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SUMMARY

The object of this study was to find simple and effective methods for the speculation of
vitality and scrosome status of bovine spermatozoa, The eosin-nigrosin staining, trypan
blue staining, and naphthol vellow S-erythrosin B staining was often used for the specu-
lation of vitality and /or acrosome status of bovine spermatozoa, respectively, This study
has shown that the combined trypan blue-naphthol yellow S-erythrosin B staining 1s more
accurate and effective for the examination of acrosome status and vitality of bovine
spermatozoa,
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Eosin-nigrosin <42 Barth#+ Oko(1989)2] ®F
Wl F3he], AALFA 20ul 9l ¥ 3Fe] eosin-nig-
rosin g4 4 & slide glass o] A= a8t 5271 &
o, dMF & =@agoen alcohol lamp Ao
Az 7 F gerda G A 724 skl o { x400),
AR BANELE TR §A d49 As
ArEA AR, A HA @32 A Rele 3¢ S
AAR FPan(Fig 1), 3 2 2 200712 A&

B A7es AU E & gl T4 A gld o8 F L
YA g at e ol o BH{College of Veterinary Medicine, Seoul National University)
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Fig. 1. Evaluation of the vitality after eosin-nigrosin
staining. L indicates live sperm and D indic-
ates dead sperm{ > 1,000).
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{2) Trypan blue 244

Trypan blue 942 942 Sanchez §(1555) 2
b WEste] A sk A3 AAT RS
2} E79] 0.2% trypan blue(Sigma Chemical Co.,
St, Louis, MO, USA) @a4& g8 F37e ¢
Zo| M 10%7F vlFete] Astglen], modified
Tyrode’s sjgdos 23 fPAHAT ANE
1107 sperm cells /ml =2 A B3 F slide
glassd) T=EEla 2] A dxzAR F 35d
B 73%1—011*1 a%%}ﬁit‘r(xmo). A A AL 3 7]
o 2R} A g9 A& AHEAAR, 94
A ?%31 uhA Bol: AE AEAAR B Fon
(Fig, 2), & ®& 2200701 &] g & A4S
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Fig. 2. Evaluation of the tality after trypan bive
staining. L indicates live sperm and D indic-
ates dead sperm (% 1,000).
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{1) Naphthol yellow S -erythrosin B €444

A e] A YA Lenz (198302 Wl =3
o] AN stATh AR S slide glassell =&
o 40°c FheelA Az:A#H 2, 0.1% naphthol
vellow S ga<jel A 3022 A% F 1% aque-
ous acetic acid® 1027 A4 stddh, 4= =48

£ 0.2% aqueous naphihol yellow S} 0.2%
aqueous erythrosin BE % %% 449 (pH
4.8) o)A 1387 gHeHL, FRTR AFT F
7] Folla] HAAH LA, cover slip2 2 Wol F
a8 7 el @:gs}ﬁq(xmo, x 1000},

AAe AR BERAES 23 AARA
gy AHY gae) =HA] %‘E A& Aol
dojit Aoz, FA o Szt AA 48 e
HAsgtao] dojupA ¢ Hew svHFig. 3),
HA g EE B 20042 AAE REFA Y
&8 FAEA

3) MALH HAES SA HAL

(1) =8l Trypan blue-naphthol yeliow S-erythros-
in B 2444

of Wb Zhzke] AAMENY E HAFAYE &
8 AezM, FARFA6 trypan blue A&

Fig. 3. Evaluation of the acrosomal status after nap-
hthiol yellow S-erythrosin B staining. Al indic-
ates acrosome intact sperm and AR indic-
ates acrosome reacted sperm ( X 1,000).



T F slide glasso] =%3l3 naphthol vellow
S-erythrosin B g§4-2- 353t

A Ae] HA AL trypan blue §4 5} nap-
hthol vellow S-erythromin B @4 o] 715 o
g 7Rz FEIEY &, AR w3 Ee
postacrosomal regione] E£27] 949 AL Abg
FAE, BEFdor gHaE AS AEPAR B4
o, zpzhe] AH4d st FHARLA G R
HE FMo] A e AL AN Ao R
o7, HAY GREA7 AA d48 AL AA kg
o] dojupA] g Aoz sgink(Fig. 4). ¥rF 3
AN 1RER MAMRA S Hste] 20009 HAS
Aale] A &g sy, 232 AE B4 F
A 200785 FETS AANEEE FAEAT.

Fig. 4. Evaluation of the vitality and the acrosomal
status after trypan bilue-naphthol yellow
S-erythrosin B staining. LAl indicates live
acrosome intact sperm, LAR indicates live
acrosome reacted sperm and D indicates
dead sperm, respectively (% 1,000},
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AAAAFARL) A2 VA& AR A
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(%‘&‘5 2 eosin-nigrosin g4 e g2 FHAh)a ol
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1} Eosin-nigrosin % trypan blue 4K

Trypan blue G292 AP 4442 AF
7] slEte], ¥4 2 HAE A2 R eosin
-ugrosin YA MSES dway €2 A=
Table 13 2},

& FEARL Fal A, g 2 F 104
7 72 AEL L eosinnigrosin G4 FelA zhzh
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A zte] AAGFE AEEL HoFez T
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Table 1. Comparison of bovine sperm vital rates between eosin-nigrosin stain and trypan blue stain

Post-thawing (hours}

At thawing -
2 10
E-N? TB? E-N TB E-N TB
Vital rate{%z)3 90.0x2.0° 90,5+1.5° 79.0+£3.9° 79.0+4.8° 06,3x3.5° 56.2+3,8°

L2 B-N indicales eosin - nogrosin stain and TB indicates trypan blue stain

IMean + ST

*¢ Values with different superscripts are significantly different (p<0.05)
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2 AERE §93¢ Aolrt AU, A
o2 A AEe& FHAY AeA trypan
blue <4)-& eosin-nigrosin Y43 {AF 8=
B 3§84 FA550)

2) Naphthol yellow S-erythrosin B 2442} trypan
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Axe] AANZEEL 2ok A N&HA &
AR 7 v WHE FYa)r) At 7129 eos-
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B 447 AE2AANE T T F 3=s wT
A1 2% trypan blue-naphthol vellow S-eryth-
rosin B g4 v|n HE$ A5 Table 2 2 35
24,

AR &8 F B A FYS AL FA AE
&£ eosin-nigrosin 44 9 naphthol yellow S-er-
ythrosin B @444 2tz 88.0 2 75.3%°1%.2,
trypan blue-naphthol vellow S-erythrosin B ¢4
A ztz} 89.2 B 76.7% o] r}H(Table 2). A&
& T A9 BEeA WA e Fated wie}
#H o PFasR e p<0.05), TY =318
A dAge g 4Egde #2034l Felrt ¢
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FEFY 5 F 2 pATYE 64T Fo HA
¥H$-8 2 epsin-nigrosin 94 ¥ naphthol vellow
S-erythrosin B @404 zbzk 4.2 2 91.0%9] <]
X, trypan blue-naphthol yellow S-erythrosin B
AN zhzt 4.7 F 91.8%°) U H(Table 3), 2
7] AANEES v T AR wtet FolF
o2 Z7 a9 (p<o.0s), $Y =AM @
Ago] ma FAW-S-Ed= F2H A7t 94
=) ¢ksicl. A= e 2 trypan blue-naphthal yel-
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Eosin-nigrosin 22 AHz}e] AAF o2 o]
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1989}, Trypan blue 42 242 WA 9 A sF
@ dH e AR 9 4AAF F AR} B

Table 2. Comparison of bovine sperm vital rates between eosin-nigrosin stain and trypan blue-naphthol

yellow S-erythrosin B stain

At thawing 5 h after thawing
E-Nt TB-NYS-EB? E-N TB-NYS-EBR
Vital rate(%)? BB.0x£1.5° 80.2+1.5¢ 75.3+3.0° 76.7+£3.1°
L2 Fi-N indicates eosin-ingrosin stain and TB-NYS-EB indicates trypan blue - naphthol yellow 3 -erythrosin B
stain '
®Mean + S.D,

&b Values with different superscropts are singnificantly different (p<<0.05)

Table 3. Comparison of bovine sperm acrosome reaction rates between naphthol yellow S-erythrosin B
stain and trypan blue -naphthol yellow 5 -erythrosin B strain

At thawing 5 h after thawing
NYS-EB! TB-NYS-EB? NYS-EB TB-NYS-EB
vita] rate{Z%5)? 88.0+1.5* 89.2+].5° 75.3£3.0 76.7+3.1

12 NYS-EB indicates naphthol yellow S -erythrosin B stain and TB-NYS-EB indicates trypan blue - naphtho)

yellow S-erythrosin B stain
3 Mean + S.D,

ab Vilues with different superscropts are singnificantly different (p<0,05)
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o EF-FEAA FR FAL4HE HAEE
22 FRIE 2 olf AN AAY 5y
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o] BPRE A AA Y o) RF AN st
S AR BrbEEt) o i FAw-g3ArA
AER 2L ANFANLAA oI AL A R}
A WA o FALAAAE g5 BAY S
P DAl gy dden, o8 Bass 5
of BALe] BAPES AHYHALE B4 F 4 ¢l
W22 Bismark brown, rose Bengal % try-
pan blueE ¢]8-% triple @4 o] 7y ¢lch(Tal-
bot=} Chacon, 1981). =1} o] ¥y L AL, nle
&, B3 g4 ARE Axsle de S8R9
ol Fagste] da4 e AHE 9L 5 9
AtHCross ¢ Meizel, 1989), & A¥oM = o7
T EAE fAsIA & P e A &
% ¥yl naphthol yellow S-erythrosin B <344 3}
A E g A9 trypan blue 42 WL Eo &8
A& FAEsE Trypan blue-naphthol yellow
S-erythrosin B @428 P& JANREL
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