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Explants Sterilization Techniques of Nepenthes spp. for Tissue Culture
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ABSTRACT: Nepenthes spp., the insectivorous pitcher plant, is rare and endangered species
in natural. Seed of Nepenthes spp. have very low percentage of germination. Therefore, in vitro
technique is considered as reliable method for the rapid propagation and plant conservation.
Aseptic technique is absolutely necessary for plant tissue culture. This research also compares
the sterilization techniques of seed, leaves and axillary bud. The results showed that surface
sterilization of seeds with 25% (v/v) of Haiter® showed 100% of sterile, 80% of survival, 78%
of germination and leave production at 3.21 leaves/explant. Surface sterilization of leaves with
10% (v/v) of Haiter® showed 55% of sterile and 81.25% of survival. And surface sterilization of
axillary bud with 50% (v/v) of Haiter® showed 60% of sterile and 100% of survival.
Keywords: Nepenthes, Propagation, Sterilization, Tissue culture
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Table 1 The percentages of sterile and survival of surface sterilization Nepenthes spp. seed after

cultures for 2 weeks

Haiter® (%v/v)

1 Surface sterilization

2" Surface sterilization

%Sterile
(Mean+SD)

%Survival
(Mean+SD)

5% -

10% -
15% -
20% -
25% -
5% 5%
10% 5%
15% 10%
20% 15%

49.00+50.46°
86.00+30.51°
95.00+22.36°
87.00+29.93°
100.00+0.00°
95.00+22.36°
88.00+30.02°
95.00+22.36°
100.00+0.00°

88.89+26.67°
52.50+37.85"
73.68+30.59™
76.25+34.42%
80.00+33.09%
74.74+34.54%
58.82+37.73"
43.16+43.34°
32.00+39.68°

Figure 1 Surface sterilization Nepenthes spp. seed with 25% Haiter® after cultures on " MS for

1 week (A) 2 weeks (B) 3 weeks (C) 4 weeks (D) and 5 weeks (E).
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Table 2 The percentages of germination and Number of leaves per explant of surface sterilization
Nepenthes spp. seed after cultures for 5 weeks

Haiter® (%v/v)

% Germination No. of Leaves/explant

1 Surface sterilization 2™ Surface sterilization (MeanSD) (Mean+SD)

5% - 75.37+11.87% 2.94+0.48%
10% - 23.77+8.83% 2.30+0.34°

15% - 54.91+8.07%° 2.81+0.72%°
20% - 76.79+8.83° 3.11+0.35%
25% - 78.00+7.86° 3.21+0.44°

5% 5% 49 47+42 36" 2.96+0.73®
10% 5% 31.76+36.78° 2.54+0.44>
15% 10% 32.63+39.56°" 2.97+0.87%°
20% 15% 2.74+0.69%°

22.00+31.72°
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Table 3 The percentages of sterilized and survival of surface sterilization Nepenthes spp. leaf

explant after cultures for 2 weeks

Haiter® (%v/v)

%Sterile %Survival

1° Surface sterilization 2" Surface sterilization

(Mean+SD) (Mean+SD)

5%
10%
15%
20%
25%

5%
10%
15%
20%

5%
5%
10%
15%

52.50+41.28°
55.00+42.61°
55.00+42.61°
52.50+47.23"
47 50+47.23%
10.00430.78°
10.00430.78°
25.00+34.41°
82.50+37.26°

78.57+39.34°
81.25+37.20°
43.75+49.55%
72.22+26.35°
43.75+41.73%
50.00+0.00%
25.00+35.36™
0.00+0.00"
43.75+40.81%
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Table 4 The percentages of sterile and survival of surface sterilization Nepenthes spp. axillary bud

after cultures for 2 weeks

Haiter® (%v/v) %Sterile %Survival

1% Surface sterilization 2™ Surface sterilization (Mean+SD) (Mean+SD)
15% - 15.00+3.37° 100.00+0.00
20% - 30.00+3.37%° 100.00+0.00
30% - 20.00+3.37™ 100.00+0.00
40% - 40.00+3.37% 100.00+0.00
50% - 60.00+3.37° 100.00+0.00
15% 10% 40.00+50.26™° 75.00+46.29
20% 15% 30.00+3.37% 100.00+0.00
30% 25% 40.00+50.26™° 100.00+0.00
40% 35% 40.00+50.26™° 75.00+46.29
50% 45% 50.00+3.37% 80.00+42.16
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