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inflammatory cytokines
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ABSTRACT

Vibrio vulnificus, a halophilic vibrio, has been a dramatic increase in the
number of reported case in Taiwan. It causes localized wound infection and
primary septicemia. The wound infections are acquired through exposure of a
wound to salt water or shellfish, it is characterized by an intense acute cellulites
which spreads along the subcutaneous tissue where as septicemia is usually
acquired through oral ingestion of organisms. The mortality rate of the primary
septicemia is 61% ,89% of patients suffering from V. wulnificus primary
septicemia reported having an underlying chronic disorder. Disorders most
frequently associated with V. vulnificus septicemia are those that result in iron
overload, such as chronic cirrhosis, hemochromatosis and thalassemia, chronic
renal insufficiency and use of immunosuppressive drugs have aso been
associated with V. vulnificus infection.

Cytokine-related systemic intravascular inflammation may represent a
common pathogenic link between initial insult and multiple organ failure in
septic shock patients. V. vulnificus LPS and CPS may cause a significant
pyrogenic response and hypotension which led to cardiovascular shock. The
LPS and CPS play role in pathogenesis by modulating inflammatory-associated
cytokine (including TNF-alpha, IL-6, IL-1) production. However, there were no
detail study to the proinflammatory cytokine study in the V. vulnificus infection.
We very interested to the proinflammatory cytokine production in V. vulnificus
infection. And to the correlation between the mortality rate with cytokine
productin in vivo.

Prior study showed that tetracycline may need for treatment in V. vulnificus



infection, however, we conducted that combination therapy with cefotaxime and
minocycline is distinctly more advantageous than therapy with the single
antibiotic regimen for the treatment of severe experimental V. wvulnificus
infection, It was applied in clinical regimen with combined therapy with good
result. However Moxifloxacin is a new 8-methoxyquinolone antibiotic with
against Gram’s negative and positive bacteria, it has long duration therapy effect
and it can be taking by oral form. We designed a study also by using
Moxifloxacin aone or using combined therapy with minocycline and
cefotaxime to treat the V. vulnificus infection mice, We has very interested to the
therapeutic effect in mice with V. vulnificeus inctection and the cytokine change

in mice after antibiotics treatment.

Keyword: vibrio vulnificus  proinflammatory cytokine fluoroquinolone



inflammatory cytokines tumor necrosis factor alpha TNF-a
interleukin-1  1L-1 IL-6
soluble TNF receptor  |L-1 receptor antagonist
TNF-a IL-1
ceftazidime

ELISA RT-PCR

BALBI/c
-80 Vibrio vulnificusYuYu Vv 5823
Nutrient Agar plates 10ml Mueller Hinton
Broth 37 15-16 400y |

20 ml Mueller Hinton Broth 37



20 ml 10000rpm 24
10 20 mi
vortex OD600 0.22-0.25
Iml 12-14 ml

10° CFU/100 p |

PC
Moxifloxicin Mo  Minocyclin Mi  Cefotaxime Cefo
Cefotaxime  Minocyclin M/C
100 |
100y |
4 5000rpm 20
1.5ml
1 36 9 12 24 30 ELISA



Cefotaxime  Claforan 1.0 or 0.5, Hoechst AG, Germany 30

mg/kg 6 0.5 g claforan 5ml MQ 5ml
28.3 ml 0.22 y mfilter 1mi
-20 1 15 stock
Minocycline Minocin, Lederle, USA 4 mg/kg
2 mg/kg 12 100 mg Minocyclin
5ml 4 mg/mli 0.22 p mfilter
-20 4 ml

Moxifloxacin standard powder, at 4

1.6 mg/mi 80mg Moxifloxacin 10 mi
-20 4ml
R&D ELISA kits
duplicate
kit

PS pro-inflammatory cytokines TNF-a IL-13 IL-6
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IL-6
ELISA

IL-6

108 CFU/m

10

sample IL-6

100-500 6 9 sample
IL-6 IL-6
sample
10 ml MHB 1 50 renew
10000rpm 20ml saline 1 12-15
O.D. 0.20-0.25
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EXPI:
Date: 09-18-2001

Inoculation bacterium: Vv Yu Yu

Inoculation size: 1.89 x 10° CFU/100p |
Objective: A%

IL-1B concentration IL-6 concentration
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Fig. TNF-a in mouse serum after Vibrio vulnificus i.p. infection.
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EXPII:

Date: 12-26-2001

Inoculation bacterium: Vv Yu Yu

Inoculation size: 1.89x 10° CFU/100y |

Objective: Vv

TNF-a in mouse serum
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IL-1B pg/ml

EXPIII:
Date: 02-26-2002

Inoculation bacterium: Vv Yu Yu

Inoculation size: 2.5x10° CFU/100y |

Objective: Vv
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TNF-a pg/ml

EXPIV:
Date: 03-27-2002

Inoculation bacterium: Vv Yu Yu

Inoculation size; 1.39x10° CFU/100y |

Objective: Vv
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IL-1B pg/ml
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II-1B8 pg/ml

IL-6 pg/ml

EXPV

Date: 04-26-2002

Inoculation bacterium: Vv Yu Yu

Inoculation size: 1.65x10° CFU/100p |Objective: Vv
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IL-1B pg/ml

EXPVI

Date: 05-14-2002

Inoculation bacterium: Vv Yu Yu

Inoculation size: 1x10° CFU/100ul Objective : Vv
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EXPVII

Date: 04-30-2002

Inoculation bacterium: Vv Yu Yu and Ah 2743

Inoculation size: 2.2x10° CFU/100u | for Vv, 1.8x10° CFU/100ul for Ah
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EXPVIII

Date: 06-27-2002

Inoculation bacterium: Vv Yu Yu

Inoculation dosage: unavailable, only know the O.D.
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