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Objectives: We have previous reported that thawed testicular sperm and sperm extracted from
seminiferous tubule could achieved optimal fertilization and pregnancy in azoospermic patients.
However, thawed testicular sperm did not show motility in many cases. Therefore we studied
viability of immotile sperm extracted from frozen-thawed seminiferous tubule using hypo-osmotic
swelling (HOS) test and eosin-Y test.

Materials and Methods: After sperm extraction using for ICSI, the remained sections of
seminiferous tubules were frozen with a computerized freezer. For thawing and preparation of
testicular sperm, the seminiferous tubules were thawed by removing from LN; and letting them
at room temperature for 10 min followed by 37°C water bath for 10 min. The prepared samples
were washed for free of preservation medium and sperm preparation method described previous.
Sperm was suspended in 0.1 ml hypoosmotic solution. After 30 minutes, the type of distally
coiled sperm were assessed.

Results: In 44 cases of cryopreservation of seminiferous tubules in obstructive azoospermic
patients, the fertilization rates with 2PN were 71.4% and pregnancy rates were 34.1%. The
presence of motile spermatozoa on subsequent post-thaw testicular sperm remarked 15.1% and
were increased to 77.3% just before ICSI. After sperm extracted from frozen-thawed
seminiferous tubule, 3 hrs later in in vifro culture, the cases of presence of motile sperm, reaction
of hypo-osmotic swelling test and viable sperm were 63.6% (28/44), 93.2% (41/44), and 77.3%
(34/44), respectively.

Conclusions: Just after post-thawed testicular sperm did not showed motility. Although motility
was gained after in vitro culture, many cases showed non-motile sperm until optimal insemination
time. However, HOS test showed positive reaction in non-motile sperm. Therefore, HOS test is
an alternative method for the selection of viable sperm for ICSIL.
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Table 1. Outcome of ICSI using spermatozoa extrac-
ted from frozen-thawed seminiferous tubule

Table 2. Comparison of presence of motile sperma-
tozoa after thawing

Total

No. of cycles 44
No. of retrieved oocytes 601
No. of injected oocytes 507 (84.4%)
362 (71.4%)
174 (40.1%)

15 (34.1%)

13 (29.5%)

No. of fertilized oocytes
No. of transferred embryos
No. of pregnancies

No. of ongoing pregnancies
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Table 3. Comparative results of differential evaluative methods after thawing

Motile sperm present

No. of cycles
3 hrs after thawing

No. of HOS react No. of viable sperm

44 28 (63.6%)"

41 (932%)" 34 (773%)"

*p<0.05
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