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TECHNIQUE TO A MORE ACCURATE SEMEN EVALUATION :
FLUOROCHROME TO DIFFERENTIATE THE TRUE ACROSOME REACTION
SUMOLYA KANCHANAPANGKA " SILPCHAI PIENCHOB ' CHONGKOL JIANSUWAN

! Department of Veterinay Anatomy , Faculty of Veterinary Science,

Chulalongkorn University , Bangkok 10330

Abstract
Boar, bulls and buffalo bulls fresh and frozen semen are differentiated for viability/non
viability and also for the true acrosome reaction using fluorochrome. The living and
damaged or altered membrane spermatozoa are also measured. Normal | living
spermatozoa are only noted when using 5 Jg/ml fluorochrome in the dry?preparation.
Evaluation 7 dayé afterward ( D7 ) reveals an increase in damaged spermatozoa (bull
41.3% buffalo bull 24.4% and boar 18.5%). Determination is irrelevant after 14\'days (D14)
using dry preparation in bull and buffalo bull semens ( frozen semen ). All sperms are
fluorescence on D14 . Damaged or altered membrane of the unfixed sperm allow the dye to
penetrate into the cell where it binds stron'gly to DNA. Boar semen ( fresh ) on day 14
has16.5 % more fluorescence sperms than DO.

FIuorochrome concentrations ( 10 or 20 pig/ml ) using in wet preparation do not have
a drastic effect on viability of spermatozoa. Number of viable sperms with normal acrosomal
ridge ( having potential-to develop acrosome reaction ) and all the nonviable sperms are
about the same at DO', D7 and D14 . Concentration of fluorochrome should be reduced to
5 Hg/ml in dry preparation and either 10 or 20 pg/ml in wet preparation. Binding with the
sperm DNA, fluorochrome concentrations used in our study can be examined incompletely
through - phase contrast microscope. To be able to differentiate between true acrosome
reaction and degenerative postmortem loss of acrosomal membrane, microscope equipped
with UV-excitation has to bé employed. In addition, we find that the dark field microscope
gives the best result in differentiating acrosome status and reaction.

Key words ; Fluorochrome , acrosome evaluation , fix - vital staining, semen
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o eden 1

?/ A:‘l' 1) =, Ad‘ = é’ = dy and' o =i
wianusldanunsouandifsenalaslauninnauaslumesgndsdidanagaanainnisaan
wanreutealaslanuasniafauaavisaesdusedmasadmanTundsanidesognie s
(degenerative acrosome reaction ) ~ de Leeuw ef al. (1991) ’La’i’maml‘iﬁms fluorochrome

. ., @ o ‘z o i i - 5 '
Aa bisbenzimide 33258 lwsusndmasdnaieudosananweniifisedld  Tae
L (]
bisbenzimide ArfudIuriTsdrasTafgmdnmezameausadllduiu DNA (de Leeuw
o ¥ s g d s =
and den Dass ,1992) vnlfimasagFauastuiansmagseandasganrmialia phase-contrast
nilgUnsalsoniduuusanliauas ultraviolet  LaaFasiifiaaIn fluorochrome 11l41 DNA il
anudugannn a1aAnmdoandasaaiisiatin phase-contrast 53THANM LA
é’d ¥ dl ta' o = L4 %’ ‘3 d’

nnsAneilqasfananaiieialssdvsnmnisawasiamnimindalunpaunaia
v o mad o am 3y A Ny e v < gy o d o vde
Fasnisaansonda NREnsUfibuaclfissaciienliduden  Aaduiamsnsadasadndied
Tinagwiantuidualasiaguamtinanwlunmanfadfimelaslanld  auauys

1
L )

¥ 2/ i v
guidndesadfielastannanysal ( debinnUjitaelasiay ) winhaazina capacitation

£
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dauvuazwainiu( fluorescence ) danmiudu(gnesatastnnln@ltdnainaan

(dark field) 100x
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2@l 3 2. ngu 16 Hedadnszilefidourailuidiu Aoddesuasriaaad ( fluorescence )

Qnﬁﬁ‘ﬁ’ﬂtﬁﬂ'ﬂuwm ( reacted acrosome ) Windmiau ( dark field ) 100x
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nzziin 1 aRAd 3 %UaAz 10%  N9elia 2 aAB15.4 % UAT 7.5% QNIARRI 7.5 % WAL 17 %

AINAAL
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H 1 4 @ g
gns WawFauidaseifidlunues 11AGawasnadadi 20 ug /mifi DO, D7 uaz D 14

\sasagnidaEaasannudndu 20 pg/mi daumnadsidan FawauTasadeananus

) d [} L 1 Q} g QI
(ngu 2a + 2b) Wa D7 waz D14 snwan DO Al TA1 iNaN 35% uay 38.5%  1A2 1A

Do

AU7.6% Uax 11.8% noziiat anae 3.5% N D7 whiNTN 13.5% 91 D14 novila? Ay

Dee

< X o |
T 7 % UaY 13.5% AnaiNTIL 9.5 1 D7 uaz 21% M D14

AYINLANGINATUTRIRUIU % Tadadngn 12 aldanuiduduiFacuat 10 uas 20

pg/mi uanslag m15199 1
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7 fathainde % Wasningx 1a fisnaiu X
DO in 1 20-15=5% 4%
in2 19.5-16 = 3%
neziin 1 20-17.5=2.5% 1.25%
nexiia 2 23-23 =0 }
4ns 77.5-76 =1.5%
D7 a1 5.52.5 = 3% 1.75%
2 13.5-13 = 0.5% }
nseiin 1 18.5-17 = 1.5% 1.05%
naxile 2 18-17.4 =0.6 }
ans 68.5-67.5 =1%
D14 a1 6-1.5 =4.5% 275%
Tn2 14-13 = 1% }
naxfle 1 10-8 = 2% 1.75%
nexdia 2 17-15.5 =1.5 }
qn3 60.5- 59 =1.5%

g 3

AT 1 ANTNUANANSAUTIBIRNUIY % Wasninay 12 e ldaniududud Faquas 10

@ q

uaz 20 po/mi

& 3

ANNLANFANTUIBISTUILTFMNaN 2a+2b e ldAc TN ug Faauas 10 Las 20

a ?

pg/ml  uansianmngah 2
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i Fetiainide % L%@ﬁqs’jmju 2a +2b figheriu x-
DO A1 62.7-62 = 0.7% 2.85%
a2 55-50 = 5%
nszile 1 57-54 = 3% } 3%
naxiin 2 56-53 =3% :
ans 8-6.5=1.5%
D7 A1 70-70.3 =0.3% 0.9%
fn2 85-83.5 = 1.5% } ,
nszile 1 50.5-46 = 4.5% 3%
nszile 2 63-60.5 =1.5% }
ans 17.5- 17 =0.5% | .
D14 a1 74.5-70.5 =4.% 2.75%
ln2 90-88.5 = 1.5% }
nszila 1 70.5-67.5 = 3% 5.05%
nsxila 2 69.5-61.5 =8% }
4ns 29- 26 =3%

i ’ ) o o ¥ o 3 |
g 2 AnuuAnAaiuTessauIEasagngy 2a+20 aldpoudududGasuas 10

uaz 20 uUg/mi
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N AadauiIauNARAR Faeuadn (fluororescence) wAWLITasIATM LiRRAFaUA vidaRAR
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