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CV-1 (monkey kidney) cells 3 days p. i.; log TCIDse/ml titers in P5, SPEV and CV-1 cells were 8.5,
7.8 and 6.3, respectively.

The pathogenic agent was further characterized by standard procedures for
arboviruses and rickettsiae (Lennette and Schmidt, 1969). PV57 passed through
220 nm Millipore membranes (though the infectious titer decreased by 1.8 log),
but not through 100 nm membranes. A moderate sensitivity to diethyl ether and
a resistance to 0.1 % sodium deoxycholate were observed in that the infectious
titer decreased by 2.0 and 0.6 log, respectively, after the exposure. The infectivity
persisted in diluents containing antibiotics penicillin (200 IU/ml), streptomycin
(200 ug/ml) or gentamicin (100 ug/ml), and also during freeze-drying a 10 %
brain suspension. A rapid fall in the infectivity was observed when PV57
suspensions in PBS without serum were frozen and thawed repeatedly.

The filterability of the agent indicated that it could be an arbovirus. However,
PV57 antigens prepared from infected SM brains in a borate buffer pH 9.0 and
by the sucrose-acetone extraction (Clarke and Casals, 1958) did not react in
complement fixation test (CFT) with immune sera or ascitic fluids to known
FEuropean arboviruses, nor with mouse hepatitis virus (MHV) and Chlamydia.
A partial CF reaction (1:16) of PVST antigen was observed only against Coxiella
burnetii antiserum, but no specific antibodies agglutinating the C. burnetii phase
I corpuscular antigen (Fiset er al., 1969) were detected in sera gained by ip
inoculation of PVAT into mice, guinea pigs or a rabbit. The antigen (sucrose-
acetone preparation) did not agglutinate goose erythrocytes. In addition to
MHYV, other rodent viruses were then excluded by testing PV57 immune mouse
serum (3 ip doses given at weekly intervals) in CFT, haemagglutination-
inhibition test (HIT) or enzymatic immunoassay (EIA): murine cytomegalovirus
(E1A), Sendai virus (HIT), pneumonia virus of mice (HIT), reovirus-3 (HIT),
Theiler’s mouse encephalomyelitis virus GDVIL (HIT), minute virus of mice
(EIA), MHV-1 and MHV-3 (EIA), lymphocytic choriomeningitis virus (CFT),
and mouse adenovirus (CFR). Moreover, quality status of the purchased ICR
mice assures that this mouse strain is free of infection with coceidiae, intestinal
protozoa, Toxoplasma, Mycoplasma pulmonis, and specific bacterial murine
pathogens.

CFT indicated rickettsial nature of the agent. When PV57 was given ip to three
adult male guinea pigs (450 g) in a dose of 8.2 log LDy, the animals remained
symptomless, their rectal temperature was normal at daily recording and no
scrotal reaction was present. No rickettsiae were observed in the Giemsa or
Gimenez stained smears of runica vaginalis and spleen 33 days p.i. PV57 was
then inoculated ip into 12 SM as a 1% SM brain suspension in MEM with
antibiotics, and the animals were sacrificed when they all showed signs of illness
5-7 days p.i. The blood smears stained by Giemsa-Romanowski exhibited
numerous very small (0.2-2.0, mostly 0.4-0.5 xm), light violet to pink spherical
or subspherical organisms situated on/in erythrocytes or free in the blood
plasma. Nearly a half of the red blood cells were found to be infected, each with
1-15 microorganisms. Their morphological pattern was characteristic of the
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