May 30, 2002

MAXIscript In vitro Transcription Kit
This kit is used for the in vitro synthesis of RNA transcripts from DNA templates.  The template is mixed with RNA polymerase (SP6), rNTPs, and transcription buffer and incubated at 37°C

Reagents needed for 1 reaction:

 DNA template      =   1 ug

Nuclease-free water = to 20 ul
         ATP             =  1 ul

         UTP            =  1 ul

         GTP            = 1 ul

                                    10X transcription buffer = 2 ul

32P – CTP             = 5 ul

    SP6                   = 2 ul

TOTAL  20 ul

1. Mix all ingredients except 32P and SP6.  Mix well by pipetting, and short spin to pellet.  

2. Add 32P and add SP6 last.  Mix well by pipetting.

3. Incubate 10 minutes at 37°C.

4. Add 1 ul of Dnase I and mix well by pipetting.  

5. Incubate 15 minutes at 37°C.

6. While this is incubating prepare the G-50 sephadex spin column (to remove unincorporated nucleotides):

a. Vortex column well to resuspend resin.

b. Break off the end of the column.

c. Loosen the cap.

d. Place column in a 1 ml microfuge tube.

e. Spin at 735 X g for 1 minute.

7. Place 1 ul of probe in 99 ul nuclease- free water to make a 1:100 dilution.  This is the TOTAL probe.

8. Add 30 ul sterile TE buffer to the remaining probe for a total volume of 50 ul.

9. Add the entire 50 ul to the top of the resin column.  Put the lid on.

10. Spin the column at 735 X g for 2 minutes.

11. Keep the eluate (what comes out of the column).  This is the probe you will use.

12. Scintillation Counts:

a. Fill 2 vials with scintillation fluid.  Label one T for total and one C for column.

b. Add 2 ul of total probe to the vial labeled T and 1 ul of column eluate to the vial labeled C.

c. Count on scintillation counter.

d. Calculate the incorporation:  column ÷ total X 100  .  This is the amount of labeled CTP that was incorporated into the probe.
e. Calculate how much probe to use for Northern Blot.  Need 8 X 106 cpm for the 8 ml of FPH used in a Northern.  

EXAMPLE: 

Scintillation counter gives a count of 800000 cpm for column sample.  This means to get 8 X 106 cpm for Northern blot you must add 10 ul of probe.

Material needed:
1. MAXIscript In vitro Transcription Kit  ( Ambion #308-1326)

2. CTP alpha – 32P  ( ICN #32015H)

3. G-50 sephadex spin columns (Amersham Pharmacia Biotech Inc #27-5335)
4. 1.5 ml Microcentrifuge tubes 

5. scintillation vials

6. scintillation liquid

