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Day 1: E. coli transformation
E. coli host: HT115(DE3)*
Backbone plasmid: pPD129.36 (L4440)
Plate: LB+Amp+Tet**
37° C overnight
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** Ampicilin 100 ug/ml, Tetracyclin 12.5 ug/ml

Day 2: E. coli preculture
LB+Amp+Tet 2 ml
(final concentration: Amp 100 ug/ml, Tet 12.5 ug/ml)
Shake at 37° C overnight

Day 3: Induction and start feeding RNAI
2xYT+Amp+Tet 1.2 ml + preculture 12 ul (1/100)***
(final concentration: Amp 100 mg/ml, Tet 12.5 mg/ml)
Shake at 37° C until OD=0.4 (2~2.5 hr)****
Add 100 mM IPTG 4 ul
Induction: 4 hr at 37° C
Add 100 mM IPTG 4 ul, 50 mg/ml Amp 2 ul, 5 mg/ml Tet 2.5 ul
Seed NGM plates (containing Amp and Tet)
9 plates/sample
Pick up 1 worm /plate, total 3 worms*****
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Day 4: Pick-up worms
Pick-up worms to new feeding plates: morning
eggs during this time are affected by RNAI
Pick-up worms to new feeding plates: afternoon or evening
until laying enough eggs (6~8 hr)

Day 5: Check embryonic phenotype
Pick-up worms to new normal plates: morning
Check embryonic phenotype

Day 6: Check larva and adult phenotype
Check larva and adult phenotype
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