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Table 1 Bovine primers

514 5141 N
Primer The sequence of primer

AGTCGTATGCTTCTGCTATG 53.4
590 TTGTGAGTATGTGGTCTTGG 53.4
ATCCAGTCCCTTTGAAGTGT 53.4
BI2 GTTGTCTACGGTTATGAATG 51.3
TCTTTGTCTCGGGTTGTGGT 55.4
B34 GAATCCTACTCCTCAGAATG 53.4
GTTCGCAGACAGATATTGGTG 55.6
B36 AGGGCTTCTTGGGTATGT 52.6
GATCACTATACATACACCACT 51.7
b7 GCTATGCTAACACAAATTCTG 51.7
A1 TCGTCAGAAACCGCACACTG 57.5
TGGAAGCAAAGAACCCCGCT 57.5
TTGCCATTTCCTCCTCCAAT 53.4
A3 CTTCTTCTCTCTCTCCCTTT 53.4
TGAAGTCACTCAGTTGTGTC 53.4
A36 TATACCCTGGCTTCTTCTCT 53.4
AGCAGAACCAAAGGACAGTAG 55.6
ATS AGGACACACAGACCCGAGAG 59.5
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Fig. 1 Gel electrophoresis of bovine DAN samples amplified by PCR with different
Y- specific primers and internal control primers
1.2.B90 /“44; 3 4. BI2 /=#; M. 4> T hihiifE: 6 7. B34 74%: 8 9. B56 /= 4%; 10 .11. B78 /™ 4;
12 .13, A FUA B2l K) 5 14 05, A12 77 4: 16 17, A34 7 1: 19 20. AS56 7 4; 21 22. A78 /™1
1.2. BOO; 3.4. B12;: M. DNA molecular marker; 6,7. B34; 8,9. B56; 10.11. B78:
12, 13. negative control; 14, 15. A12; 16, 17. A34; 19,20. A56; 21,22. A78.
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Fig. 2 Gel electrophoresis of bovine DAN samples
amplified by Diplex PCR with different sets of Y- specific
primers and internal control primers combination
1~ 3.B90 5 A12 41{3:4~ 6.B12 55 A12 4113
M. 4 ¥ hbbiid: 8~ 10. B34 5 A12 414
11~ 13.B78 15 A12 414 14, 45 (U6 (B 8Kk
I~ 3. primers B0 and A12; 4~ 6. primers B12
and A12; M. DNA molecular marker;

8 ~ 10. primers B34 and A12; 11~ 13. primers
B78 and A12: 14. negative control.
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Fig. 3  Gel electrophoresis of bovine fibroblasts samples amplified by diplex PCR with different
sets of Y-specific primers and internal control primers combinations
1~ 6.B12 55 A12 (1174, 1 2 /B Rt ik DNA, 3~ 6 4 fifl; 8~ 13. B34 55 A 12,8 9 /B RO 1k DNA, 10~ 13 4 fi;
15~ 20. B78 55 A12, 15 .16 Jy 36N 41 DNA, 17~ 20 9 4ilJfd; M. DNA 4 Sithsic; 21, 4% (00 B 557530
I~ 6. B12 and A12, 1,2 for genome and 3~ 6 for cells; 8~ 13. primers B34 and A12, 8,9 for genome and 10~ 13
for cells; 15~ 20. B78 and A12, 15,16. genomic and 17~ 20 for cells; M. Molecular marker; 21. Negative control
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Fig. 4 Gel electrophoresis of bovine cloned embryo
samples amplified by diplex PCR with different
sets of Y-specific primers and internal control
primers combination
1~ 6.B34 5 A12 41,1 2 HHHGL DNA, 3~ 6
i fiG: 8~ 13. B78 L5 A12 4145, 8 9 LM 4L
DNA, 10~ 13. JRJG A 1979 M. 43 F hthrid;
14. 7% PO B 3
I~ 6. primers B34 and A12, 1,2 are for genome
and 3~ 6 for embryos; 8~ 13. B78 and A12, 8,9 for
genome and 10~ 13 for embryos; M. The molecular

marker; 14. Negative control( splitting medium)
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Designing and Screening of PCR Primers for Sexing Bovine Pre-implantation Embryos
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Abstract: 5 pairs of bovine malespecific PCR primers were designed based on the sequences of bovine Y-
specific repeat sequence, testis-specific protein gene on Y chromosome and sex determining region Y gene
(SRY) , meanwhile, based on skeletal alpha action precursor gene and bovine 1. 715 satellite DNA, 4 pairs
of bovine specific PCR primers were designed as internal control primers. After PCR amplification of bo-
vine genomic DNA with different primers, 4 pairs of bovine male specific primers and 1 pair of bovine-spe-
cific primers could work very well. Two primer combinations of bovine male-specific PCR primers and in-
ternal control primers, B34/ A12 and B78/ A12, were obtained for sexing bovine pre-implantation embryo
after multiplex PCR amplifications of bovine genomic DN A, fibroblasts, and clone embryos.

Key words: primer; bovine; embryo sexing; multiplex PCR
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