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Abstract: To express the truncated Immunoglobulin M—degrading enzyme (Trlde) of Streptococcus suis serotype 2,
sequence homology of the IdeS family was analyzed and one pair of specific primers was designed using software
Primer 5.0. The target sequence fragment was amplified by PCR using the genome DNA of strain JZLQ as a
template. The amplified target DNA named Trlde was cut by BamH 1 and Hind Il and then was inserted into
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vector pET28a ,pET32a and pET—-sumo, respectively, to generate pET28a—Trlde ,pET32a-Trlde and pET-sumo—

Trlde recombinant vector. These recombinant vectors were then transformed into E.coli BL21 ( DE3) for over

expression. The E. coli cells containing different recombinant vectors were induced in different temperature

conditions with different IPTG concentration for 8 hours, respectively. These specimens were analyzed by SDS-—

PAGE. Results showed that a fragment about 1200 bp in length was amplified from the genome of JZL.Q) strain and

was confirmed right by double enzyme digestion and sequencing methods. SDS-PAGE analysis indicated that

Trlde protein can be expressed by all of these recombinant vector but pET28a~Trlde performed better at 25 C

with 1 mmol/L IPTG. This research served as a basis for the study of the vaccine development of S.suis 2.
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M. DL2000 Marker; 1: Double digestion products of pET32a-Trlde;
2: Double digestion products of pET-sumo—Trlde;
3: Double digestion products of pET28a—Trlde
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Fig 2 Double digestion assay of recombinant expression vectors
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8:BIL21 (DE3)/pET-sumo—Trlde 175535 ik A B % 3% ;

9:BL21 (DE3)/pET-sumo—Trlde % 53588 A W REUTIE

M. Protein Marker; 1; Non—induced BL21 ( DE3)/pET28a-Trlde;

2. Supernatant after ultrasonication of BL21 ( DE3)/pET28a-Trlde;

3. Precipitate after ultrasonication of BL21 ( DE3)/pET28a~-Trlde;
4.Non-induced BL21 (DE3)/pET32a-Trlde;

5: Supernatant after ultrasonication of BL21 (DE3)/pET32a-Trlde;
6: Precipitate after ultrasonication of BL21 ( DE3)/pET32a-Trlde;
7: Non—induced BL21 ( DE3)/pET—sumo-Trlde;

8. Supernatant after ultrasonication of BL21 ( DE3)/pET-sumo—Trlde;
9. Precipitate after ultrasonication of BL21 ( DE3)/pET-sumo—-Trlde
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Fig 3 SDS-PAGE analysis of Trlde induced

by different recombinant bacteria

2.3.2 pET28a-Trlde #2404 ik B Ak K ik &89 1RA4L
SDS-PAGE #5537 , B4 BL21 (DE3)/pET28a—
Trlde 81553 5 I8 W) RN 50 kD, &l i B 5
T B R H o B KN30 (B 4) s AN [FHRE
AR H I E AN RIBEREARKEmW, 25 C %
FFFEHMEAKRE R 37 CRMF T, Bl
PERCAS (18] 4,55 1.3 F15.7 JkiE) . 25 CH&MTF
IPTG ¥ Xt H B4R 1 35 5 S Al i v LT Jo s i
(4,55 1.2 13 49KE),

M. % [ Marker; Ne: K75 EAF BL21 (DE3)/pET28a—Trlde;
1:25 C IPTG 0.1 mmol/L if5 B33k 8 h MM A% L3155
2:25 °C IPTG 0.1 mmol/L P53k 8 h 5 i ULHE ;

3:25 C IPTG 1 mmol/L #5415 8 h A I 1% ;
4:25 °C IPTG 1 mmol/L 5523k 8 h i AR REILIE 5
5:37 °C IPTG 0.1 mmol/L Y5533k 8 h HAHBRE L3 ;
6:37 °C IPTG 0.1 mmol/L W53k 8 h 5 il W ULHE ;
7:37 C IPTG 1 mmol/L i5 %41k 8 h A I 1% ;
8:37 °C IPTG 1 mmol/L if5 315 8 h A EIINE
M: Protein Marker; Nc: Non—induced recombinant bacteria;
1: Supernatant after ultrasonication of recombinant bacteria
induced by 0.1 mmol/L IPTG at 25 °C for 8 hours;

2. Precipitate after ultrasonication of recombinant bacteria
induced by 0.1 mmol/L IPTG at 25 °C for 8 hours;

3: Supernatant after ultrasonication of recombinant bacteria
induced by 1 mmol/L IPTG at 25 °C for 8 hours;

4. Precipitate after ultrasonication of recombinant bacteria
induced by 1 mmol/L IPTG at 25 °C for 8 hours;

5: Supernatant after ultrasonication of recombinant bacteria
induced by 0.1 mmol/L IPTG at 37 °C for 8 hours;

6. Precipitate after ultrasonication of recombinant bacteria
induced by 0.1 mmol/L IPTG at 37 °C for 8 hours;

7: Supernatant after ultrasonication of recombinant bacteria
induced by 1 mmol/L IPTG at 37 °C for 8 hours;

8. Precipitate after ultrasonication of recombinant bacteria
induced by 1 mmol/L IPTG at 37 °C for 8 hours
B 4 E=4E BL21 (DE3)/pET28a-Trlde
FRFESHZMTRIELER SDS-PAGE S i
Fig 4 SDS-PAGE analysis of recombinant
Trlde induced by different conditions
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H I 7 3 R 08 3 W TR 28 B o8 R0 2 A A 2k
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97.2
66. 4

44,3

23.0

20.1
14.3

M. ZE 1 Marker; 1 BPEXHE
2 WA S B B 53 R AZ AT AL S R B
M. protein Marker; 1. Negative control;
2 Supernatant after ultrasonication; 3: Purified Trlde protein

5 Trlde EH4i{t SDS-PAGE 5347
Fig 5 SDS-PAGE analysis of purified Trlde protein

2.6 Western blotting 2 #7 S ENIE 25 R R | 25
HARH SR AL TETE 50 kD AL TE Rk 5%
A7 A B A (18 6) #7528 TPTG 5%
JEEAR R T HED ldeg,, 5 Trlde, H Tride
H R R RBT 2 B B BR A BHE M v AR5, &= W
RH A AT RIS RN I I e
3 39 it

H1 T BE R B AL 0 52 2%, H TR
HEBK B TR R AR A T R, —
FRON Ay e i 3K T 0 g iR 558 S HCRE ) TR R E
i H i TR R I TR R 2 45 S
MR A28 &8 A F Z IR ER RS LR 24,
PR HEBOmR L ] i R BF ST A H RIS
BRI BURTERE ) A T B E S RE L b
PR BRI R AR

N3 D T R M 1 2K T 0 1 — B EE X TG R

Vo R A o I
K Bl L

M Yt Marker; 1 ;25 2R IR,
2. KSR RIE W ;3 Trlde HAE A

M. Marker; 1. Expression product of empty vector;

2: Non—-induced expression product; 3: Trlde recombinant protein
6 Trlde E4H%E H Western blotting 43T
Fig 6 Western blotting analysis of TrIde protein
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pET32a F1 pET—sumo 214 TR 40 HIH 2 1deg,,
FHF LA pET28a—Trlde Fl pET32a-Trlde F
pET-sumo—Trlde , F| i BL21( DE3) {f Jy 15 374 , il
TSR] B 4 A4 B 75 53] IPTG vk B 1 £ Ak, 5580
T E K A R A% 3 38 R 40 v I RV
Fik, FIH pET28a AUk F ik 1 H o+
IB1H A 46 kD, {H SDS-PAGE Hyk 4% Jt i /s H W
I FEBERT 46 kD, HFM 5+ I Y It R ]
RE 2 55 bR 2 PR b HL A 2 P A (I s

A3 B B 1R Trideg,, i BETE AR %
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WPLH Z —, ZEES 5 T 18 F B & B
BeitE 3 - R AR EAE D R Ideg,, 78 K 53
HERR B PR 20k, R R R T R A R
i 3K TR P92 1 A A B AL TS % T i) R B
i B 30 Ao i R T TR DR A S 0 B TR 1% i 4
B SRR AR
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