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CTGTTTCCTC 3', ~iiE514 5" TGGTACACAC-
CTGTAGTCAC 3'; &r (a5 ik 5 X PCR Fjf
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5 e o VR 5 S 21— K
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AEBRAE xR, 55 2 40 2 mmol/L 6-DMAP 4b B
4h, 3 41H 10 mg/L CB F1 10 mg/L CHX 4b#
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P T 1.6 kV/iem. 100 ws Z&52F F, 1 IHLBkpPoRT 2
RHL TR O0] v B R i A A0 R & s, 2 e ik
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90% N, R AR . 7EEEFR4E 2 KA 7 K50l
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Fig. 1 Identification of Sw8-hLY transgenic cell lines
(a) Representative image of GFP expression of Sw8-hLY cells under fluorescent microscope. (b) The integration of ALY gene was identified in two
clones of Sw8-hly cells by PCR analysis, bands of product length is 780 bp. DNA of pBC1-hLY-GFP-NEO plasmid served as positive control, DNA of

non-transfection Sw8 cells as negative control and distilled water as blank (non-template control). The same as below. I: Marker; 2: Sw8-hLY-clone 1;

3: Sw8-hLY-clone 2; 4: Positive control; 5: Negative control; 6: Blank.
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Fig. 2 In vitro development of embryos derived from PA and SCNT at different electric activation parameters

Columns without common letters were significantly different (P < 0.05). The same as below. (a, b) [1: Cleavage rate; [: Blastocyst rate; ll: No. of

cells in blastocyst. (c) [J: Fusion rate. (d) [J: One electric pulse; [ : Two electric pulse.
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Fig. 3 Development of PA(a) and SCNT(b) embryos activated by electroporation(Ele)
Electroporation followed by incubation in the presence of 6-DMAP (Ele+6-DMAP) and electroporation followed by CHX (Ele+CHX) treatment. []:

Cleavage rate; [0: Blastocyst rate; ll: No. of cells in blastocyst.
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Fig. 4 Identification of transgenic cloned piglets

(a, b) Representative images of tissues from ear skin of cloned piglets under fluorescent microscope in white light (a) and white light plus blue light (b).

(c, d) PCR analysis of GFP gene (c) and ALY (d) gene integration in cloned piglets. /~ 5: The bands amplified from DNA of different cloned piglets, the

PCR product length is 403 bp (c) and 780 bp (d) respectively. P: Positive control; N: Negative control; B: Blank control; M: Marker.

Table 1 Microsatellite analysis of ZLY transgenic cloned piglets

Microsatellites One surrogate mother Donor cell Piglet Sw8-1 Piglet Sw8-2 Piglet Sw8-4
SW940 150/154 146/156 146/156 146/156 146/156
S0089 142/146 143/154 143/154 143/154 143/154
SW742 205/205 199/213 199/213 199/213 199/213
SW2540 95/106 106/106 106/106 106/106 106/106
SW2049 94/96 90/94 90/94 90/94 90/94

SW1856 195/197 179/191 179/191 179/191 179/191
SW1473 168/170 168/170 168/170 168/170 168/170
SW1987 164/164 158/164 158/164 158/164 158/164
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Optimizing of Activation Protocols and Production of Transgenic Pigs
Expressing Human Lysozyme by Somatic Cell Nuclear Transfer”
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Abstract In order to improve the cloning efficiency and obtain human lysozyme (hLY) gene transgenic pigs, the
present study was carried out to investigate the effects of different electric activation parameters and chemicals on
in vitro development of embryos derived from parthenogenesis (PA) and somatic cell nuclear transfer (SCNT). The
results showed that the electric strength could influence the fusion rate and developmental ability of SCNT
embryos (P < 0.05), and number of electric pulses had no significant effect on SCNT embryos development (P >
0.05), yet different variation tendency was found in developmental ability between PA and SCNT embryos under
same activation parameters. The blastocyst rate of SCNT embryos was improved when treated with CHX+CB for
4 h after electric activation (P < 0.05), whereas 6-DMAP did not (P > 0.05). On the contrary, either CHX+CB or
6-DMAP treatment after electric pulses could improve the blastocyst rate of PA embryos, indicating that the best
activation method for PA was not necessarily the best for SCNT. The best activation protocol of SCNT embryos in
our study is two pulses of 100 ws, direct current of 1.6 kV/cm electric strength with 100 ps interval, and followed
by CHX+CB treatment for 4 h. With the activation protocol, the mammary gland expressed ALY transgenic pigs

were generated. It could help for improving piglets survival rate in transgenic breeding.
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