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Construction and selection of antigen epitopes of Acinetobacter baumannii protein TonB
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[Abstract] Objective: To screen B cell and T cell antigen epitopes of Acinetobacter baumannii protein TonB. Methods: B cell
epitopes and T cell epitopes were predicted by bioinformatics methods and synthesized. Recombinant pET28a-tonB was cloned and
TonB was purified to immunize mice. BALB/c mice were immunized by subcutaneous for 3 times. Five weeks later, serum was collected
from each of immunized mice and then negative control were mice used to perform indirect ELISA with synthesized peptides to identify
B cell epitopes. Cells of the spleen were separated from every mouse and cultured with each of synthesized peptides respectively , and
then cell supernate was collected to detect IFN -y secretion by double sandwich ELISA for T cell epitopes selection. Results:
Construction of 4 candidate B cell and T cell epitopes was performed, including PB1, PB2, PB3, PB4, PT1, PT2, PT3, and PT4,
respectively. Indirect ELISA showed that peptide PB3, PB4 reacted with immunized mice serum and the A450 nm value was significant
higher than that of the negative mice (P < 0.05). Double sandwich ELISA showed that IFN-+y concentration that stimulated by peptide
PT2,PT3, and PT4 was significant higher than its negative control group (P < 0.05). Conclusion: Two B cell epitopes PB3 and PB4, 3
T cell epitopes PT2,PT3,PT4 of TonB were successfully constructed and screened.
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ZHAPBS AL, R RANFLAL BEFLINA 20 g T 40
F A7 BRIV W, TonB 28 1 il 20 B AL A 100 pg
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Table 1 Locations and sequence of epitopes of TonB

E VA A HIRRTH

PB1  213~227 IPSLDDKVVRAVRSA

PB2  175~182 RLTVSPKD

PB3  133~156 TEKVVEKPKPVVQEAPKAQPAPDP
PB4 83~108 VKEVKVVEKPVTPPKKVEKIQQVKKA
PT1 83~94  VKEVKVVEKPV

PT2  136~147 VVEKPKPVVQE

PT3  176~187 LTVSPKDLQGE

PT4  216~227 LDDKVVRAVRS
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W R 1.2 mg/mL. FH Western blot 7 K60 464k J5 iy
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A 1 2 Ml B 3 M2

W s —72 kDa

— - —34kDa —> W —34kDa
—26 kDa —26kDa
—17kDa
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A :SDS-PAGE ;M1 : 4 [ Marker; 1: TonB 25 152 : BSA BiifE il ; B
Western blot; M2 : 25 [ Marker; 3 : 417 His FRZ5 1Y TonB 25 [ ;—$1 : FRIB
Bt His BLpi BEbiik

E1 TonBEHKFRIAFLL

Figure 1 Expression and purification of TonB
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PVTPPKKVEKIQQVKKA .
2.4 IR kRS ELISA 0 &/ R b IFN-y & & T
e R A i i

W AR B 40 3 FLAR A 35 HEA T ELISA A, 2% 1l
B h 28 J5 10 B LA AR 13 TEN -y iR B2 )5 BCF-3Y
{H. PT2.PT3.PT4 J 3 2H A1 TonB 25 A4l B 41 M6
A J 7 AR Y IEN -y ¥R 527 244 43 1 Oy £ 983.45
607.68.783.21 M 1 042.53 pg/mL, %8 HH i % IR 20 1
WEAE, EZREAGIHE L (P<0.05,K3). ¥
A B DA 3% 19 TonB 2 (1 HTJ AY T 40 B 3% 157 PT2.
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Figure 2 Indirect ELISA result of each epitopes react

with mouse serum
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Figure 3 Levels of IFN-v in the supernatant of splenocyte
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P 2 X E L, TonB FEPR @R fe T A b AERRFR i 24
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—SERIER . BRI, BFXF TonB 2R VR 1Y 5 R 45 #
HEATHUIR AL T G , 7 PR B AR 0 S B vk
(R 1 I BR AR (AR PESS # , A ALb S0 BT 758
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