% 39 %% 5 ¥ B A A& 2011 49 A
Vol.39 No.5 Journal of Medical Science in Central South China Sep. 2011

Cpn0585 B H 19 % 16 P Be L i A2 Wi 9 26 VE
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Preliminary Evaluation of Immunocompetence and Serological
Diagnosis of Cpn0585 Protein

LI Bo,LIU Liang-zhuan,LIU Lei,et al
(The Third Affiliated Hospital , University of South China ,Hengyang ,Hunan 421001, China)

Abstract: Objective To clone and express the Cpn0585 gene from Chlamydophila pneumonia e. and then evaluate
the clinical value of the recombinant protein in serodiagnosis. Methods The pGEX-6p-2/Cpn0585 recombinant plasmid
was contructed ,and then expression of recombinant protein was induced. The expressed recombinant protein was identified
by SDS-PAGE. BALB/¢ rats were immunized with the purified proteinjindirect ELISA was applied to measuring its immu-
nogenicity ; and its immunoreactivity was analyzed by reacting with Cpn-specific IgG antibody in sera. Cpn IgG and
Chlamydozoa trachomatis positive sera were detected with indirect ELISA.  Results The recombinant protein with relative
molecular weight about 95 kDa was expressed and purified effectively. Western blot analysis proved that the recombinant
protein could react with human anti Cpn IgG specifically. The titer of the specific IgG antibodies in the immuned BALB/c
rats was above 1: 12 800. The compliance rate between the indirect ELISA test and SeroCP™ IgG ELISA kits tol04 patients
sera were 98.3% . Conclusion The expressed recombinant protein of Cpn0585 from Cpn shows excellent irnmunoc-om-
petence. It is suitable for preparation of serodiagnostic EIISA reagent for Cpn infection.
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Cpn K2 5 ki A i sr 207 59 Ji
SrES YRS PCRMIG2AIZW 5 . T Cpn ™48
YRR PN A A TERE IR L R v B 2 AN Y e T
FPHPEZR TR, 2 TR R 5 10 A SRR Fp L0
WO FRIEANTE B AE N H M2 W, PCR H AR AU
Lol N B ERA 1 HICARE T 5, AS [RRG 7 58
G PR PG SRR 22 e | DR LA I AR 3k
e s MIF F5 2298 i AR A5 FR IR I 4 s ELISA 1545
VTR PR A R P 5E {500 2 LM ) 152 285 5 AT i
A TN IR b 4

Cpn ALIAPR RS EE (R A R AT K i 3235 8 or
T Cpn AR AT, & — A BRI
Jt: T ELAR A AR Sl i 04 S RGBT
5B, Cpn0585 i Cpn & I i T AL A 7
Cpn JEHe L3l v DUAS I3 F 2 11 i Pt
A XA Cpn FE R BE R ST, 5 HC A 2 0 25 B ] 4k
KUY R IR R Cpn K0 | OB 4 v AB0URR BE %
S, SOnT DAk A JRUA 22 8] ) 58 U 5 TR [
HNE TR XA FTE Cpn JBG2 WY R BT
S ASHIFSE ST T Cpn0585 Haie 1 1k, 45 T H7E
Cpn BRI Wr R A

I AR %

1.1 ##

1.1.1 ## .84  Cpn AR39 ¥k pGEX-6p-2 # ik
B AR 2 S 2 5 TR AT

1.1.2 £&&XA 5% REEN IR  DNA
R4 NEB A7) DNA ARt & AR bR N &R
TN ] GST SiAbA IR A F Merk ; HEH: BALB/c
/NI H AR K22 5038 Cpn AR39 Z 5 BRI
F abcam ; SeroCP™ IgG ELISA 4T Savyon Diagnos-
tics 2N o

113 AR FHA 104 B ILTEH AL T 2008
1 HE 2010 422 A3k T B g e K2 s
55 = BEBE T IR ) F I G JER G B 536 Bl VD IR AR
K ( C. trachomatis, Ct) FHP: I %5 R 5 T 1 18 K 27 [t
JE& 5 = BEBE I B WA AR Cpn B4 Y11 R A 52
B =R A UL

1.2 Hi&

1.2.1 B4 &E H AR pGEX-6p-2/Cpn0585 #9 #131&
5 %% M GenBank H1#if] Cpn0585 1A 751,

Beit PCR 51491, P1 J¥451°8 5 CGC GGA TCC ATG
GCA ACA CCC GCT CAA AAA T 3",P2 F5I K 5’
TTTTCCTTTT GCGGCCGC TTA TCC TTG TTG AAA
TTG CTC TTG 3', 43551 A BamHI F1 Notl i 7] fii
M, PCR £1409:94°C 5min TAETE,94°C 30 5,55°C
45 $,72°C 2 min, fF¥ 30 K, 72°C #EH 10 min £ |-
NG, P2 1. 0% SN B e 1 F Uk 3 A, 2lifb )5 o
%3] pGEX-6p-2 I, H 2 Jii fi pGEX-6p-2/Cpn0585
FEAE A E. coli BL21 1,28 PCR fifi & , WUEELI A0l Jy
(2RI Invitrogen 2w ) S 78, i 6 PHM: TE ke
1.2.2 4% 8 GST-Cpn0585 # K ik st %
B (T AR ) ik gy ik, H IPTG i
SRR EHE A GST-Cpn0585 , I A Ak 6 3k &
P FRIR AT IEE R A, SR GST Zhifb i g%
VBB #4741k, 10% SDS-PAGE 43 H 85 1 i 4 2
IRE A AL  TERZ TR A o A DU 38 1 ik
i, 4tk GST-Cpn0585 J] Cpn AR39 £ Fifhiik
TP IR A E
1.2.3 4%k WUt EARALERT 2
SR T S g 6 NS T G PE BALB/c /D R
(W B R R B Wyl ) |, R 3557 GST S yie 4 ik
J R S X R 2 K s (A R AL, 5 — IR g,
150 wg/ H, 540 Qo8 24k 0 5t FLAL S, X/
R TS, UG 1S REAHSEHEN
75 wePPL RN FCAS 58 A AR R s S e 3 IR, Rk
g 7 K e HI HE 8 Jik R ., 43 15 -4 £k 1L 75 , ELISA
A I G ML I P BTARRLAY
1.2.4 Cpn IgG #skteml  LUEAEH/EN ELISA
AL T BRUOR I 1M 35 P Cpn 1gG T4, 4lifk GST-
Cpn0585 i ZH i 11 FH ik IR #h 2% vp W T B, %
100 pe/FLALHEEFARAR , 237 (] #% ELISA 754 104
Dy 36 £8 19 L3S ) Cpn 1gG PR, I 57
GST B B 25 (% B, o A T 1R DU 2 L Ase 1E
> B FE A BE A 75 W) A B 95 Savyon Di-
agnostics 2> Al SeroCP™ 1gG ELISA 2 Wi 7] & i) 46
M2 VAT HLE, w125 BR05F Cpn0585 £ Cpn [T
W N HANME.
1.2.5 5t LR miXE 435020 GST-Cpn0585
SR ST ) ELISA 74 A H A E bR i B Se-
roCP TM ELISA R db i) & A7 400 36 44 Ct FH:
M3, angs 5 PHERRACZ kS Gt A8 X R
IV 3 75 I JE3E SR
1.2.6 THEMHESZTERE  a] FEMRE AR
U ELISA G2 AG I [R]— 13 K8 35 I T% R o, i UK
0y 12 FL, 43 3 AU A2 AR 5 A (B AL A] A8 5 R 4K
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(CV) DIHESEHEE] CV 343 3 RAGIN 4 KA N CV
PIHEAEE AL v, FoE PR 8 ELISA X7
34 4, BB 4°C ,37°C U, S 3 K [al
R AELHAL ] CV I3 3F 4t E v,

2 % R

2.1 BERFEHI pCEX-6p-2/ Cpn058s BIHiE 5L E

FEAFRLAY PCR =125 1% Bilg B ik, 162y
1950 bpfo & WL—W & 25407, K/N S HUERF & . &
i) R0 > 6 2 UE BA A R 41 SR TP oA A B A
Cpn0585 (K1),

15 000
5000

2500

1 000

250

1 pGEX-6p-2/Cpn0585 B4 RHIHI PCR SEEYIEE
M: DNA Marker DL15000; 1. pGEX-6p-2 vector; 2: pGEX-6p-2/
Cpn0585 recombinant plasmid; 3: pGEX-6p-2/0585 digested by
BamH I and Not 134 : PCR product of recombinant plasmid , pGEX-6p-
2/Cpn0585

2.2 EHAEB GST-Cpn0585 MLk 5L E

i GST alifb M RE2ifb 8 1, n] 375 95 kDa 72
AR — H A0, I EE AT S T L S
Cpn AR39 Z 5 Bt Fir U], i 25 1, 7 25 R i 1
2 PR AR AF A B AR BN A (T 2)

1 2 3 4

B2 pGEX6p-2/ Cpn0585 B Western blot S£E LR
1 :induced BL21 with pGEX-6p-2/Cpn0585 ;2 :induced BL21 ;
3 :induced BL21 with pGEX-6p-2;4 :purified GST-Cpn0585
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2.3 ERAEAREBEEMEST

FHTEN 4 ELISA A Bt 7 by S0 1eG Pk
R 35 1512 800, 45 [ 2H B Xk HEZH A A A H A 5
PERUR (£ 1),

R 1 ELISA ;5% BALB/c /NR REMFE R R I
T

2851 ke L7 TG PR M
GST-Cpn 0585 441 6 =1:12 800
GST fsig 6 —
PRI B xR 6 —
25 R IR 6 —

2.4 BERAEAREMNFEFSEHS K

2.4.1 Cpn IgG MR GST-Cpn0585 Kt plibit
JB 5 L8, 5] Savyon Diagnostics N ] SeroCP™ IeG
ELISA 2 Wil & A I 25 kA7 g (2 2) , &
X Kg, P <0.05, 2554 B EM, H GST-Cpn058
R e S 98. 8% , REKE N 93. 5% , 754 %
59 98.3% .

F2 EHEH ELISA 0 SeroCP™ IgG S HHE FI &M 45 R
A

Cpn0585
SeroCP™ 71 & R
FH: AP &it
P 29 5 34
B 4 66 70
it 33 71 104

2.4.2 5 Ct¥IR IR mKE  ELISA Z2WhkH &
SEATHE I 36 1y Cpn —/Ct + TG FHMES % I,
GST-Cpn0585 A 1 M4 FHYE: , BHEZE 2. 8% , Sero CP
PSS B E, IR 13.9% , & i x°
=3.84,P<0.05,

2.4.3 EMEHLERE 43 AR
RS RB(CV) N 5.46% , 4 3 KK H 44
HEPT CV 4 6.78% 3 Xof FLat AT Re e PRI | Al i1 ~F-
P CV R 5. 63% , 1% 7 2 HoA B i n] S A
N,

3 3t w

Cpn EZ G AJEHY A FhIFI R GHA , i n]
GO IR | Sl R B AL 55 2 Tt e | B 2



JHME TR 7 1 I 0, X N I A B A4 i A A 1) J
Ot AT L, S E B 2 KT Cpn SR, K
AR E R Cpn W48 FIT0 BT I &0 i kA B A
HEEEN, HarENANE A Con KI5 HIE X
R A & bR 2R R 2 85 (LPs) Al MOMP
EH AW, HRES Co YR KR AR
( Chlamydia Psittaci, Cps ) 3 — & R 38 X,
SRR H AT Cpn BOMERS 3%, HF & ARG R A
A& B 5, MRS T EAT8 Z R . i
T ELISA V585 ThrifEAk , 76 B brASOH ] 38 4 T 32
B 5 BRI, BT Lk, AR E T
pGEX-6p-2/Cpn0585 T 41 it %, H LA il % GST-
Cpn0585 £ HT Ji, # 37 ELISA &4 i1 ¥ Cpn
IgG, LH T Cpn0585 H A4t It A7) S b S I
PR, GDURERGETH/Ar, PR 7 00 T Bk
PR A4S I e FE A A R, AR & R A 5, v B
Cpn0585 FLA LI ML

#7LL GST-Cpn0585 T 41 2 1 b A 9 Hi i i
)42 ELISA J5 %, 3 L) SeroCP™ IgG ELISA £ izt
AR IR % 104 45y T T8 B % 9 A i i 647
SEATREIN , LA ZE SRS & B, ELISA k52 Bk &
R L F5 AR AR ()45 S 97. 5% . RAKE R 90. 7% |
TFERA 96. T% Ko Fok i 9 PHM: 3 45. 3% , 11
Grayston AEIOTHGE Y 48R 20 % LA A LT 4B
ZHN 1k Cpn ARG, AHE I3 PO A4 BH M 22 0] 3k
50% ~70% ik, 7| A2 3 Ffr FH P4 258 O 0K 1) Dt 1R 224 22
J5 %5 % A0 Cpn JB YL AETE G 22710 PR DB vE 22 55
SCE R R s e R R

i A GST-Cpn0585 Al g b J5 i [A] 4% ELISA
J5 221 SeroCP™ ) € [RI ARSI Co BH P L35 , ()42
ELISA J 0 34 H 1(1/36 Cpn0585) \5(5/36 Se-
roCP™ ELISA i i 71 &5 ) i BH P, 36 W] L GST-
Cpn0585 “HHTIE Y A1 L5 2 W7 5 2% B 4 S P A
XPET, AT LA 5 Ce B9 28 U, B Cpn0585
BRGS0 Im R 2 B - E . 9585 4 & 3 Cpn
Ko HH AR, A L8 IV BR A AN RE B GST-Cpn0585 1K 5]
MM AT LA SeroCP™ 5] & k6 ok, LR IR (1)
SeroCP™ ELISA {7 £ & LA Cpn R by 41 9l 3t
J T[] ELISA 302 43 ) A PR /e B8 R ~F 1 E 4
HE PR, Cpn JEAR 5 HE — S 4 A —
ERIVEE I SeroCP™ ELISA i & A B A — &
B PE I 5 (2) B A a2 g 375 A B B2 2 A1, As,
HIAA BB ESOR AR AR DR SFE NCHHRAE I 2R
e (3) I AHUREATI I A RIG97, LR AN
s A AR

SR LB 45 AR b, A B 55 40 AP IR 52 GST-
Cpn0585 HLATHSR I f e 36 M, Uiz 41 2R A
PR 1) ELISA A6l 7y vk BLAG 460 w8 10 B0 Pk
RS BB TG IR P P2, S b
HrLk GST-Cpn0585 #4111 S A3 Bl 470 Jit 2 57 114 1]
2 ELISA 4 Cpn JBRYL I R2 W (%) i AN (B, 7
SR R LR AR R R SEAT R
2B IGPRMLIE AR A, HAsE 45 07 vk R AR i o5 5 RIS
FRYEAG H A4 05 B2, ] AR 4 1A W28 Ak
TF-BOMBU RN HATHRIE A8, T &
R EAFEKF-, N T Cpn B IG RIS KT,
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