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BACKGROUND

Septic shock is characterized by cardiovascular and‘vasomoton failure thatis induced by an'uncontrolled cascade
ofiinflammatory'mediators:suchias TN Ko, 1171 3fand 1126 In'dogs; systemic bacterialiinfections, haemorrhage,
trauma, gastric dilatation/volvulus and pancreatitis are the major causes of septic shock. Whilst endotoxiniis a
recognized effector molecule that can initiate an inflammatory cascade, it has been reported that preconditioning
with endotoxin can down-regulate inflammatony cytokine responses to'subsequent endotoxin challenge. This study
repornts the effect'ofiendotoxinipreconditioning on antil'NFEa activity present in plasma from canine donors.

MATERIALS

Plasmattrom'preconditioned(Caniplas®)iandmormalidogs (K ER)swas provided blmdito thestudy bya
commercial supplicti(RIasvace Rty i)

METHODS

Invitro'antiTNFo activity in canine donor plasma was determined by a/[.929 murine cell lINFo inhibition bioassay
usingirecombinantmurine TINEa: | nVivao'etfects were tested by a rat'subcutaneous skin pouch'model: Rats were pre-
treated for:3'dayswith either: Caniplas®, FEP; saline (2ml/day, s:c)lor carprofen’(Smg/kg, s.¢) and inflammation
inducedbyinjecting'monosodium urate crystals into'the’pouch (Smg/mliin Smlisaline)s Fluidiwas taken from
pouchesiat specified intervals for cell'count. IINKEo and'11-6 levels were detenmined by Elisa. Protein profiles of
Caniplas®and EEPwere detenmined by standarnd SDSTPAGE analysis: Examination ofiserum’for soluble INEo
receptor 1 (STNKERT) was performed by an immunofluorescence assay using a rabbit polyclonal anti sSTNER1
antibodyand’a EITC conjugated'goatanti nabbit-antibody asithe'detection fluonochrome. Datatanalysis: Normalized
data was fitted to a Four-Parameter Logistic curve. Fitted midpoints were compared statistically for data sets using
an F-test and calculated fitted hill slopes.

RESULTS

In the rat skin pouch model, both' Caniplas® and FEP reduced T'NKa levels and Caniplas® was a more potent
antagonist (data not shown). The heightened anti TNKa activity of Caniplas® compared to FEP was confirmed in
the invitro cell bioassay (Figure 1). Neither Caniplas® nor FFP reduced inflammatory cell/infiltration or levels of
I1L6. There was alsopossible evidence that the effector mechanism in Caniplas® may be increased levels of soluble
TNFa receptor 1' (Kigure 2). A difference in the protein profile between Caniplas® and FEP by SDS Page analysis
(Figure 3) was detected , although the nature and significance of this difference remains to be determined.

CONCLUSION

Whilst we remain to confirm the mechanism, we report that preconditioning with endotoxin does illicit specific anti
TNFa activity and that this observation has been confirmed in both in in vitro testing and in vVivo animal models. It
is plausible that preconditioning animals with endotoxin induces an increase in the concentration of soluble TNFa
receptors I and Il in donor plasma and that this is the likely source of TNFao antagonism. This report suggests that
preconditioned plasma may be a beneficial treatment where inflammation causes increased expression of TNFa .




