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injection of a mixture of HTT homogenate and Bordetella pertussis phase I vaccine (BPY) given in divided
doses into the hind footpads failed to produce any lesions, also. If a secondary intraperitoned injection of a
mixture of HTT and BPY is administered 34 days afterthe primary inoculation in the latter group,
micrascopic changes invalving the tubular elements become apparent as early as 3 days aftar the
secandary dose. Ifthe titne interval for the secondary injection is decreased to 17 days after the primary,
total destruction is seen about 20 days later. The microscopic evidence of aspermatogenesis correlates
well with the inability ofthese males to impregnate. Positive delayved hypersenstivity reactions can be
elicited in the skin, and the sera of these aspermatogenic mice produce markedly positive PCA reactions is
normal mouse recipients when challenged with a testicular extract. Thus both cellular and humoral
antibody may be involved in the aspermatogenic process.
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The lagl group was sserifieed on the forty-niath day fellowing the primary incewlation. ~ R

As controls, the testes of normal males of the same strain, sge, and approximats weight 1 T
were removed for histological comparisan, L1
gister

Time relationship between primary and secondary injections
Mice of both the (D1 and OFW strains (Carworth, Inc.) were injected with HTT and i
—

g

BPV as described above except that the intérval between the two injections was reduced from
34 to 17 days, Thirty-six to 30 days after the primary injection, most of the mice were
anesthetized with ether and castreted through the scrotal sae. The testes were preserved for
histological examination. All the animals, ineluding the intact ones, were kept alive for further
study.

Iseimmunization with Freund's odjuvant

O
CFW adult male mice of about 20 grams body weight wers injeeted introcutanesusly with v @
four stimultaneous inoculations of 0.1 ml. each of an emulsion containing 0.5 mg. (wet weight)
of HTT im Freund's eomplete adjuvant. The mice were reinjectad intracutaneously as above at
intervals of 2 weeks for a total of three additional inoculaticns. Seven weeks after the last
injeetion, 16 mics wern killed and their testes prepared for histalogical evamination. Foor miee,
so treated, were allowed to mate with 2 females onch in separate cages for a period of I weeke.
At the end of this period, these mice were killed, also, and their testes preserved.
Ag eontrols, mies of the pamo steain, ags, and waight wors injested with o eveponsion of
HTT or Freund's complete sdjuvant alone and reinjected and killed aceording to the above | BN
schedule, One group was left wholly unincenlated.

Preparation of testicular antigens

Tha method described by Freund and associates? was used to obtain four fractions used
in subssquent testing. In brief, this procedute consisted of collecting the supernatant fluida

|
3
|

obtained after 30 per cent sturation with (NH,)80, of a 0.1N acetic acid extract of CD1 Dlfiss
tostes, To thess was added ammonium sulfate to TO per cent saturation; the supernstapt lpid = 0§ -~
was designated Fraction 4. The sediment was suspended in water and the insoluble residue was E1-9

dissolved in 0.IN NaOH and designated Fraction 1. The supernatant fluid was precipitated  f f-----
with 20 per cent trichloracetic aeid. The sediment was suspended in water, centrifuged, the
saluble fraction designated Fraetion 3 and the insoluble residue as Fraction 2.

The techniques of Brown and associates,® utilized to prepare the fraction for testing,
consisted of avtoelaving an (L85 per cgnt saling snspension of OD1 or rebbit testes, The
insoluble residus wae disparded after centrifugation mnd the supernstant fluid dislyzed and

Iyophilized,
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