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Aeromonas hydrophila Ah
1 S 2
HEp-2 }
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Internization
6
CaZ +
HEp-2 J-1
1
1.1
Aeromonas hydrophila Ah J-1 7
HEC HEp-2
Ah J-1 1% LB 37°C 150r/min
PBS 137mmol/LL NaCl 2.7mmol/L. KCl 4.3mmol/L. Na, HPO, 1.4mmol/L
KH, PO, pH7.2 3 10% Calf serum CS MEM
Genistein ~ Tyrphostind7 Staurosporine Sodium orthovanadate Nifedipine Verapamil
HCl D Cytochalasin D CD Sigma
1.2
HEp-2 0.025% 10° / 24 37°C5% CO,
2% 10°
1.3
24 HEp-2 PBS 3 Spl 1:10 37°C
5% CO, 2h
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1.3.1 § HEp-2 PBS 3
ImL  100pg/mL 10% MEM Calf serum modified Eagle medium CSMEM 37°C
30min PBS 3 10% CSMEM HEp-2
Ah J-1  HEp2 1% Triton X-100  PBS 500u.L
100pL. TSA 15.0g 5.0g 9.3g
3.7g 16.0g 1000mL.  pH7.3 37C 24h
1.3.2 Janda ° 100
1.3.3 = / x 100%
1.4 Ah J-1
1 Sodium orthovanadate
DMSO 10% MEM Leung
Finlay 10 24 HEp-2 PBS 3
37°C 30min 37°C 2h PBS 3 100pg/mL 10%
CSMEM 1000pL 37°C 30min 1% Triton X-100  PBS 1mL 100pL TSA
37°C 24h 3
1.5 Ah J-1
D  0.5mg/mL DMSO 10% MEM
0.5 1.0 2.5 4.0pg/mL HEp-2 37°C 1h Ah J-1
CD DMSO
HEp-2 3
2
2.1 AhJ-1 HEp-2
Ah J-1
0.1% 0.2% Ah
A HEp-2 HEp-2
1
1 At lme"'z 2.2 AhJ1  HEp2
Tyrphostin 47 Ah J-1
Staurosporine  Sodium orthovanadate Ah J-1
Ca* Nifedipine ~ Verapamil HCl ~ Ah J-1 1
1 Ah J-1
Jymol/1, 1%
MEM — 100
DMSO 0.4% — 101.6
Genistein 100 34
Tyrphostind7 100 60
Staurosporine C 0.005 141.3
Sodium orthovanadate 10 134
Nifedipine Ca®* 1 99
Verapamil HCI Ca’* 10 103.6
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6
2.3 Ah J-1
D Ah J-1 HEp-2
0.1pg/mL 0.1~4.0pg/mL D 61.2% ~ 89.4% 2
DMSO
2.4 Ah J-1
Ah J-1 HEp-2 10pmol/L Ah J-
1 250pmol/L 31.8% 3
100
- 80
M 60
ﬁ&f 40
20
_ B N 010 100 200 250
MEM DMSO 0.1 05 1 25 4 ¢(Genistein )/( pmol/L)
¢(CDpg/mL) 3 genistein Ah J-1
2 CD AhJ1
3
11
HEp-2 } J-1
J-1
HEp-2 Tyrphostin 47 J-1
= Staurosporine  Sodium orthovanadate
C J-1 D J-1
HEp-2 Ca**
Ca’* Tan "
S-
C
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Invasion of Aeromonas hydrophila in Cells Involving Signal
Transduction and Cytoskeleton

Chu Weihua Lu Chengping”

Key Laboratory of Animal Disease Diagnostic and Immunology — Ministry of Agriculture
Nanjing Agricultural University ~Nanjing 210095  China

Abstract Invasion of Aeromonas hydrophila strain Ah J-1 isolated from diseased fish to cultured

HEp-2cells monolayer was evaluated by the recovery of gentamincin-resistant Gm' bacteria from
Triton X-100 cell lysates. The invasive efficiency IE could reach to 0.2% at 37°C. In addition

potential signal transduction pathways that precede bacterial internalization were studied by using

signal transduction inhibitors. Bacterial internalization of Ah J-1 involved microfilaments and protein

tyrosine kinase since cytochalasin D = an inhibitor of microfilament polymerization and genistein an

inhibitor of protein tyrosine kinase prevented internalization. Staurosporine a protein kinase C in-

hibitor and Sodium orthovanadate a protein tyrosine phosphatase inhibitor accelerated internaliza-
tion of Ah J-1 into HEp-2 cells.
Key words Aeromonas hydrophila Invasion Signal transduction Cytoskeleton
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