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Abstract: [Objective] To investigate the immunoprotection of pilus subunit SSU2100 which was
encoded by srtBCD pilus island presented in the Chinese strain 05ZYH33 of S. suis 2. [Methods]
The SSU2100 gene was amplified by PCR, then cloned into prokaryotic expression plasmid
pET28a, and expressed the recombinant SSU27/00 in E. coli BL21. The SSU2100 protein was
purified by affinity chromatography and analyzed by Western blotting. The mice anti-SSU2100

serum was prepared by immunizing mice with recombinant SSU2100 protein and analyzed by
ELISA. [Results] The high titer of the serum were obtained, Western blot result indicated that the
recombinant protein can react with mice anti-SSU2100 serum. Animal test showed that vaccinating

mice with recombinant SSU2100 protein conferred a significant protection. [Conclusion]

SSU2100 could serve as a vaccine candidate of S. suis 2, it provides the foundation for system-

atically illustrating the role that srtBCD pilus island plays in pathogenicity of S. suis 2.
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Streptococcus pyogenes MGAS10750 (YP_601610.1)

Streptococcus equi subsp. zooepidemicus (YP_002745327.1)

Streptococcus agalactiae (ACM07489.1)

Anaerococcus prevotii ACS-065-V-Col13 (EGC82260.1)

Streptococcus pneumoniae (ABS82093.1)

Finegoldia magna BVS033A4 (ZP 07321703.1)

Anaerococcus hydrogenalis ACS-025-V-Sch4 (ZP_08170206.1)

Streptococcus equinus ATCC 9812 (ZP_08040925.1)

Enterococcus faecium E980 (ZP 06681499.1)
Streptococcus suis 05SZYH33 (YP_001199466.1)

Streptococcus suis (BAG74779.1)

Streptococcus suis 98HAH33(YP_001201662.1)

1 1 1 1 ]
T T T T 1

0.4 0.3 0.2 0.1 0.0

1 S. suis 2 05ZYH33 SSU2100 &Y 1k it

Fig.1 Phylogenetic trees of 12 representative isolates based on comparison of amino acid sequences
Note: Numbers in parentheses are GenBank accession numbers. Bar: Phyligenetic distance.
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Fig. 2 Agarosegel electrophoresis of PCR

Note: M: 250 bp DNA marker; 1: Positive control; 2: Nega-
tive control; 3: The products of SSU2100.

3 E{HRK pET28a::SSU2100 WMEGEE
Fig. 3 Identification of the recombinant plasmid
pET28a::SSU2100 by double restriction enzymes
Note: M: 250 bp DNA marker; 1: The plasmid digested by
BamH I and Xho 1; 2: The plasmid digested by BamH 1.

6 000—
2 500—

1 500

1 000—]

kD 1 2 3 4 5

118— -—
90— -
~_e8
e—y ol
4
34— . .
-=

26— -
19— -

4 SDS-PAGE #l| & B RiAFIFL L

Fig. 4 Expression and purification analysis of re-
combinant protein SDS-PAGE

Note: 1: Purified recombinant; 2: Protein marker; 3:
pET28a/BL21; 4: pET28a::SSU2100/BL21 without IPTG
induction; 5: pET28a::SSU2100/BL21 induced with IPTG.
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kD 1 2 kD 1 2
118— 118—

90— 201
50—
50—
v 34—
34—
216 — 26—

5 Western blot 2 £

Fig. 5 Analyses of western blot

Note: A: Immunoblot analyses of 05ZYH33 whole-cell lys-
ates; 1: Protein marker; 2: Pilus subunit SSU2100. B: Im-
munoblot of the recombinant SSU2100; 1: Protein marker;
2: Recombinant SSU2100.
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Fig. 6 Assessments of antiserum IgG isotypes

Note: Preimmune sera and specific antisera from each group
were diluted at 1:2 000; Results were expressed as means of
absorbance values + standard deviations.
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Fig. 7 SSU2100 protection experiment

Note: The survival number of mice in each day was indicated
by dots.
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