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(1) The test animals shall be deter-
mined to be susceptible to the virus 
under test by a method acceptable to 
the Animal and Plant Health Inspec-
tion Service. 

(2) Each of at least 10 susceptible 
dogs shall be administered a sample of 
the Master Seed Virus equivalent to 
the amount of virus to be used in one 
dog dose of the vaccine, by the method 
recommended on the label, and the dog 
shall be observed each day for 14 days. 

(3) If unfavorable reactions attrib-
utable to the virus occur in any of the 
dogs during the observation period, the 
Master Seed Virus is unsatisfactory. If 
unfavorable reactions occur which are 
not attributable to the Master Seed 
Virus, the test shall be declared incon-
clusive and may be repeated: Provided: 
That, if the test is not repeated, the 
Master Seed Virus shall be considered 
unsatisfactory. 

(b) The dog safety test provided in 
this paragraph shall be used when a se-
rial of vaccine is tested for safety be-
fore release. 

(1) Each of two healthy dogs shall be 
administered 10 dog doses by the meth-
od recommended on the label and the 
dogs shall be observed each day for 14 
days. 

(2) If unfavorable reactions attrib-
utable to the biological product occur 
during the observation period, the se-
rial is unsatisfactory. If unfavorable 
reactions occur which are not attrib-
utable to the biological product, the 
test shall be declared inconclusive and 
may be repeated: Provided, That, if the 
test is not repeated, the serial shall be 
considered unsatisfactory. 

[60 FR 14358, Mar. 17, 1995] 

§ 113.41 Calf safety test. 
The calf safety test provided in this 

section shall be conducted when pre-
scribed in a Standard Requirement or 
in the filed Outline of Production for a 
product. 

(a) Test procedure. Each of two calves 
shall be injected with the equivalent of 
10 doses of vaccine administered in the 
manner recommended on the label and 
observed each day for 21 days. 

(b) Interpretation. If unfavorable reac-
tions attributable to the product occur 
in either of the calves during the obser-
vation period, the serial or subserial is 

unsatisfactory. If unfavorable reac-
tions which are not attributable to the 
product occur, the test shall be de-
clared inconclusive and may be re-
peated: Provided, That, if the test is not 
repeated, the serial or subserial shall 
be declared unsatisfactory. 

[39 FR 27428, July 29, 1974] 

§ 113.42 Detection of lymphocytic cho-
riomeningitis contamination. 

The test for detection of lymphocytic 
choriomeningitis (LCM) virus provided 
in this section shall be conducted when 
such a test is prescribed in an applica-
ble Standard Requirement or in a filed 
Outline of Production. Vaccine virus 
may be neutralized with specific anti-
serum when necessary. 

(a) Each of at least 10 mice obtained 
from a source free of LCM shall be in-
jected in the footpad of a hindfoot with 
0.02 ml of the material being tested and 
observed each day for 21 days. 

(b) If any of the mice show swelling 
in the injected footpad or if more than 
one becomes systemically abnormal, 
the material being tested is unsatisfac-
tory. 

[42 FR 6794, Feb. 4, 1977] 

§ 113.43 Detection of chlamydial 
agents. 

The test for chlamydial agents pro-
vided in this section shall be conducted 
when such a test is prescribed in an ap-
plicable standard requirement or in a 
filed Outline of Production. 

(a) The yolk sac of 6-day-old chicken 
embryos shall be injected. Three 
groups of 10 embryos shall be used se-
quentially. 

(1) The inoculum for each embryo in 
the first group shall consist of 0.5 ml of 
a mixture of equal parts of the seed 
virus with phosphate buffered saline 
that may contain Streptomycin, 
Vancomycin, Kanamycin, or a com-
bination thereof. Not more than 2 mg/ 
ml of each antibiotic shall be used. 

(2) On the 10th day postinoculation, 
the yolk sac of viable embryos shall be 
harvested, pooled, homogenized as a 20 
percent suspension in phosphate 
buffered saline antibiotic diluent, and 
0.5 ml of the mixture injected into the 
second group of chicken embryos. This 
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process shall be repeated for the injec-
tion of the third group of embryos 
using the yolk sacs of viable embryos 
from the second group. 

(3) For each of the three passages, 
embryo deaths occurring within 48 
hours of injection shall be disregarded, 
except that if more than three such 
deaths occur at any passage, that pas-
sage shall be repeated. 

(b) If one or more embryo deaths 
occur at any passage after 48 hours 
postinjection, the yolk sacs from each 
of the dead embryos shall be subcul-
tured into 10 additional embryos. If one 
or more embryo deaths again occur due 
to chlamydial agents, the Master Seed 
Virus is unsatisfactory for use to 
produce vaccine. 

[44 FR 58899, Oct. 12, 1979] 

§ 113.44 Swine safety test. 
The swine safety test provided in this 

section shall be conducted when pre-
scribed in a Standard Requirement or 
in the filed Outline of Production for a 
product. 

(a) Test procedure. (1) Inject each of 
two swine of the minimum age for 
which the product is recommended 
with the equivalent of two doses of bac-
terial vaccine or 10 doses of viral vac-
cine. 

(2) Administer vaccine in the manner 
recommended on the label. 

(3) Observe swine each day for 21 
days. 

(b) Interpretation. If unfavorable reac-
tions attributable to the product occur 
in either of the swine during the obser-
vation period, the serial or subserial is 
unsatisfactory. If unfavorable reac-
tions which are not attributable to the 
product occur, the test shall be de-
clared inconclusive and may be re-
peated; Provided, That, if the test is not 
repeated, the serial or subserial shall 
be declared unsatisfactory. 

[48 FR 33476, July 22, 1983] 

§ 113.45 Sheep safety test. 
The sheep safety test provided in this 

section shall be conducted when pre-
scribed in a Standard Requirement or 
in the filed Outline of Production for a 
product. 

(a) Test procedure. (1) Inject each of 
two sheep of the minimum age for 

which the product is recommended 
with the equivalent of two doses of bac-
terial vaccine or 10 doses of viral vac-
cine. 

(2) Administer vaccine in the manner 
recommended on the label. 

(3) Observe sheep each day for 21 
days. 

(b) Interpretation. If unfavorable reac-
tions attributable to the product occur 
in either of the sheep during the obser-
vation period, the serial or subserial is 
unsatisfactory. If unfavorable reac-
tions which are not attributable to the 
product occur, the test shall be de-
clared inconclusive and may be re-
peated; Provided, That, if the test is not 
repeated, the serial or subserial shall 
be declared unsatisfactory. 

[48 FR 33476, July 22, 1983] 

§ 113.46 Detection of cytopathogenic 
and/or hemadsorbing agents. 

The tests for detection of 
cytopathogenic and/or hemadsorbing 
agents provided in this section shall be 
conducted when prescribed in an appli-
cable Standard Requirement or in the 
filed Outline of Production for a prod-
uct. 

(a) Test for cytopathogenic agents. One 
or more monolayers that are at least 6 
cm2 and at least 7 days from the last 
subculture shall be tested as provided 
in this paragraph. 

(1) Stain each monolayer with a suit-
able cytological stain. 

(2) Examine the entire area of each 
stained monolayer for evidence of in-
clusion bodies, abnormal number of 
giant cells, or other cytopathology in-
dicative of cell abnormalities attrib-
utable to an extraneous agent. 

(b) Test for hemadsorbing agents. One 
or more monolayers that are at least 6 
cm2 and at least 7 days from the last 
subculture shall be tested as provided 
in this paragraph. 

(1) Wash the monolayer with several 
changes of phosphate buffered saline. 

(2) Add an appropriate volume of a 0.2 
percent red blood cell suspension to 
uniformly cover the surface of the 
monolayer of cultured cells. Suspen-
sions of washed guinea pig and chicken 
red blood cells shall be used. These sus-
pensions may be mixed before addition 
to the monolayer or they may be added 
separately to individual monolayers. 
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