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Production of Pups Following Artificial Insemination by
Canine Intrauterine Inseminator

LK. Kong!, S.G. Cho, Y.T. Im, S.I. Lee and S.H. Wee*
Department of Animal Science and Technology, Sunchon National University
*Chonnam Livestock Research Institute

ABSTRACT : This study was conducted to develop an intrauterine inseminator (IUI) to deposit of
frozen semen into uterus and to evaluate the results obtained after artificial insemination by IUL
Two Japanese spitzs (2 to 4 years of age) were used as semen donors. Semen was collected by man-
ual masturbation into sterile glass collection tubes and separated into 3 fractions with only the
sperm-rich fractions retained for further examination. Sperm motility >70%, sperm concentra-
tion of 200 to 400x10° cells/ml, and up to 15% abnormal and dead spermatozoa were used. Each
ejaculate was centrifuged at 400xg for 5 min and poured out the suspended solution, and then
diluted with 2 ml Tris-buffer which was consisted of 2.4 g Tris, 1.4 g citric acid, 0.8 g glucose, 0.1
pg/ml streptomycin, 100 IU/ml penicillin, 20 ml egg yolk to 100 ml mili-Q water (Ext I) or supple-
mented with 8 ml glycerol and 1 ml Equex STM paste to 100 mi (Ext IT). The diluted semen was
cooled to 5°C in cold room, where the temperature in the sample reached 5°C. Two h after begin-
ning the cooling procedure, 2 ml of Ext I, also at 5°C, was added and mixed by gently reversing
the tubes several times during 1 h. The final sperm concentration for freezing was approximately
50x10° cells/ml. After equilibration, the semen was loaded into 0.5 ml straw and frozen on the lig-
uid nitrogen vapour in styrofoam box. The straws were thawed at 70°C for precisely 6 sec. After
thawing of each straw, the frozen semen can survived over 50% motility. All the females: were
inseminated twice with 1 ml of 25x10° cells/ml concentration at 48 and 96 h after optimal insemina-
tion days estimated by viginal epithelial cells staining. The semen was deposited into uterine body
by IUL The catheter of IUI can passed the cervix and deposited frozen semen in intrauterine body
instead of vagina. Four out of five females inseminated were pregnant and three out of four preg-
nant female were delivered 11 pups. The results obtained indicated that Tris-buffer contained
Equex STM paste could be frozen the canine semen successfully, and IUI can also be improved the
pregnancy rate and reduced the total semen concentration per Al rather than that of vagina
insemination.
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Table 1. Composition of Tris-buffer extenders for canine
semen freezing

Compounds Extender I Extender 11
Tris 24 g 24 ¢g
Citric acid, monohydrate 1.4 g l4 g
Glucose 08 g 08 g
Na-benzylpenicillin 0.06 g 0.06 g
Streptomycin sulphate 0.1 g 0lg

Egg yolk 20 ml 20 mi
Glycerol - 8 ml
Equex STM paste - 1 ml

D.W. to 100 mi to 100 ml
pH 6.53 6.48
Osmolarity 740 mOsm/kg 1370 mOsm/kg

(Rota &, 1997)
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Table 2. Sperm concentration of two sperm donors after
semen collecting

No. of concentration

Donors Rate of survival
counted (MeantS.E.)

and progressive (%)

Donor [ 85.0+5.8 3.5+2.9%x108 cells/ml
Donor 11 81.0+11.3 2.8+2.4x108 cells/ml

*Semen collections were replicated 10 times in both donor
TorlL
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Table 3. Survival rate of frozen canine semen cryopre-
served by Tris-buffer supplemented with Equex STM Paste

Survival rate of

Donors No. of replicated frozen semen (%)
Donor I 725 72.5
Donor II 62.5 62.5
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