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* Things to do before starting
1. Preheat a water bath or a heat block bath to 65°C before the operation.
2. For 50preps, add 30ml ethanol to XPPG 3 Buffer, 8ml ethanol to Wash Buffer 1 and 40ml ethanol to Wash Buffer 2.

For 200preps, add 120ml ethanol to XPPG 3 Buffer, 32ml ethanol to Wash Buffer 1 and 160ml ethanol to Wash Buffer 2.
For 300preps, add 180ml ethanol to XPPG 3 Buffer, 48ml ethanol to Wash Buffer 1 and 240ml ethanol to Wash Buffer 2.

*You have to use 96-100% ethanol.
3. All centrifuge steps are done at 13,000 rpm in a microcentrifuge.

Grind the Plant Sample

(up to 100mg)
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1. Add 400ul of XPPG1 Buffer and 8ul RNase A (50mg/ml) into the sample tube and mix by vortexing.

2. Incubate at 65°C for 10 minutes. During incubation, invert the tube every 5 min.
At the same time, preheat required Elution Buffer (200ul per sample) at 65°C.

3. Add 130ul XPPG2 Buffer and mix by vortexing.

4. Incubate at ice for 5 min.

5. Place a Filter Column in a 2ml Collection Tube.
6. Apply the mixture from previous step to the Filter Column.

7. Centrifuge for 3 min

8. Carefully transfer clarified supernatant in collection tube to a new tube (not provided).

9. Add 1.5 volume of XPPG3 Buffer (ethanol added) and mix immediately by vortexing for 5 seconds.

10. Apply 750ul the mixture (including any precipitate) from previous step to the XPPG column.
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11. Centrifuge for 2 min
then discard the flow-through.

12. Add 500ul of Was Buffer 1 (ethanol added) into the column.
13. Centrifuge for 30 sec then discard the flow-through.
14. Add 750ul of Wash Buffer 2 (ethanol added) into the column.
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15. Centrifuge for 30 sec
then discard the flow-through.
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16. Centrifuge for 3 min to dry column

17. Add 50ul - 200ul of Preheated Elution Buffer to the membrane center
of XPPG Column. Stand the column for 3 min.

18. Centrifuge for 2 min

19. You can get pure gDNA.
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. Add 400ul of XPPG1 Buffer and 8ul RNase A (50mg/ml) info the sample tube and mix by vortexing.
. Incubate at 65°C for 10 minutes. During incubation, invert the tube every 5 min.
At the same fime, preheat required Elution Buffer (200ul per sample) at 65°C.
3. Add 130ul XPPG2 Buffer and mix by vortexing.
Incubate at ice for 5§ min.
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Place a Filter Column in a 2ml Collection Tube.
6. Apply the mixture from previous step to the Filter Column.

7. Centrifuge for 3 min

8. Carefully transfer clarified supernatant in collection tube to a new tube (not provided).
9. Add 1.5 volume of XPPG3 Buffer (ethanol added) and mix immediately by vortexing for 5 seconds.
10. Apply 750ul the mixture (including any precipitate) from previous step to the XPPG column.
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11. Centrifuge for 2 min
then discard the flow-through.

12. Add 500ul of Was Buffer 1 (ethanol added) into the column.
13. Centrifuge for 30 sec then discard the flow-through.
14. Add 750ul of Wash Buffer 2 (ethanol added) into the column.
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15. Centrifuge for 30 sec
then discard the flow-through.
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16. Centrifuge for 3 min to dry column

17. Add 50ul - 200ul of Preheated Elution Buffer to the membrane center
of XPPG Column. Stand the column for 3 min.

18. Centrifuge for 2 min

19. You can get pure gDNA.

Please consult the eCube Plant DNA Mini Kit Handbook
before using these protocols for the first fime.
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