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Immature fruits of Neem plant were used as explants.  The basal medium used in all 
experiments consisted of Murashige and Skoog (MS; 1962) macro- and microsalts, MS 
vitamins and 100 mg L−1 myo-inositol. The pH of the medium was adjusted to 5.8 
before autoclaving at 1.06 kg cm−2 and 121 °C for 15 min. Cultures were maintained 
in 1000–2000 lux light intensity at 25 °C and cultured plant cells were harvested 
between 5 and 6 weeks and dried in an oven at 33 ± 2 °C until a constant weight was 
achieved. The drying temperature was kept low to prevent thermal decomposition of 
metabolites.

AZADIRACHTIN PRODUCTION FROM NEEM EXPLANTS



To establish cultures from zygotic embryo explants, immature fruits were collected and 
thoroughly washed in 1 % (v/v) savlon solution for 10 min, followed by rinsing with sterile 
distilled water (SDW). Fruits were then rinsed with 90 % ethanol for 30 s before surface 
sterilizing, using 0.1 % (w/v) mercuric chloride (HgCl2) for 10 min inside a laminar air-flow 
cabinet. After washing with SDW three times, the fruits were dissected with the aid of a 
stereo-microscope . Embryos at early–late dicotyledonary stages were cultured on MS 
medium supplemented with various combinations of 2,4-dichlorophenoxy acetic acid (2,4-
D), N6-benzylamino purine (BAP) and thidiazuron (TDZ) either alone or in combination 
with α-naphthalene acetic acid (NAA), indole-3-acetic acid (IAA), N6-furfuryladenine 
(kinetin), abscisic acid (ABA), gibberellic acid (GA3) and casein hydrolysate (CH), for callus 
induction and morphogenesis.

Four zygotic embryos were placed in one Petri dish with 16 dishes for each treatment. 
Data were collected as the number of responding zygotic embryos relative to the total 
number of zygotic embryos cultured. After 5 weeks of culture, the calli were transferred 
to fresh medium of parental composition for further multiplication and to obtain 
regeneration of plants from them.














