iGEM Munich 2017 Protocols

Total RNA purification with Norgen Kit

Adapted from Norgen Biotek.

Aim of the experiment

This protocol can be used to purify tota RNA from Gram* or Gram™ cells
using the Norgen total RNA purification kit.

Materials

RNA purification kit (Norgen Biotek, Canada)

TE buffer (100x, AppliChem, Germany)

Lysozyme (Lysozyme from chicken egg white, Sigma Aldrich, Ger-
many)

100 % Ethanol (Carl Roth, Germany)

Procedure

1. Prepare 1 mg/ml (for Gram™ bacteria) or 3 mg/ml (for Gram™ bacte-
ria) lysozyme in TE-Buffer

2. Centrifuge cells at 4000 g for 3 min in a table top centrifuge

w

Discard supernatant and resuspend cells in 100 ul lysozyme-containing
buffer

Incubate at room temperature for 5 min
Add 300 pl lysis buffer and then vortext for 10 s
Add 200 pl 100 and again vortex for 10 s

Transfer 600 ul to a column and put on an 2 ml tube

® N > 0 bk

Centrifuge at 1400 g for 1 min and discard flow-thorough


https://norgenbiotek.com/sites/default/files/resources/Total-RNA-Purification-Kit-Insert-PI17200-32-M14.pdf
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. Add 400 pl washing buffer to the column and centrifuge at 1400 g for

1 min, discard flow-thorough

Repeat steps 9-11 once

Dry by centrifuging at 14000 g for 2 min
Place the column in a 1.5 ml tube

Add 50 pl elution buffer or nuclease-free H,O

Centrifuge at 2000 g for 2 min. Alternatively, incubate at room tem-
perature for 5 min.

Centrifuge at 1400 g for 1 min
Store at -80 °C
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