Transefection Koujin/Hashiguchi 020719
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(1) Lipofectamine PLUS (Invitrogen)

*Dilute 0.2~0.5 ng DNA ( treated with phenol / chloroform ) in 50 pl serum-free medium and mix gently.
*Add 3 pl Lipofectoamine PLUS to the tube (tube 1).

*Incubate for 15 min at R.T.

* Add 4ul Lipofectoamine to another 50 pl serum-free medium and mix gently (tube 2).
*Combine tube 1 and tube 2, and mix by vortexing.

* Incubate for 15 min at R.T.

+ Add the mixture to cells with 1 ml serum-free medium (37°C) in a 35 mm glass-bottom dish .
-incubate for 1~1.5 hr at37°C in a CO2 incubator.

* Exchange the medium for 2 ml growth medium.

*Incubate for 2 days.

(2) DOTAP (Roche)

*Dilute ~2.5 pg DNA (treated with phenol / chloroform ) into 25 pl HBS buffer (tube 1).
*Dilute 15 ul DOTAP into 50 ul HBS buffer (tube 2).

*Combine tube 1 and tube 2.

* Incubate for 10~15 min.

+ Add the mixture to cells with 2 ml growth medium (37°C) in a 35 mm glass-bottom dish.
*Incubate for 3~10 hr.

+Exchange medium for new 2 ml growth medium (37°C).

*Incubate for 2 days.

(3) Effectene (Gibco)

*Dilute 0.1~0.5 pg DNA (treated with phenol / chloroform ) into 100 ul Buffer EC.

* Add 3.2 ul Enhancer and mix by vortexing for 1 sec.

*Incubate at R.T. for 2~5 min (tube 1).

*Add 10 pl Effectene Reagent to the tube 1.

*Mix by vortexing for 10 sec.

*Incubate for 5~10 min at R.T.

* Add the mixture to cells with 2 ml growth medium (37°C) in a 35 mm glass-bottom dish.
*Incubate for 2 days.

(4 ) Lipofectamine 2000 reagent (Gibco)

* Add 3~5 pg DNA into 240 pl serum-free medium and mix gently (tube 1).

*Add 20 pl (LF 2000 Reagent) into 240 pl serum-free medium and mix gently( tube 2).
*Combine tubel and tube 2.

*Incubate at R.T. for 20 min.

+ Add the mixture to cells with 2 ml growth medium (37°C) in a 35 mm glass-bottom dish.
*Incubate for 2 days.

(5) Cell Phect (Pharmacia )

*Dilute 1~10 ug DNA (treated with phenol / chloroform ) into 30 pul D.W.
*Add 30 pl solution A and mix.

* Incubate for 10 min. at R.T.



*Add 60 pl solution B.

*Mix by vortexing for 5 sec.

*Incubate for 15 min at R.T.

+ Add mixture to cells with 2 ml growth medium (37°C) in a 35 mm glass-bottom dish.
*Incubate for 2 days.



