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Regeneration and mass multiplication
of Arachnis labrosa (Lindl. ex Paxt.)
Reichb: A rare and threatened orchid
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Asymbiotic seed germination of Arachnis labrosa was
achieved by culturing immature embryos/seeds 16-18
weeks after pollination. Better germination was recorded
on medium enriched with sucrose (3%), coconut water
(15%) and o-naphthaleneacetic acid (NAA) and N¢-
benzyl adenine (BA) (20.0 + 16.0 pM in combination).
After 23-25 days of culture, ~81% germination was
recorded on Mitra et al. medium followed by Mura-
shige and Skoog (66%), and Knudson ‘C’ (55%). The
protocorm-like bodies differentiated into multiple shoot
buds after 20 days of culture on regeneration medium
containing sucrose (3%), coconut water (15%), and
NAA and BA (10.0 and 8.0 pM respectively, in combi-
nation). After maintaining for 10-12 weeks on regen-
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eration medium, the rooted plants were transferred to
potting mix and acclimatized before transfer to natural
habitat.

ASYMBIOTIC seed germination has emerged as an important
tool for propagating a large number of orchid species and
hybrids'. The orchid seed can also germinate in vitro prior
to reaching maturity. The technique is variously referred to
as ovule/embryo/green pod/green fruit culture’, which ensures
better germination frequency and favours the production
of virus-free seedlings at a faster rate. The medium used for
asymbiotic germination is more complex than that for
symbiotic germination, as all organic and inorganic nutrients
and sugars must be in a form readily available to the orchid,
without the intermediary fungus’. Wimber” first formulated
and described the shoot-tip-based procedure for mass and
rapid clonal propagation of Cymbidium species. Incidentally,
orchid has been the first floricultural crop to be successfully
propagated through shoot-tip culture’. This novel technique
has generated tremendous interest among orchid growers and
revolutionized orchid-based industries world over. Arachnis
labrosa is a monopodial epiphytic orchid of the Vanda-
ceous group. The flower is pale yellow with irregular dark
brown marking and is also called spider orchid. In India, the
distribution of this orchid is restricted to few patches in
Arunachal Pradesh and Nagaland®. In this communication
we report the establishment of a feasible protocol of in vitro
regeneration of plantlets and mass multiplication of A.
labrosa by green pod culture.

A. labrosa cultures were initiated using immature em-
bryos from green pods in different developmental stages
(8-20 weeks after pollination) (WAP) at two week intervals.
Seeds were scooped out from sterilized pods and cultured
on different media like Knudson C7, Mitra ef al.® and Mu-
rashige and Skoog (MS)’ containing (NAA) (0-30 uM)
(BA) (024 uM) singly or in combination (Table 1), sucrose
(0-3%; w/v) as organic carbon source and coconut water (0—
15%; v/v). Before autoclaving at 121°C and 1.05 kg cm ~
for 20 min, pH of the media was adjusted to 5.6 using
0.1 N NaOH and HCI. Cultures were maintained at 25 + 2°C
under cool white fluorescent light at 40 umol m *s™' and
12/12 h photoperiod. Cultures were sub-cultured at 4-5
week intervals unless mentioned otherwise. Experiments
were repeated at least thrice.

Protocorm-like bodies (PLBs) developed from the cultured
immature embryos were maintained on the same basal initia-
tion medium for further development and differentiation.
For regeneration and culture multiplication, the differen-
tiated PLBs were separated and cultured on different basal
media containing various levels of IAA (0-33 uM), NAA
(0-30 uM), BA (024 uM) and Kn (0-27 uM) singly or
in combination, in conjunction with sucrose (3%) and coconut
water (15%).

The tiny plantlets measuring 3—4 cm were transferred
to perforated plastic pots of 10 cm diameter with potting
mixture containing charcoal pieces, brick pieces, coconut
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