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Suitable Factors for Establishing Isozyme Patterns in

Thai Lady’s Slipper (Paphiopedilum Pfitzer)
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Pasu Skunareewattana’ and Pimchai Apavatjrut K

Abstract : A series of study to find suitable factors for establishing isozyme patterns in 10 Thai
Paphiopedilum and 1 natural hybrid showed that 0.5 gram young leaf fresh weight, 0.1 M
Tris-HCIl pH 7, 1 mM EDTA, 1 % w/v PVP-360, 2 mM DTT, 10 mM B—mercaptoethanol and 11% separating

gel are most suitable for polyacrylamide gel electrophoresis (PAGE).

Keywords :  Paphiopedilum, isozyme, electrophoresis
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Table 1 Effect of extraction buffer on 4 enzyme banding.

Enzyme Extraction Band Number of
R Remarks
system buffer appearance bands
EST 1 + 4 0.15, 0.25, 0.36, 0.5 Smear band
2 + 4 0.15, 0.25, 0.36, 0.5 Sharp band
GOT 1 + 3 0.20, 0.26, 0.35 Sharp band
2 + 3 0.20, 0.26, 0.35 Very sharp band
1 - - - -
LAP
2 + 1 0.40 Sharp band
1 + 0.30, 0.36 Smear band
MDH
2 + 0.30, 0.36 Sharp band
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Table 2 Effect of pH levels of extraction buffer on 4 enzyme banding.

Enzyme Band Number of
pH R, Remarks
system appearance bands

6.5 - - - -

7.0 + 4 0.15, 0.25, 0.36, 0.5 Sharp band
EST 7.5 + 4 0.15, 0.25, 0.36, 0.5 Smear band

8.0 + 4 0.15, 0.25, 0.36, 0.5 Smear band

8.5 - - - -

6.5 - - - -

7.0 + 3 0.22, 0.38, 0.46 Sharp band
GOT 7.5 + 3 0.22, 0.38, 0.46 Sharp band

8.0 + 3 0.22, 0.38, 0.46 Sharp band

8.5 + 3 0.22, 0.38, 0.46 Smear band

6.5 - - - -

7.0 + 1 0.44 Sharp band
LAP 7.5 - - - -

8.0 - - - -

8.5 - - - -

6.5 - - - -

7.0 + 2 0.27, 0.39 Smear band
MDH 7.5 + 2 0.27, 0.39 Smear band

8.0 + 2 0.27, 0.39 Smear band

8.5 - - - -
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Table 3 Effect of plant tissues on 4 enzyme banding.

Lazmendaulfunuandseetiutioandndiunen
LAYsIN uenant wudnewlm? EST annaenld
@"mqul,muﬁi@‘i&ﬁ”kﬁﬁmnﬁzgm (5 woy) wazsnli
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Enzyme ) Band Number of
system Plant tissue appearance bands R, Remarks
Young flower + 4 0.12, 0.16, 0.25, 0.51 Smear band
Flower + 5 015, 0'28(; :'33’ 036, Smear band
EST Leaf ¥ 4 0.15, 0.25, 0.36, 0.5 Smear band
Young leaf + 4 0.15, 0.3, 0.46, 0.53 Sharp band
Root + 3 0.3, 0.36, 0.53 Sharp band
Young flower + 3 0.11, 0.28, 0.36 Sharp band
Flower + 3 0.11, 0.26, 0.35 Smear band
coT Leaf + 3 0.2, 0.26, 0.36 Smear band
Young leaf + 3 0.1, 0.26, 0.36 Sharp band
Root + 3 0.1,0.2, 0.25 Smear band
Young flower + 1 0.41 Sharp band
Flower + 1 0.41 Smear band
LAP Leaf + 1 0.41 Sharp band
Young leaf + 1 0.41 Sharp band
Root + 1 0.41 Smear band
Young flower + 2 0.32, 0.39 Smear band
Flower + 2 0.33, 0.39 More smear band
MDH Leaf + 2 0.35, 0.39 More smear band
Young leaf + 2 0.33, 0.39 Smear band
Root + 2 0.32, 0.39 More smear band
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Table 4 Effect of fresh weights on 4 enzyme banding.
Fresh
Enzyme . Band Number
weight R Remarks
system appearance of bands
(gram)
Sharp, but not dark
0.25 + 4 0.23, 0.37, 0.45, 0.51
band
EST
0.50 + 4 0.23, 0.37, 0.45, 0.51 Sharp and dark band
0.75 + 4 0.23, 0.37, 0.45, 0.51 Smear band
0.25 + 3 0.22, 0.38, 0.46 Sharp band
GOT 0.50 + 3 0.22, 0.38, 0.46 Sharp band
0.75 + 3 0.22, 0.38, 0.46 Smear band
Sharp, but not dark
0.25 + 1 0.42
band
LAP 0.50 + 1 0.42 Sharp and dark band
0.75 + 1 0.42 Smear band
Sharp, but not dark
0.25 + 2 0.29, 0.39
band
MDH 0.50 + 2 0.29, 0.39 Sharp and dark band
Thick and very dark
0.75 + 2 0.29, 0.39

band
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