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APPENDIX A

All media were prepared using MilliQ water, otherwise indicated. The pH of
all media was adjusted to 7.2-7.4; the osmolality was 300 to 310 mOsm for the fusion

medium. All media were sterilized by filtration immediately after preparation then

aliquot and stored at —20° C.
Stock solutions
FSH
pLH
Estradiol (water soluble

Penicillin-streptomycin

Hyaluronidase

Cycloheximide i NaHC03
Cytochalasin B ) ml DMSO

6-DMAP 17 mi M199 with NatCO;
[onomycin

. - 4
ocyte collection medium

| mg/ml DMSO
o

Hoechst 3334&1 ‘a o /;11 ﬁ;i
v ¢ , 3

For goqat oocyte collection; aspiration

M199 (Earle’s salts) with HEPES 25 mM
FCS 2% (vIv)
Penicillin-streptomycin 1% (v/v)

Heparin 50 [U/ml




Maturation medium

For bovine; M199 (Earle’s salts) with NaHCO;, L-glutamine

FCS 10 % (v/v)
FSH stock 1% (v/v)
pLH stock 1% (v/v)
Estradiol stock 1% (v/v)
‘ ’ ‘_‘ - —
7NN
7/
A

// \e\\\

M199 (Earle’s saltg)fvi " 25 mM

FCS 10% (v/v)
Cytochalasin B 5 pg/ml
Hoechst 33342 0.5 pg /ml
17 : Y]
Fusion 'ilti diu w ulture medium
Mannitol 2z 03M  gDMEM high glucose

MgSOs. 7Hﬂ u El ’J 7(] ﬂm ij ﬂl] ﬂ ‘i 10% (v/v)

Mm‘% BTy
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APPENDIX B

Fixation of NT embryos and parthenogenetic embryos
According to Adenot et al. (1994)

At the end of the culture period:

- Incubate embryos in a mediumfo i edlum M199 NaHCO; + 10% FCS

containing BrdU.

- Rinse in PBS for 1 | |
-Fix in fixative 1 3 'min. Fixative solution contains: 2.5%

- Store in PBS (or PBS for Immunocytochemistry.
*-" ﬁ
rl{r ‘e H r".l

Immunocytochemistry ."5‘”" AJ '

- ‘
1. Incubate the ‘:'I e ' Triton X100 for 30 min

‘,‘

at 39° C.

2. Incubateﬂ %@Q/%W@W%}q ﬂt@ C (tarasaki plate).

3. Rinsein Pﬂs + 2% FCS for 1 X 5 min, 1 X230 min and 1 X &m

o ol AL A ) ANHAR.. .

5. Wash with PBS + 2% FCS for 2 X 5 min.

6. Counterstain with 1/100 Propidium lodide (PI) in 2% FCS. PBS for 5-10 min.
7. Rinse in PBS + 2% FCS for 3 X 5 min.

8. Mount with vectashield then cover with a coverslip.

9. Keep in refrigerator and protect from light then observe within 2 weeks.
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APPENDIX C

BrdU incorporation in inactive cells after induction of quiescence

Normal fibroblast cells (The same cell line as was used in CHAPTER III)

Culture time with BrdU (h)sl No.eells g No.cells red % green/red
6 —_— - 0.00
8 1.22
10 1.46
12 1.44
14 7.28
16 22.33
18 50.30
20 . 99.30
green: BrdU positive, géd: pro

100

e of BrdU incorporated cells
[o2]
o

AR TAUNNAINGY

0 2 4 6 8 10 12 14 16 18 20

h after switching to normal culture medium
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BrdU incorporation in nuclei of 1-cell stage NT embryos at various times after fusion

when used non-activated oocyte as recipient cytoplast (NT-MII group, CHAPTER III)

Time post Replicates Fused Embryos incorporated to BrdU

fusion (h) (% mean + SEM)
5 0(0)
6 10 (12.6 £ 8.2)
7 16 (46.5 £ 11.6)
8 30(97.6+2.4)
9 23 (95.8+4.2)
10 22 (85.0+1.7)
11 28 (84.1+£2.3)
12 25 (68.5+2.0)
13 21 (38.9+10.5)
14 11 (32.5+£5.1)
15 10 (28.6 £20.2)
16 15(31.9+8.4)
17 Sj‘ .":l' 5(12.8+3.9)
18 2(3.5+3.5)

prit
I 1
4 d

¢ -
In this expeﬂle%d E’oﬁ %ﬁlﬁ%éﬁﬂﬁ&me‘i 1,267 in vitro matured
U

bovine oocytes were enucleated, 14164 enucleatgd oocytes were ggconstructed and 547

ot e bk Al HATINE TR Y
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BrdU incorporation in nuclei of 1-cell stage NT embryos at various times after fusion

when used activated oocyte as recipient cytoplast (NT-ACT group, CHAPTER III)

Time post Replicates Fused Embryos incorporated to BrdU
fusion (h) | (% mean + SEM)
4 2 0(0)
5 10 (37.6 £2.4)
6 15(79.3+0.7)
8 5(71.4)
10 19 (89.3+10.7)
12 17 (71.0+ 1.8)
16 12 (49.6 + 19.6)
18 9(359+2.6)
20 7 (36.7+3.3)
22 11(50.0+7.1)

In this experiment)a ed, 444 in vitro matured

. Y .
bovine oocytes we = cated-activated oocytes were

iF |

reconstructed and 20 fconstructed oocytes were fused.

ﬂUEJ’JVIEWIﬁWEﬂﬂ‘i
ammnimummmaa



99

APPENDIX D

General anesthesia procedure:
According to Sumretprasong et al. (1995)

1. Injection of 0.22 mg/kg of xyVi/:e (0.1 ml/10 kg Rompun®, Bayer, S.Korea)

|
intramuscularly ® ///

Z.

2. Tento 15 min l’_'_’ .6 @k@ intravenous
3. Administratiw /0 b Ke \J@in-imewals after the first

injection.
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Postoperative care:
After surgery, a dose of 5 ml/doe of penicillin-streptomycin (20,600 1U-20 mg/kg)
was injected intramuscularly. It was repeatedly given 24 h later, and then every 48 h.
The does were rested for at least two months before being used for oocyte collection

again.

Y
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APPENDIX E

List of publications and conferences

1. Apimeteetumrong, M., Laloy, E., Lavergne, Y., Chesné, P., Techakumphu, M.,

Association Europecane™de 'L . Embryonmaire, 6-7 September 2002, The
Netherlands, p. 34. |

2. Apimeteetumrong ., Chesné, P., Heyman, Y.,

\\\ d Vignon, X. 2003. Effect of

Techakumphu, M., vK :

recipient cytoplast on e l‘@: 2pl ‘ tlon during the 1-cell stage in
| BB \
bovine nuclear transfer endbryps-Therio pgy D9 (1): 235.

3. Apimetheetumrong, M. ~Flhuaag: eingchaloen, N, Yiengvisavakul, V.,

&8 Techakumphu, M. 2003,
l'!’

Harintharanon, AL i

Preliminary studlesgn somatlc cell clonmg in goa . Program of the Asia-Link

Sympos,umﬂnu@ '.ma.m AT hatane, 2524 1une
2003’31 W'] ﬁﬁﬂ‘iﬂl um'mma 4

4. Apitheteetumrong, M.. Thuangsanthia, A., Leingcharoen, N., Yiengvisavakul, V.,

Harintharanon, A, Kunavongkrit, A., Sumretprasong, J., Vignon, X., and
Techakumphu, M. 2003. DNA replication in cloned bovine embryo. In: The 2"
Chulalongkorn Reproductive Biotechnology Symposium, 3-4 December 2003,

Bangkok, Thailand.
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5. Apimeteetumrong, M., Thuangsanthia, A., Leingcharoen, N., Yiengvisavakul, V.,

Harintharanon, A, Kunavongkrit, A., Sumretprasong, J., Vignon, X., and
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