Kerolab standard RT-PCR protocol (non-Radioactive way )
Last Update: 2013/6/26 Yoshihisa Ohata
(RNA extraction with RNAiso)
1. Mix three embryos with 1 ml of RNAiso typed solution.

  Note. Amount of Total RNA are approximately 2 µg/embryo and 200 ng/AC.

2. Incubate for 5 min at room temperature.

3. Add 200 µl of chloroform and mix very well.

4. Incubate solution for 5 min at room temperature.

5. Centrifuge at maximum speed (e.g. 15k rpm) for 15 min at 4 ºC.

6. Save the supernatant (usually 400 µl).

7. Add 400 µl of isopropanol.

8. Incubate for 10 min at room temperature.

9. Centrifuge at maximum speed for 15 min at 4 ºC.

10. Wash the pellet with 70% EtOH, and keep pellet for next step.
(DNase treatment)

1. Mix Water:10xDNaseBuffer:10xBSABuffer:DNase=31:4:4:1 (20 µl/sample).

    “Called as DNase-ready solution.”

2. Add 20 µl of DNase-ready solution into total RNA pellet (mix very well).

3. Incubate solution for 30 min at 37 ºC.
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4. Add 115 µl of Water and 15 µl of 5M NaCl (mix very well).

5. Add 150 µl of Phenol-Chloroform (for RNA) (mix very well).

6. Incubate solution for 5 min at room temperature.

7. Centrifuge at maximum speed (e.g. 15k rpm) for 5 min at 4 ºC.
8. Save the supernatant (usually 140 µl).
9. Add 140 µl of isopropanol.

10. Incubate for 10 min at room temperature.

11. Centrifuge at maximum speed for 15 min at 4 ºC.

12. Wash the pellet with 70% EtOH and dissolve pellet into 15 µl of water.

“Called as RT-ready RNA solution” *1
(Reversetranscription)
	Components
	30 µl final
	Master Mix.

	RNA

Water

5 x RT buffer

d[N]6 (100 µM)

dNTP (5 mM each)

DTT (0.1M)

RNase inhibitor
BSA (1 mg/ml)

MMLV RT enzyme
	4 µl

6.5 µl

6 µl

3 µl

3 µl

3 µl

0.5 µl

3 µl

1 µl
	---

280 µl

240 µl

120 µl

120 µl

120 µl

--- µl

120 µl

---


If you have N samples----

0. First, check whether you have enough volume (*2 below) of Master Mix.

    If not, you should make by yourself.

1. Mix solution as follow.


Master Mix.
24 x (N+0.5)
µl *2


RNase inhibitor
0.5 x (N+0.5)
µl


MMLV RT enzyme
  1 x (N+0.5)
µl


“Called as Master Enzyme Mix” *3

2. Mix 4 µl of RNA solution (*1 above) and 26 µl of Master Enzyme Mix (*3)

3. Incubate at 30 ºC for 10 m => 42 ºC for 1 h => 70 ºC for 15 m.

4. Add 30 µl of water.

5. Store at -20 ºC (Use ASAP. Less than 3 months).

(PCR)
	Components
	30 µl 
	Master 

	cDNA solution

10 x PCR buffer
25 mM MgCl2 solution
dNTP (each 5 mM)

primer-mix (each 20 µM)

Water

Taq polymerase
	2 µl

3 µl
3 µl
1 µl

0.3 µl

21 µl

0.5 µl
	---

150 µl
150 µl

50 µl

---

1050 µl

---


If you have X samples and want to check Y markers, set up the following first.

0-1. Set up PCR machine and prepare Y X-connected PCR tubes.

0-2. Put 2 µl of cDNA soln into PCR tube and keep them in 4 ºC.

0-3. Put 2 x (X+0.5) µl of primers into 1.5 ml tubes (total Y tubes).

1. Mix 26.5 x (X+1) x (Y+1) µl of PCR Master Mix and 0.5 x (X+1) x (Y+1)  µl of Taq polymerase   (called as Taq+ Solution).

2. Mix 27 x (X+0.5) µl of Taq+ Solution and 1 x (X+0.5) µl of primers solution in
   1.5 ml tubes with primers very well (called as PCR-ready solution).

3. Put 28 µl of PCR-ready solution into each PCR tube, which already has cDNA soln.
4. Mix very well and centrifuge shortly.
5. Add one drop of mineral oil into each PCR tubes (If need, centrifuge shortly).

6. Enjoy PCR with your desired conditions.

(Detection: pre-EtBr-labeled method)

0. During reversetranscription and PCR, make EtBr (-) agarose gel.

1. Mix Water:6xDye:Et-Br (10 mg/ml)=15:10:1 “Called as RT-PCR loading dye”
2. Mix 5 µl of PCR solution and 5 µl of RT-PCR loading dye.

    (Also mix 3 µl of marker and 3 µl of RT-PCR loading dye)

3. Electorophoresis!

Note. Do not use this pre-EtBR-labeled method for more than 2kb DNA fragments.

This step is very similar to


the final step of


mMessage mMachine protocol 








