CAT(Chloramphenicol Acetyl Transferase) assay

 

Purpose : To estimate transcriptional activity of target promoter, CAT is widely used as reporter gene. CAT assay is a detection system for CAT enzyme activity.

 

1. 1.        Combine the following components ;

 

1(g of cell extract             X (l

[14C]Chloramphenicol         0.5 (l

40mM acetyl CoA             1 (l

dH2O                     58.5 (l

0.25M Tris-Cl (pH 7.5)     40 – X (l

------------------------------------------------

total        100 (l

 

40mM acetyl CoA = 352.4mg dissolved in 10ml of water ( Pharmacia 27-6200-02)

[14C]Chloramphenicol : 25(Ci / ml, 54mCi / mmol (Amersham CFA754)

 

2. 2.        Incubate the mixture for 1hr at 37(C

3. 3.        Add 400(l of ethyl acetate to the reaction. Vortex for 30sec. Centrifuge for 1min at 15000rpm in a 1.5ml microfuge. 

4. 4.        Transfer the supernatant ( ethyl acetate with extracted chloramphenicol ) to a fresh tube.

5. 5.        Evaporate ethyl acetate in a SpeedVac concentrator for about 20min. Resuspend the sample in 10(l of ethyl acetate.

6. 6.        Spot 10(l of the sample on the position above the edge of a TLC plate (SELECTO  CIENTIFIC Cat. # 11028). Develop the thin layer in a tank containing 200ml of 19:1  chloroform/methanol(v/v). The tank should be equilibrated 2hr prior to adding the thin layer, Add 190ml of chloroform, 10ml of methanol, and a piece of filter paper (approx. the size of the thin layer)    to the tank to equilibrate. 

7. 7.        Allow the chromatography to run 30min. Dry the TLC sheet in a fume hood. 

8. 8.        Cover the dried sheet with plastic wrap and carry out autoradiography. 

 

