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Preparation of out membrane vesicles released by Actinobacillus pleuro-
pneumoniae grown under iron-restricted conditions and evaluation of their
antigenicity in a murine model
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Abstract: In order to investigate the contribution of outer membrane vesicles (OMV) to adaptive immune responses
in mice, Actinobacillus pleuropneumoniae serotype 1( shope) was grown under iron restriction with respect to its immunogen-
ic and protective potential. OMV released by shope were concentrated by ultracentrifugation and analyzed by electron mi-
croscopy,, and OMVs were injected intranasally into Balb/c¢ mice twice with 21 d intervals. The result showed the majority of
OMVs’ size ranged from 50—100 nm. There was no significant differences between OMV immunized animals and the PBS
treated group. The OMV induced a higher IgG response in serum and a higher IgA response in mice lungs. In conclusion,

OMYV was efficient immunostimulant and could stimulate mice lungs to produce mucosal immune.
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8 W FEE s 4 e 2 A T I35 1 Y shope B RRIE A
Hh R 2 i I BT, S R R O A AR 100
e/ mlAH I SR IEERS — A% R (NAD , B 5 AR 2R W)
FEARABR 572 5 ) B9 Todd Hewitt Broth (THB, 38
B BD AR .

¥4 shope TRIAR VR T T8 Fh il Ze PP T THB (%
NAD) AR 555 5% ~10% CO, %4 F 37 C 5%
16~18 h, WGREMAREFRIE L 5~8 AR KM E 6
ml THB (% NAD) AR KE #5180 r/min #R3% 15 9%
6~8 h, FliJEHEIEFEYLL 1% e Fl 8270 2 400 ml
THB( % NAD) W35 37 5L, 180 +/min 235 35 5%,
ZSCHR[20], FR AN TR 55 35 2 XU R (0D,
29209 0.2) B, FERGE IR I TP IR INZA W E 150 pmol/L
COH =R W OTRES =K AW ( Sigma 2\ A =
fi ) JERCER S BRI PR 8, 4k 42 37 CHR G R H# Y
14~16 h,
1.2 SMEFEE(OMV)HHE

Z ISR 21 ] BEAE BB, X shope B #R B I AY
SRR HAT B, BRWENERE Y, 4 C
8 819 r/min &> 15 min, FEPUHE,0. 22 wm ;€ I
T, RS TCANM EIEY ;4 °C 35 000 r/min #5850
3 h(Ti 45 #%3k Beckman &.0H) , 5% [V, UL
TELAIE 5 9. 5 mmol/L B2 522 vhik (PBS, pH7. 4)
HE R 4 °C 35 000 r/min B 3 h, 375 E
T, UUREEET 3 ml PBS 22 /i, BV b o 45 0 20 14
AN, —70 CHEAER
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L FESD DA 2% SRR XU ST GY 15 s, 38 Kl .
FHI%E BT 85 (JEOL-1010, H A FRE X 24t 7= dh)
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mmol/L Na,CO,,pH 9. 6) i B OMVs Z 4 [ it ¥k
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JNE 16 ~18 h, 50 25 A0 8% W, Bl br Al o im A 200l
PBST Y, 25 IR SV 5 min, {87 25 36 W, ] 2 F R
VR AT 3 W, TR AR AR oA B PR (1% 1 W
), AL 200 wl,37 °C i 1 h, 025 5, W L
DL PBST Vi, BEhspl i A —t, BV 1% B 0g &3 43
1100 A5 B 14 /I BRIV B 4 A% 50 8 A /D B 36
KU (B RIG LR BB R M BE) &
fL 100 1,37 C /My 1 h, i & —$t, [F] 1 LL PBST
Ve, WEFR AR o AR PBST BE W2 000135 5 & 114
HRP #ric 9t B 1eG (R 5% vh 4878 4= W B A R
S AE ) 5K 400 5 BT HRP FRic E 4T R TgA
U (Abcam A H 7L ) (20t RV LR BELR
AR R B 4L 100 wl,37 CRM 1 h, i —
Pt, [7 DL PBST Wik, Bgbr Ak vhim A TMB JiE4) 2.
O, BFL 100 wl, IR B 15 min, T EEAR AN
A 2 mol/L H,S0, , 4L 50 wl, & 1k 50, BEbr %
HUEHRAR 25 L OD 50 1H
1.6 FitHHr

X ELISA $cds #4788 3 200, BUE LA 211 +
PRI o, 418 22 5 H A is AR VERCRUR ¢« K550,
M P<0.05 FnERFEE,

2 4 R

21 SMNERAEAREERBFEMEN

il &4k B F BRI T shope TR B T8 T3 1) A1 i 2
#1,RC DC protein assay 12857 & A5 M W7 | 2 H1 4%
L 2R TR 0. 035 mg/ml, DA R WU4E 671
Yem , RSB B AMIR SIS | W] 2 i)
Wk HAEATF 50 nm £ 100 nm Z A (1),

1 SEMRRR R & R IMNER A E ST RENEE
Fig.1 Transmission electronic microscopy image of negatively
stained outer membrane vesicles obtained from Acti-

nobacillus pleuropneumoniae
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Fig.2 Changes of body weight in mice after being immunizated

by outer membrane vesicles
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Fig.3 Serum ELISA reactivity in control and immunized mice
against OMV
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Fig.4 Respiratory tract washings antibody levels in immunized

mice against OMYV on 42 d after primary immunization
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