Max Efficiency DH10Bac Competent Cells

1) Pipet 100 µl of cells into pre-chilled tubes – refreeze unused cells on dry ice/ethanol bath for 5 min. before returning to freezer

2) Add 5 µl of puc18 (50 pg) to cells

3) Tap tubes and put tubes on ice for 30 min.

4) Heat tubes for 45s in 42° bath

5) Place on ice for 2 min.

6) Add 0.9 ml SOC medium

7) Shake for 1 hr. 

8) Dilute reaction 1:100 w/ SOC medium and plate 100 µl of diluted reaction

-- expect ≥ 1 x 108 transformants/µg puc18 when 50 pg puc18 is used

Transformation efficiency –

CFU/µg = _# CFU_   x   __1 x 106 pg__   x     _____1ml_____    x   10  = 

       50 pg                    µg                       0.1 ml plated

BL21 (DE3) Competent Cells

1) Pipet 100 µl of cells into pre-chilled tubes – pipet remaining component cells into 100 µl aliquots and freeze 

2) Add 1.7 µl of β-ME (provided w/ kit)

3) Swirl tubes and place on ice for 10 min., swirling every 2 minutes

4) Add 1 µl of puc18 ( ____ g) to cells

5) Put tubes on ice for 30 min.

6) Heat tubes for 45s in 42° bath

7) Place on ice for 2 min.

8) Add 0.9 ml preheated SOC medium (at 42°)

9) Shake for 1 hr. 

10) Plate 200 µl of reaction

-- expect > 20 colonies (≥ 1 x 106 cfu/µg puc18 DNA)

BL21 Competent Cells

1) Pipet 100 µl of cells into pre-chilled tubes – pipet remaining component cells into 100 µl aliquots and freeze 

2) Add 1.7 µl of β-ME (provided w/ kit)

3) Swirl tubes and place on ice for 10 min., swirling every 2 minutes

4) Add 1 µl of puc18 ( ____ g) to cells

5) Put tubes on ice for 30 min.

6) Heat tubes for 45s in 42° bath

7) Place on ice for 2 min.

8) Add 0.9 ml preheated SOC medium (at 42°)

9) Shake for 1 hr. 

10) Plate 200 µl of reaction

-- expect > 20 colonies (≥ 1 x 106 cfu/µg puc18 DNA)

Library Efficiency DB3.1 Competent Cells

1) Pipet 100 µl of cells into pre-chilled tubes – refreeze unused cells on dry ice/ethanol bath for 5 min. before returning to freezer

2) Add 5 µl of puc18/19 (50 pg) to cells

3) Tap tubes and put tubes on ice for 30 min.

4) Heat tubes for 45s in 42° bath

5) Place on ice for 2 min.

6) Add 0.9 ml SOC medium

7) Shake for 1 hr. 

8) Dilute reaction 1:10 w/ SOC medium and plate 100 µl of diluted reaction

-- expect ≥ 1 x 108 transformants/µg puc18/19 when 50 pg puc18/19 is used

Transformation efficiency –

CFU/µg = _# CFU_   x   __1 x 106 pg__   x     _____1ml_____    x   10  = 

       50 pg                    µg                       0.1 ml plated

