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Fig. 1

(57) Abstract: Neospora caninum is the causal agent of bovine neosporosis which results in high levels of abortion. The present
study determined the protective efticacy of two Neospora antigens- Neospora cyclophilin (NeCyP) and NcSRS2. The ability of
native NcCyP to upregulate mouse IFNy was also confirmed in this study. Recombinant NcCyP or NcSRS2 were tested either
alone or in combination and formulated with adjuvant InmuMax-SR and CpG. Female BALB/c mice (n=15) of 10-12 weeks of
age were immunized s.c. twice in a 2-week interval with vaccines containing either NcCyP alone, NcSRS2 alone, NcCyP plus Ne-
SRS2, or non-recombinant bacterial antigen (NR) in 2 separate trials. All mice were challenge-infected 3 weeks following the
booster immunization and necropsied 3 weeks after the challenge infection. Brain and serum were collected and Ne-specific DNA
sequence in brain tissue and antibodies in serum were analyzed by PCR or ELISA/Westem blotting. Results showed that mice
vaccinated with rtNcCyP, rNcSRS2, or both rNcCyP and rNcSRS2 responded with high levels of NcCyP or NcSRS2 specific anti-
bodies. Overall, mice received vaccines formulated with either tNcCyP or rNcCyP and rNceSRS2 had a higher (p<0.01) percent
protection when compared to the mock- or non-vaccinated mice. The groups immunized with rNcSRS2 alone exhibited slightly
lower levels of protection, which was higher (p<0.05) than that of the non-vaccinated group but did not differ (p=0.06) from that
of the mock-vaccinated group. The results of the present study indicate that NcCyP is a highly efficacious vaccine candidate
which may be useful in protection against Neospora infection.
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Box No. II Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. Claims Nos.: 12-15
because they relate to subject matter not required to be searched by this Authority, namely:

The subject matter of claims 12-15 pertains to methods for treatment of the animal by therapy, thus relates to a subject matter
which this International Searching Authority is not required, under Article 17(2)(a)(i) of the PCT and Rule 39.1(iv) of the
Regulations under the PCT to search.

2. Claims Nos.:

because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningtul international search can be carried out, specifically:

3. |:| Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III  Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

1. |:| As all required addtional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. |:| As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment
of any additional fee.

3. |:| As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4, |:| No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest |:| The additional search fees were accompanied by the applicant's protest and, where applicable, the
payment of a protest fee.
The additional search fees were accompanied by the applicant's protest but the applicable protest
fee was not paid within the time limit specified in the invitation.
|:| No protest accompanied the payment of additional search fees.
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