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This one-step staining technique uses nigrosin to increase the contrast between the background and the sperm
heads, which makes them easier to discern. It also permits slides to be stored for re-evaluation and quality-control
purposes (Bjorndahl et al., 2003).

For estimates of sperm motility, or vitality by eosin alone and for the hypo-osmotic swelling (HOS) test, prepare
fresh replicates from new aliquots of semen. For estimates of vitality from eosin—nigrosin smears and sperm
morphology, reassess the slides in replicate

Method

1. Mix the semen sample well

(Before removing an aliquot of semen for assessment, mix the sample well in the original container, but not so
vigorously that air bubbles are created.

This can be achieved by aspirating the sample 10 times into a wide-bore (approximately 1.5 mm diameter)
disposable plastic pipette (sterile when necessary).

Do not mix with a vortex mixer at high speed as this will damage spermatozoa).

2. Mix one drop of sperm and one drop of eosin — shake in a porcelain spot plate well or test-tube, for 30 seconds.
3. Add two drop of nigrosin, remix.

4. Make a smear and let it dry

5. Examine under a 40x objective.

Dead spermatozoa: pink

Living spermatozoa: colourless (nigrosin show up their outlines)
Background: dark blue

Asses the percentage of dead spermatozoa and living spermatozoa

After 3 hours: 75 to 85% of living form

After 6 hours: 55 to 65% of living form

After 24 hours: 25 to 40% of living form

(Preparation of semen smears. Rapid addition of fixative to semen does not permit adequate visualization of
spermatozoa, as they are obscured by denatured seminal proteins. For morphological analysis, it is customary to
prepare semen smears that are air-dried before fixation and staining. However, such a process leads to
morphological artefacts, since air drying of semen smears is associated with.
e changes in sperm dimensions: dried, fixed and stained spermatozoa are smaller than live spermatozoa
visualized in semen (Katz et al., 1986),;
e expansion of immature sperm heads (Soler et al., 2000); and
e Joss of osmotically sensitive cytoplasmic droplets (Abraham-Peskir et al., 2002; Cooper et al., 2004),
although large amounts of excess residual cytoplasm are retained.
Two or more smears should be made from the fresh semen sample in case there are problems with staining or one
slide is broken. Assessment is performed in replicate, preferably on each of the two slides, because there may be

significant between-slide variation in sperm morphology and allow it to dry in air).
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Errors in estimating numbers. The precision of the estimate of sperm number depends on the number of
spermatozoa counted. In a Poisson distribution, the standard error (SE) of a count (N) is its square root (vIN) and
the 95% confidence interval (CI) for the number of spermatozoa in the volume of semen is approximately N £ 1.96
x VN (or N £ approximately 2 xv/_N). If 100 spermatozoa are counted, the SE is 10 (v100), and the 95% CI is 80—
120 (100 + 20). If 200 spermatozoa are counted, the SE is 14 (v200), and the 95% CI is 172-228 (200 + 28). If
400 spermatozoa are counted, the SE is 20 (v400) and the 95% CI is 360—440 (400 + 40).

The sampling errors can be conveniently expressed as a percentage of the count (100x(vN/N)).

Eosin 2x50 ml
Nigrosin 2x50 ml
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Endnotes

1 The timing suggested in the leaflet are approximate and may vary according to your specific needs. If they are
used intensively, for staining solutions may lose their dyes, so it is necessary to extend the time of staining
solutions, or replace with new products.

2. Include positive control slides in each session.

3. Some hydraulic systems deliver acidic water, unsuitable for use for the part of the procedure for the blue
coloration. If tap water is acidic, instead using a dilute alkaline solution, for example, water buffered by Scott.

4. The presence of purple or red-brown nuclei a blue color indicates unsatisfactory.

5. If you over-eosin staining, nuclear staining may be masked. If done correctly, with eosin staining shows a three-
tone effect. To increase the differentiation of eosin, extend the time of immersion in alcohol, or use a first alcohol
with a higher water content. You can adjust the times of immersion in alcohol to obtain an adequate eosin staining.
6. We do not recommend the addition of stock solution in the working solutions of haematoxylin and eosin.

7. Avoid excessive drag (carryover) of water solutions in alcoholic eosin.

8. The data generated by this procedure are to be used only to support the diagnosis and should be evaluated in
conjunction with other tests and diagnostic data

Le informazioni sopra indicate sono riportate con la massima accuratezza e rappresentano le migliori informazioni
attualmente disponibili a noi. Tuttavia, non diamo garanzia di esattezza o qualsiasi altra garanzia, espressa o implicita
al riguardo di tali informazioni. Inoltre; non assumiamo nessuna responsabilita derivata dal relativo uso. Gli utenti
dovrebbero effettuare le loro proprie indagini per determinare l'idoneita delle informazioni per i loro scopi precisi. In
nessun caso D.D.K. sara responsabile per tutti i reclami, perdite, o danni diretti o indiretti, o verso terzi, o per i
profitti persi, o danni speciali, indiretti o fortuiti, conseguenti o esemplari che possono intervenire, anche se D.D.K. si
€ raccomandata della possibilita di tali danni.

The information above is believed to be accurate and represents the best information currently available to us.
However, we make no warranty of merchantability or any other warranty, express or implied, with respect to such
information, and we assume no liability resulting from its use. Users should make their own investigations to
determine the suitability of the information for their particular purposes. In no event shall D.D.K. be liable for any
claims, losses, or damages of any third party or for lost profits or any special, indirect, incidental, consequential or
exemplary damages, howsoever arising, even if D.D.K. has been advised of the possibility of such damages.
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