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F- 363 CBEE. 374
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Control WM-Bovine
SR SYBR-14 sperm reacted sperm
[E9F e do) ofgt Fap A& mxe= G 24, A) FAIEEA O o5 Fa A
=4 E443 B) 9 v AE 2 Aol Ao SYBR-14 ¢4 ARl vl &
(3) A =4 T do] Aol wx= F3F A4
A zxd gGwd s olgdl] FAke] EAdol WA= TS CASA #A7IE &3 &
Aek A, dizare] AAeE sd AR &5 FAIF BEHJS. olE e Ay wh
Ao Ay o3 AR e A3 WstE fFEskA 7] wwd - 2 4
& LS 9% 71E s A&s s Fsitte Aol i EAS
[ & Axd a9 Ao i gxpe] Wl i ]
Average Values of Speed
9 pe Control Frozen Semen WMan treated Frozen Semen
parameters
Sperm parameter (10min) Total |Slow [Medium [Rapid | Total |Show |Medium |Rapid
Curvilinear Speed (um/s) 1219 [171| 396 [1306[1165 | 13 | 396 |1264
Rectilinear Speed (um/s} 516 |79 | 134 |555 | 499 | 5 | 133 | 546
Average Value (um/s) 662 (104 196 | 71 | 608 |68 | 187 | 663
Lineanty Index (%) 423 (463 339 | 425 | 428 |383| 337 | 432
Straightness Index (%) 779 |762 | 686 | 782 | 819 [735| 714 | 824
Oscillation Index (%) 542 | 608 | 494 | 544 | 522 |522| 472 | 524
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Cou: BARNS o — 4o AR — AAAF AGFY WA F F 2080 FRA - v 7

o
A5 WA AAFR WE - ANFA FE

Do BAANS 3 — Ao AR — AAHNF A A FQ F 208 FEAL > 9 F
QA WA FY — ANFY FE

) A e 71EE &8s Aite e v w3 A
EUS A3 AAE o] &3te] AE A AFEAT Fd wiHrE e A FUE 9
sto] A& AL T AskE B mutg s vz we w2 o] wjitd s %
Abeltle. L A AL $ 394 TS 0.3% fatty acid BSA H7FsE v x| oA A
Znf ket - wiutE 2 o] whdo] 131% R o, HIELS 11.33% N2, AN AL4AH T
394 FE3heS 0.3% fatty acid BSA FH7FgE v x|o A vk o] 10% FBS #H 7}k nj A
o A 5UZF wjgst Azfol QJojA = miubE 2ol whdo] 235% %o HIELS 614%=
AL 4A & 394 E&HS 03% fatty acid BSA 247}51 i R ol A AL wjeket A9-Boh
=S, wEA BE ALeAdd] viYge AgaAH F 344 EIEHS 0.3% fatty acid
BSA 713 A oAl vk o] F 10% FBS 71k vix] oA 5L 3 v Fst= WHS ALE
SFS .
[ & Sz AYgFgdete g A
H7ME A g =g & i HkE 5 (%) 23l 7 (%)
BSA" 199 26 (13.1%) 3 (11.3%)
BSA — FBS™ 201 46 (23.5%) 29 (61.4%)
BSA : AFAH T 394 ETHE 0.3% fatty acid BSA #H 7}k v x|o A 54 7F AL v
**BSA — FBS : Xﬂ A 5 3%“1]] S 0.3% fatty acid BSA #H7Fsk v Ao A vl<F o]

(2) /\ﬂ% Ak 7N 7es E8% 7IE AEY &% AT

[¢)
LDL.% gl ] u] 1/\}

Ao dsds Argdd 5 st on, Ao

g 2 2ASES. 7 A% ElA Rivbst go]l FWE A A
e AAE ool AAFAT WETL RIEO| B.0%E FHW AL FAE o
gobel AFAT A9 BRL (M6900RT FelA QA ke, Ty, wuzzel
TYEOEY/EHDE dErel 49 365%00H, EF Az A4S o8 WU
A9t 3AT%EA BAA KO3 glo] BUW FEom Agudsis AL 2L,



No. of IVF No. of cleaved No. of Ratio of blastocysts
Treatment .
oocytes embryos (%) blastocysts in cleaved embryos
Control 813 610 (75.0.%)* 224 36.5%"
Wholemom treated 1,737 1,156 (66.9%)" 404 34.7%°

Values with different superscripts (a, b) within column differ significantly (P<0.05).

@ B9 AE AL ven e FY ALY 44 $PAYE fEs] X 44
o $E4e AAY Foldtn ol dstel X YA FAFES FPAA, AT A
A7 folA A 2SS

A9, o5 flote] # AFolA = izl A dnk ulgk

el miwkEe 201709 AESHH S PCRZ &9ls
Rattanasuk & (2011)¢] A3 FoA +=3h3}HE multiple PCR Primers &
St aL, ha/FA oA F

=3 genomic DNAE A 39 control® AFE3F3ATh 3ol
A ®E=npel o] ob/FA il genomic DNAO|A ¢FAS bovine specific gene?t 73
H 216bpe] PCR AFEwre] A& om F79] - bovine specific gene¥} bovine
male specific product?] 181bpe] AtEo] FAlo] HEFHAS. ol8fs Ay & nigto=z 7t
Zho] it ol A HEE PCRAMES] gAs whdeto] A& wdsdls. ol A 2

= Table 39 A3t¥ 2™, control®] 45 F =), 1 4 6671
(47.2%), =7 T570(52.8%)° AHE S S A} Faf wivtE S 20170F
o M= 7 173(85.4%), % 28(14.6%)2] Adn

=
=
2 fola A AdHem 280 A5 AL BAAAL.

—_
D~
—_
=
o
=

jas)

=
ke
e
=2

>

[ &9 Ag ZAE ol &3 & AefsATe Aul]

No. of IVF
Treatment Sex of IVF blastocysts (%)
blastocysts
Male 75 (52.8)
141
Control Female 66 (47.2)
Male 28 (14.6)°
Whol treated 201
olemom treate Female 173 (85.4)°

Values with different superscripts (a—c¢) within column differ significantly (P<0.05).



L & ¢ 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19
Control

L g 9 1 i 3 4 5 6 7 8 9 10 11 12 13 14 15 16
Control

[ Multiful PCR(
Aul ZAL (A) Hx
12, 14, 16, 19). (B) &% A2 HAA & =),

ladder, §: &c4& 9 DNA , $: &4 9 DNA]

(b)) =93t percoll A ] Aapell o]g A &A= i
@O Zwo]l Aeld AAdA Y-BAE Egste] 2 %)
4ol A HE=npel o]l AAE S, A+ AP 2

5 2087 =9k el — percoll A7 & SH{H T

= A Aol F9 — AAFH =

gotA] &2 AAE o] &t AL+ o

A5 percoll Ad]l F SFH AAE o]&3t

Zato] Hlulste] vk # g

BEEAS. 2y, wiNtrEe wde g2 375%EH RS A" FAE

S
ot

Hjatske] el 7h §lRt .

[=%3} percoll 18] AAHE o] &3 4 Ao W&

No. of IVF No. of cleaved No. of Ratio of blastocysts
Treatment .
oocytes embryos (%) blastocysts in cleaved embryos
Control 551 417 (75.7.%) 157 37.5%"
Wholemom & b
751 505 (67.5%) 186 36.6%"

percoll treated

Values with different superscripts (a, b) within column differ significantly (’<0.05).



@ o] Agd Bl percolls AEste]l ¥ AAS 3], $79 A&
o] g3teo] ALFA F HNELE PCRS T3 59 AAY 2AE d9S 4% &
5¢F 19 3ol B mbel e 1 A FolA B upeh o] Euhs AAAYE §HA
G g ANE & ANFAT fol WUEE PCRS B 9o Awd 2AE o
Ay FAT A v &0 534% W] 46.6% WH, EH-S He¥E GAE percoll A E
F sAE AAE olgste] AR & AFAY F MNEZ PCRE 5T F4 4
W ALE 3 Aol M= A A Bl Eo] 765% W 235% = FAHY Bl&o] =%
. o8 2e dides EHS AAAYE sto] $HE AT F AdFB8E sde 4
&, Y-AAE g0 Hol AAFAE & U gl Hw, BE A% HEL S XA
AEo]l AlolgAS s | Adz AFREHY, ol#HA SHE AAE st SE A
AE Bel T AGHS FEIGA Y-4A4E ol gdtel AFHe @ Ao AR
[Z%, percoll 2] B} Freffo] A& AsA o] dl]
No. of IVF
Treatment Sex of IVF blastocysts (%)
blastocysts
Male 84 (53.4)°
Control o7 Female 73 (46.6)°
Wholemom & percoll 186 Male 143 (76.5)°
treated Female 43 (23.5)F°

Values with different superscripts (a-c) within column differ significantly (P<0.05).

A:EY
3 oz
By

L ¢ ¢
control

at

B : [=]
I M2 2
percoll H2|Z

mlnr

L d 2
control

[ Multiful PCR(Z 57 Eo] 4%} BY, 4 Eo| #7%; BSP)S o] &3 A ujutx

o] AH] ZAL A tIERT i]ﬂ iRtz el B . &9 A E S3E HAE percollE —rﬁ
slo] AYAReE 4 A9 widkEe (L : 100 bp leader, ¢ : &A ¥ DNA, & : 3 o
DNA, [0 : $3) ]



Al 1R A ARE T AT AL JIE A B A5
(D) A 28 71ES 288 s24HS o] &3 dAdAM 9 Adg+H
A B N1=(Ew7E Agd dls Ador Ao AdFFAS AAEgoen, ¢dF
A T Aoy 9 szl wE Aud FALE AAEA S BolA KB mkel o] 19
N F7He dIde® 10079 g-fol Zwho] 2083 A FAo= 2017d 78 T
H 354 E stdon, oA Henkeh o] dizatdd Zve] AHgd e AAo=
A derds AAE A34E Rlasdds W dAE (82.7% vs 79.0%), FAkE
(8.3% vs 51%) % ERFE(91.7% vs 94.9%)l AFol7F gl sFAIRE A Abape] AL
of oA thxwel Fde] Agd sE AHow AFANA deFAS AN AHE
HlaLskls o 56.1%9F 72.0%= Ewol AgE ds FdAow AN JdeFAHS o
(e A7 ==
[ 28 7I=(EHE 283 derd § dAlolq 3 Abxtel mE dad A
No. of No. (%) No. (%) No. (%) No. (%) of sex
Treatment . " . .
Al pregnancy abortion parturition determine in offsprings
Male 29 (43.9)
Control 87 72 (82.7) 6 (8.3) 66 (91.7)
Female 37 (56.1
Wholemom Male 21 (28.0)
100 79 (79.0) 4 (5.1 75 (94.9)
treated Female 54 (72.0)

(2) 4 ¥ 7122 289 BAYAE ol§3to] Y wjukE
Oh E% ADRAE 3 A

2h&

9l

ITE VN 52 = = A Al Eo] 256%%}F 346% = dE] = 2
WA ol Astls A7t el er =%E (p < 0.05). FolA Henpel o] winty
o] A Al Fekg-o AALAHI LBAHFE ME AL FAL] JoiAE PGFod ot
A5 2(35.1%)9 AU AARH(336%)S FET A9 zolrt e, dHE, %
A Bzukel o] digl o] FAGEf whE wjukEe] oA F Qg FAbe] UAAE
A de ol wel A7 Hodola EREo] F(crown)o] AT A¢E AT, AU FA
B}k #Z& 15mmeolste]W A crowno] A= AFE BT, 28| A A= Aoy
crown®] fl+ A& Co=Z FFste] SRt s o2ttt 1 A3 ‘oA Henp
o Zo] A& 34.7%, Bire 323%2A dal&e] Aol= fIAAT, Ce] A§ 145%

24 At BEEY folaA ks (p < 0.05).



[ tHeliol o2& = vty Fro] mE A& A

No. of blstocysts transferred No. of recipients No.(%) of pregnancy
One 54 14 (25.9¢
Two 118 41 (34.7°

aPWithin a row, values without a common superscript differed (P < 0.05).

QA& FAH

it

[ ol 4] dielme] Aehugt wgwe

Estrus No. of recipients No.(%) of pregnancy
Natural estrus 172 57 (33.1)
Estrus induction® 78 27 (34.6)

PG Folol o3 @A)

[ thefsle] A/defol wpe mfutEo) o4 § Jala A}

Condition of

No. of recipients No.(%) of pregnancy
corpus luteum
A 99 35 (35.4)°
B 86 27 (31.3¢
C 58 9 (15.5"

aPWithin a row, values without a common superscript differed (P < 0.05).

(b meba, ol @ A o4 20e wEow Ty AAAE Bga AN
HjHEE & o] 2] stopd ) 7 10914 BEuket o]l Fd 7R 4072 tig] Eo
CERCETER= ISR = A% dgolg. oA
4o demd 14 o 4e

> 5
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r
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)

1

= 5= YAlEo] 256%, rabEol

3 7
92.9%7% 2‘3% o5 A AbAfol A FZo] 76.9%%} A o] 231% = A Q]FA TS
7ol kAol woks

(& dnt AejeAd st S A ga fd AdsAdTe ol A= v

o2

o

_—

Species of No. of No. (%) of No. (%) No. (%) of No. (%) of
blstocysts recipients  pregnancy  of abortion  parturition Male Female
Normal IVE 54 M@se  1@D 13029 0 3@
embryos (76.9)
Wholemom

treated 40 11 (28.3) - 11 (100) 3273 8 (727
embryos
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of. 9 AAG ol&F EY Ao wWE A 24 F% AE
(1) o Aol =9 A & FA4HE
O A8 H s AP ¥ FHAREH AAES FHE] fste F4 7 A5
FRgoRne Fos AAde. FAL A F 9PN 2AG A, E 120 B
Eulksh 2ol F ASIBHY A Bl A, S04 Uel AAEE R 1406
Wk} 7k A e Ee Aow zAEgon, ¥ 1304 kel o] AAAe] I
2 wE 32819 9kuly], F37F 1,058 wknly], =¥ 1739 gkely] 9@ & Quigh }ﬂi =
NEEE
[ 48N 5% HH ]
4714 = Percentage T =
(k9] - (%) #1/m] 2 NEY 2
AR 2} 8 0.2% 6.4 31.9
A3 &5 3,014 66.7% 2,400.0 12,000.1
AEF 1,496 33.1% 1,191.3 5,956.3
_ 3,597.6 17,988.2
3 4518 100.0%6 - -
(= 20 mill/ml) (= 40 mill/total)
[ 44 2 Au]
e 25 Percentage T =
(%) 2/l F e T
L= 3,281 72.6% 2,612.6 13,063.2
=3t 1,056 23.4% 840.9 4204.4
o= 173 3.8% 137.8 688.8
HE 8 0.2% 6.4 319
Progression Velocity
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LolA = 3 140 BEnke} 2
AWX} 24449 kete) 7t A8 e 9 596HHUJU}FJ7} g
F 15014 Ezvkel 2ol
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ot
o
i)
::l,
rr
40

gole AR F 24P 27 ud vlels 40 2R, :zam ol 29 8ol
A st ol E% A § BE Aol $Hel olFellol ARAE 242 A
W Ros v o] sl A @ Aow AR
[ A =% A & T HH]
= T =
A7 A 5 Percentage S
(k9] @ wigh) (%) Bl 0k /ml F MNEF T

A A} 1 0.0% 14 7.2
A3 2,444 80.4% 3,500.7 17,503.7
A5 596 19.6% 853.7 4,268.5

o 4,355.9 21,779.4

el 3,041 100.0% - -

(> 20 mill/ml) (> 40 mill/total)
[ dAde ExF Ay - &= HH]

e 3t Percentage T =

o (%) 9 g} /m = ANES =

w5 2,603 85.6% 3,728.5 18,642.4

oads 404 13.3% 578.7 2,393.4

=g 33 1.1% 47.3 236.3

HE 1 0.0% 14 7.2

Progression Velocity
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[l EvAe] & 2R QA o] &ste] At & Ae)rAade] BeEg]

No. of IVF No. of cleaved No. of Ratio of blastocysts
Treatment .
oocytes embryos (%) blastocysts in cleaved embryos
Control 573 429 (75.1.%)* 153 35.8%"
WM treated frozen b
582 387 (66.4%) 135 34.8%"
semen

Values with different superscripts (a, b) within column differ significantly (P<0.05).

[ ool Szl & s2REH AR ol &ste] Aeed § Ay vtz dad]

No. of No. (%) of male No. (%) of female
Treatment
blastocysts blastocysts blastocysts
Control 104 56 (53.6) 48 (46.4)
WM treated frozen
97 4 (4.2)° 93 (95.8)°

Semen

Values with different superscripts (a, b) within column differ significantly (P<0.05).
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No. (%) of sex
determine in offsprings
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parturition

No. (%)

abortion
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pregnancy
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Treatment*
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No. of IVF No. of cleaved No. of Ratio of blastocysts
Treatment .
oocytes embryos (%) blastocysts in cleaved embryos
Control 481 368 (76.7%)* 135 36.8%°
Agglutination
&8 582 301 (60.4%)" 102 33.8%°
sperm

Values with different superscripts (a, b) within column differ significantly (P<0.05).

[ gele] EuAY F SAREE AAlA $HE AL f5ate] A9FY F AN
B

iRk e} g shE]
No. of No. (%) of male No. (%) of female
Treatment
blastocysts blastocysts blastocysts
Control 92 51 (55.6) 41 (44.4)
Agglutination sperm 68 50 (74.2)° 18 (25.8)°

Values with different superscripts (a, b) within column differ significantly (P<0.05).
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Gender preselection in water buffaloes calves through sexed semen using “sexing
reagent”

L. C. Cruz', DongKu Kim:, Emma Venturinaz, Hernando Venturinaz, Erwin Encarnacion?
Paolo Ventrurinaz, Anabelle Sarabiaz, Claro Mingala' and Rosemarie

1Stephenhann Df, Lomboy, Tayabo, San Jose City, Nueva Ecija, Philippines
?Philippine Carabao Center, Science City of Munoz, Nueva Ecija, Philippines
*NURI Science Inc, 320 Achasan-Ro,Gwangji-Gu, Seoul 05053, Korea

ABSTRACT

Semen from Italian Mediterranean buffaloes semen donor was collected and aliquot containing 2 billion
sperm cells were subjected to centrifugation at 1000G. Thereafter, the seminal plasma was completely
removed and was replaced with 4 ml semen yolk extender. The diluted semen were divided into two equal
volume. The first part served as the control and the second part was diluted with 2 ml of “WholeMom™
resulting at sperm concentration of 250 millien/ml. The diluted semen were stored under 4C and sperm
motility and sperm agglutination were observed at 0.5, 1, 2, 3 and 4 hours thereafter. Initial sperm motility
evaluated under CASA after collection, after centrifugation and after dilution were 93.01, 85.59 and 85.50,
respectively. Spermm motility in both treatments remained unchanged after 4 hours of incubation under 4C.
Agglutination of sperm was noted starting 0.5 hour after addition of "WholeMom™ and maximum
agglutination was noted 2 hours after dilution. The agglutinated sperm were collected and were analysed
thru PCR and were found to be 95% Y sperm cells.

A follow up study was conducted involving 120 Italian mediterranean buffalo multiparous cows synchronised
using PGF2 alpha and GnRH. Sixty cows were inseminated using the frozen-thawed semen (Treatment 1),
while the other 60 cows were inseminated using frozen-thawed semen diluted with “"WholeMom™ 20 minutes
prior to insemination { Treatment 2). Pregnancy Diagnosis conducted at 65 days after insemination revealed
that 52.8% and 53.3% pregnancy rate in Treatments 1 and 2, respectively. Fetal gender determination using
ultrasound at day 65 revealed that sex of fetuses were 48.3 % and 81.2 % female in Treatments 1 and 2,
respectively.
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No. of
Group No. of No. of Female to
fsemery) | PePECte culture ceaved (%) bhnm’t ramata; hiale) || | mate ratio %
1 aa 38 (86.4) 7(159) aF, 3M 57.1
Control 2 51 44 (86.3) 10 (19.6) SF,_S5M 50
(frozen- 3 57 48 (84.2) 8(14.0) 3F, SM 375
thawed) a as 39 (81.3) 7 (1a.6) 2F, SM 286
Total 200 84.622.4 16.022.5 14F, 18M as.s
1 39 32 (82.1) 4(125) aF 100
Whole Mom 2 a7 41 (87.2) 7 (14.9) 6F, 1M 857
(frozen- 3 56 44 (78.6) 9(16.1) 8F, 1M 88.9
thawed) 2 51 43 (84.3) 6(11.8) SF, 1M 833
Total 193 83.1+3.6 13.822.0 23F, 3M 88.5
Group No. of
: No. of No. of Sexing Female to
(semmen- Replicaty culture cleaved (%) blastocyst (Female, maie) | male ratio %
bull) D8 (%)
1 48 38 (79.2) 9 (18.8) 4F, SM 44 4
?“F tmll_ 2 6 24 (522) 8 (17.4) aF, am 50
12855) 3 31 14 (45.2) 4(12.9) 1F, 3M 25
Total 125 S8.9:13.6 163495 OF, 12M a22.9
1 a3 31 (72.1) 7 (16.3) 6F, 1M 856
M;:‘;:""" 2 aa 24 (54.5) S(114)* 3F, 1M 75
2omsg) 3 33 15 (45.5) a(12.1) 3F, 1M 75
Total 120 57.4198 13.2:7.2 12F, 3M 80.0

*lost 1 sample during fixation. Possible daily variations in Bull #12859 collection. Need further
modification for the IVF procedure using fresh semen which requires longer capacitation time than using
in frozen thawed semen.
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