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Here, we report the suitability of using a resin-type chitosan formulae as a sustained-releasing form
adjuvant in comparison with commercially well-known Freund’s adjuvants. To induce the immunological
responses, N-terminal region of Pasteurella multocida toxin was used as an antigen, which was found to be
protective immunogen against P. multocida infection. Mice immunized with chitosan resin formulae
showed statistically significant antibody induction (P<0.001) as much as that of Freund’s adjuvants. As a
result, the resin-type sustained-releasing form chitosan formulae is thought to be a good candidate for a new
type adjuvant.
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Table 1. Preparation of recombinant PM-N antigen for screening
of sustained-releasing effect of chitosan resin

Group Formulation
1 PM-N" 10ul+PBS 90ul
2 PM-N 10ul+chitosan 50ul-+PBS 40ul

(final chitosan conc.=2%)

"From Img/ml stock

Table 2. Scheme of administration of recombinant PM-N anti-
gen for screening of adjuvant effect of chitosan resin

Group Formulation

1 PM-N" 10ul + PBS 90ul

2 PM-N 10ul+FCA™ 50ul+PBS 40ul

3 PM-N 10ul+chitosan 15ul-+PBS 70ul
(final chitosan conc.=0.5%)

4 PM-N 10ul+chitosan 30ul+PBS 60ul
(final chitosan conc.=1%)

5 PM-N 10ul+chitosan 60ul+PBS 30ul

(final chitosan conc.=2%)

“From 1mg/ml stock
““Freund’s complete adjuvant
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Table 3. Comparison antibody titers (OD values) induced by
different methods

Group® 1 2 3 4 5
Mean 0.95 1.83 1.52 1.61 1.75
SE 0.04 0.07 0.04 0.03 0.04

*See footnote to Table 2.
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Fig, 1. The result of Western blot assay to detect the residual PM-
N antigen 7 days after subcutaneous administration. Lane
1-3: group 1, lane 4-6: group 2 of Table 1. Bxpected bands
(45kDa, PM-N) were found in 2 samples of group 2.

Table 4. The results of Bonferroni multile comparison test
among 5 groups

Comparison between groups” P-value
1vs2 < (.001
1vs3 < 0.001
lvs4 < 0.001
1vs5 < 0.001
2vs3 < 0.01
2vs4 < 0.05
2vsS > 0,05
3vs4 > 0.05
3vs$ < 0.05
4vs5 > 0.05

*See footnote to Table 2
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