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1-1. PCR reaction

Template* 1uL

Primers**

CMo24, CMo422 each 1 uL

x10 Buffer 10 uL

dNTP mix (2.5 mM) 8 uL

DW 78.5 uL

Cycle (DNA engine)

95 C 4 min
ExTaq 0.5uL
94 C 30sec
60 C 30sec
72 C 4 min
30 cycle
72 C15min
4 C forever

*Template  mini prep 100 ng/ul
**Primer

CMo24 5-TTGTAAAACGACGGCCAG-3'

2002/10/10

CMo422 5-GCGTAATACGACTCACTATAGGGAACAAAAGCTGGAGCT-3

(Craig Mello, personal communication)

1-2. in vitro transcription*

DNA (PCR product) 20 uL

5 x Transcription Buffer 20 uL

20 mM ATP, CTP, GTP, UTP each 10 uL

1MDTT luL

DW 20 uL

T7 RNA polymerase (100U/uL) luL

37 C2hr

add DNase | (1 U/uL) 5uL

37 20 min

Phenol vortex 30 sec Spin 3 min
Phenol/Chl vortex 30 sec Spin 3 min
Chl vortex 30 sec Spin 4 min

3 M Sodium Acetate (pH 5.2) 10 uL add, isopropanol 60 uL add
Spin 7 min

70 % EtOH rinse**

Spin 3 min

20 uL Sterile water (nuclease free) suspend



Agarose gel electrophoresis check
Filtration*** ekl

*Novagen Large scale T7 trnascription kit 70% Ethanol
70% Ethanol

*%

***Eiltration  TAKARA SuprecTM-1

****Eiltration -80
1-3.
PCR reaction
Bob Barstead pACT
T7-GAD 5'-gCgTAATACgACTCACTATAgggCAAACCCAAAAAAAQGAGATC-3'
GAD-T7 5'-CgC TAATACgACTCACTATAggg gTTGAAgTgAACTTgCgggg-3'
Template
T7
Day 1:
young adult
OP50
an 2: pick up
OP50
RNAI
embryonic lethal OP50
RNAI
Day 3: pick up & check phenotype
Day 2 Day3 RNAI
Day 2
Day 4: check phenotype
Day 2 Day3 Day 2 larva adult
phenotype
RNAI
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HF 15 ul** + 40~45 ul cm
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Heater 19, Sub Magnet 10,Main



