Gt

i HISPSSER A XA S0 B H i AT 5 22 53 Fi -
DK, *P<0.05NZEFRE, **P<0.005 N2 5F
W2 % . HImagine JE4 %€ 753 H1 Western blot/#]

o

2 HERAAH

2.1 Rv3194cEFHFIPCRY™HY B 35 41 ki DU
PI%E

PAGE AT AR H3 7RvEL [ ZH DNA FIpET28a-
RVBD 3194cH 2 Fuki Mt , HIPCRAF 5P 4
Rv3194cHEH G, 21 %3 Wi EE I H vk kel i
S ILAHE ) B A B (924 bp) K/ T — 2 (&
1), 3RS HE 4 FkipET28a-Rv3194c % Nde 1 il
EcoR | WEFYI4EE , KIBFVISRA S B B 400 1Y
KNV, EI A ok A A (A 2),
2.2 His-Rv3194cEHFEIA . 4ifk5Western blot
K5

PG HEF 0 TR pET28a-Rv3 194/ AN KRG
PBL21F AR, DIZSHKRE T mmol/L IPTGF23 °C
KT A2 h, WERBOFEABRS, 184 °C
T H SR I 2 T FAON-NTA B A B,
VEZRBEZR 5, 3 311200 mmol/LF1500 mmol/L
DKM G, WA DR OT ik 4 . SDS-PAGEH
VKAIL, FHE 200 mmol/LIBKIME 1R (20 mmol/L
Tris-HCL. 150 mmolV/L &AM . 5% . 200 mmol/L
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DRI . pH 7.4) A 3R — K4 R . 2935 kDal
FEHKOLE 3), STIAEAMNKMITE. At
— e HRBWEARSNEHWER, NH
Western blotFi A, DL ERBTHishR25 # v BEPT AR
HEAMRBEN, KPULE3S kDadb A — 4k i i
&t , Mz AR RRC LA, ki —
T RV3194cEE IR AT FRIR(E 4),
2.3 His-Rv3194cEH5FEHRMHA). HBRK
BECS)SIEKREH (Collagen HHAHEAEH
His-Rv3194c# 45 5B R (HA) . HilfiR
M 1 2

bp
2000

1000
750 <—924 bp

500

250
100

1. PCRY 8 Rv3194c EE K =4

Figure 1. Production of Rv37/94c gene amplified by
PCR. M: DL2000 DNA marker; lane 1. Rv3194c gene
was amplified from genomic DNA of H37Rv by PCR;
lane 2: Rv3194c gene was amplified from recombinant
plasmid pET28a-Rv3194c by PCR.

M 1 2

& 2. ELHRKIpET28a-Rv3194cHINEGLI L E

Figure 2. Identification of recombinant plasmid
pET28a-Rv3194¢ double digested with Nde I and
EcoR I . M: DL2000 DNA marker; lane 1-2: products
from recombinant plasmid pET28a-Rv3794¢ double
digested with Nde I and EcoR I .

S

R (CS)L IR i I 4% FH (CollagenI) 73 H117E39

A T T 6 WG B BLERTOE, M ERE
(37, 38, 40 °C) LyE AR ML RTIVE, 40
B0 hfF 2k N, #RJ510000 r/min, &

kDa M 1 2

130—

100-

70—

55—

45—
35—.-'<~35kDa
PR

5 —

1 () ——

[ 3. SDS-PAGEZ #r4f (L /5 B[R 3A ™ I His-
Rv3194cEH

Figure 3. Purified analysis of His-Rv3194c protein
expressed in prokaryotic system by SDS-PAGE. M:
prestained protein marker; lane 1: His-Rv3194c protein
expressed in prokaryotic system was purified by 500 mmol/L
imidazole; lane 2: His-Rv3194c protein expressed in
prokaryotic system was purified by 200 mmol/L
imidazole.

kDa M | 2
100 7= |
70- o»

55— @
40— =
35— @ —
25-

«—35 kDa

1518

4. Fh&ZEBHis-Rv3194cHWestern blot53 4

Figure 4. Analysis of fusion protein His-Rv3194c by
Western blot. M: prestained protein marker; lane 1:
product induced by recombinant plasmid pET28a-
Rv3194c was identified by Western blot; lane 2: product
induced by empty vector pET28a was identified by
Western blot.
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033 min, W FIEWHAITE =M. M Western TWEHBT7. 38, 40 °C) LI £ 5 I &
blot4 BT ELE 5-A. B, C), 39 °CIHF&E (***P<0.001), LiRZ5HREM, His-Rv3194ciiH
4 b3 His-Rv3194c B R S HEmEHG37. UABNSEWARIRHA) . R R(CS)LL LI

VAN

38, 40 °C) AL 2 b B 2 (++#P<0.001); PIpExt MR H(Collagen HHIEAG & IFILIHTIRE Tk,
T4 3£ O AN S HAZE A I GAPDHRL & & A

(His-GAPDH)ZEA R ELH(37. 38, 39, 40 °C) 3 Wik

FLRE, KA 4 His-GAPDHEE H ¥R i LER T BOFF I (Mycobacterium tuberculosis)
HAAL, NMHERRHIstR 2 A IERE AR S S0 N Jeu e, Somtt S mE A X%, H
ELISAZE AR E, 39 °CFHE A L AYHA TG R S S5 B T AR 18 40 M i —
(¥l 6-A). CS (¥l 6-B)LA K Collagenl (Bl 6-C)5H:  ZERyWia. Rkl R AT S854% 0 BT @ 518 F 4

° ° ° ° His-Rv3194c+HA (Ratio to His-Rv3194c
(A) Incubated at 37°C 38°C 39°C 40°C 1.50 & HisRv (Ratio to HisRv: )

255 | 8 His-GAPDH+HA (Ratio to His-GAPDH)
His-RV3194ctHA | e s -_— 5 1'00 I
= 1.
His-Rv3194 £ 075
1S V. C | ~~—— %)050 |
His-GAPDH+HA = g.(z)g | : .
His-GAPDH — ' 37 38 39 40
7/°C
(B) 37°C 38°C 39°C 40°C > 150 , EHisRV31940+CS (Ratio to His-Rv3194c)
Incubated at Z |55 [ BHis GAPDHACS (Rato o His GAPDH)
HiS-RV3194cHCS | e — = = 100 e
2075
His—Rv3194c | e s s— ED 0.50
025
His-GAPDH+CS | e < e " 0.00 LIZLES :
, 37 038 39 40
HIS_GAPDH e e mm—" — T/OC
©  pewbatedat o7 C 38°C 39°C 40°C 1.50 @ His-Rv3194c+Collagen I (Ratio to His-Rv3194c)
1251 mIrI]stA*I:]*)HwLCoﬂagen I (Ratio to His-GAPDH)
His-Rv3194cHCollagen T | s ss—s" — §z 1.00 -
—8 .
< 075
His-Rv3194c¢ £ 0.50 |
on
2025}
His-GAPDHHCollagen | |SGc_eee: s s sm— 0.00
His—-GAPDH B e T/°C

& 5. E&F His-Rv3194cE B I Western blotiE £ 7347
Figure 5. Quantitative analysis of His-Rv3194c protein in supernatant by Western blot 20 h after His-Rv3194c¢
protein separately incubation with HA (A), CS (B) and Collagen I (C) at the different temperature (37, 38, 39, 40 °C),
His-Rv3194c protein in supernatant was detected by Western blot; analysis of Western blot indicated that His-

Rv3194c protein in supernatant of 39 °C experimental group was significantly less than that of other experimental
groups (***P<0.001).

actamicro@im.ac.cn



BRESE | MUEYZEAR, 2016, 56(12)

1853

(A) His-Rv3194¢+HA

2000 ; B His GAPDH+HA

1/°C

©
EA His—Rv3194c¢+Collagen [
32500 1 His"GAPDH+Collagen I
(\a ke
on
2
= 1500
5
E
°
L
Q

®) B3 His-Rv3194¢+CS
2000 + BB His-GAPDI+CS

ek ek

17°C

& 6. LiEHSTBIELISAEE 7
Figure 6. Quantitative analysis of component in supernatant by ELISA 20 h after His-Rv3194c protein separately
incubation with HA, CS and Collagen I at the different temperature (37, 38, 39, 40 °C), HA, CS and Collagen I in
supernatant were quantified by ELISA; analysis of ELISA indicated that HA (A), CS (B) and Collagen I (C) in
supernatant of 39 °C experimental group were significantly less than that of other experimental groups (***P<0.001).

Data in A, B and C are the meanzs.d. of triplicate samples.

HL AN R (EMC) R fiE AL &, FE85 8 AT
PR R | R 200 g B HG ) e 2R R 4
VERM, AR5 LI pET28a W #k4K, Rv3194cH:H
L PCRY )5, HNde I FlEcoR T XY, 4%
J s H SRR R R pET28a kM4 |, Moty T
EA 6xHishpZ 5 H B B4 T RipET28a-Rv3194c,
X FH e S, ZBEIrings/h, a8
AT, Xk 5 B HE 1 B2 [ 45 04 Fn i 1
DIfersemiEs N, AR TIRLLAMR TAE, 15
T () E A R AR IR T EBL2 1 i TR,
33 T His-Rv3194cE H W= R, (HHTHEA
ZRUALRAR L AF e, B TP M
AN, B IR SAEIPTGAYR 4 1 mmol/L
BRI CAHT, BF12h, AP E
PE LR UF O His-Rv3194cEE H, AR EEHIE Y
aifb AU RERFIT 2958 T 3EAE o 25 A0 BOAT B bR o

¥kMycobacterium tuberculosis H37Rv T & fith )
Rv3194cfHE H 5Mycobacterium tuberculosis
CDCISSIRR(AIR) . BERTERBCGEZ N H A
100% 9 [RIIEIE . S5 ATREERT R, TEZS AT A
518 LA RS AFRTE TS FARN Y Hod R b &k
FE AR, T H AR T A R T I RE K
R T AAR S A A AR TR TR I R AR R
(37. 38, 39. 40 °C), #RFERv3194cH HIritT
AITIRENTTE . SEREERII, 1ERAN39 °CRAF TR
His-Rv3194cti H /05 5 E W FR . BRARACH R A
TR e it 2 1 e [ 0 3 9 v A R e i 2R R T
e, FWIRvV3194cH H A MEANBEAT LS RS 22 1 A
THY R 5 A8 A AR T 45 5 — 8, 2020 4 iy
Rv3194cH H AN BLRA RN R AF L. AL E
WHESE TRv3194cEH SEW IR . MRICE R
AR S AR AR, W RES N B R B4 %
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G RR A WP FIBIR3 194c A
BT B R R Rv3194cEH S5k £ b
(HA, CSYMEAEM=AMERTIE, BES
PDZE5H LSS GA Z a5 EERv3194c8E 11 H &
FERAM A ZARDIE, AfRF T — P05,
HXTRV3194cHE H IR AR T 075 2k 1T
Rv3194ciE 145 G, i —2 TRk
AR

2 % X
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Expression, purification and characterization of Rv3194c¢ protein
from Mycobacterium tuberculosis
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Abstract: [Objective] PDZ [Post-synaptic density-95 (PSD-95), Drosophilia tumor suppressor protein diskslarge-1
(DLG), the tight junction protein zonula occludentes 1 (ZO-1)] signal protein was encoded by Rv394c gene from
Mycobacterium tuberculosis, and its ability to adhere M. tuberculosis was studied. [Methods] Rv3194c protein was
expressed in prokaryotic system. Rv3194c protein was separately incubated with hyaluronic acid, chondroitin sulfate
and collagen I overnight at different temperature (37, 38, 39, 40 °C). Then component changes of culture supernatant
were tested by Western blot and ELISA. [Result] Western blot showed that Rv3194c protein expressed in prokaryotic
system, with a molecular weight of about 35 kDa, was mainly in soluble form. Western blot showed that His-Rv3194c
protein in supernatant of 39 °C experimental group was significantly less than that of other experimental groups (37,
38, 40 °C)(***P<0.001). ELISA showed that hyaluronic acid, chondroitin sulfate and collagen I in supernatant of 39
°C experimental group was significantly less than that of other experimental groups (37, 38, 40 °C)(***P<0.001).
[Conclusion] For the first time it was affirmed that Rv3194c protein with detected activity of adhesions in this study

will be targeted to the development of the new anti-M. tuberculosis drug.

Keywords: Mycobacterium tuberculosis, Rv3194c protein, hyaluronic acid, chondroitin sulfate, collagen I
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