HUANGLONGBIN  DNA EXTRACTION
1. Remove the leaf laminae from the citrus leaves and then cut the mid-ribs into cross-sections of about 1mm thick. Mix them well.  Air-dry them for a few days.
2. Weigh 0.5 g of the dried mid-rib sample and seal it in a small plastic bag. Store it in the refrigerator, ready for use.

3. Place the sample in a chilled mortar and grind in liquid nitrogen with a pestle.
4. Let the content warm back to room temperature. (CTAB will precipitate at temperatures below 15ºC.)
5. Add in 3.0 ml of 2%CTAB solution (with 1% 2-mercaptoethanol added before grinding). Gently mix the content and leave it standing for about 2 minutes.

6. Pour the liquid part of the mixture into a 1.5 ml microfuge tube.

7. Centrifuge the microfuge tube at 6,000 rpm for 5 minutes at around 20ºC.
8. Collect 500 µl of supernatant into a new microfuge tube and add 500 µl chloroform: isoamyl alcohol (24:1). Shake the tube for a few seconds.

9. Centrifuge the tube at 14,000 rpm for 5 minutes at 200C.

10. Collect 100 µl of top aqueous layer and put into a new microfuge tube. Add 70 µl ice-cold isopropanol. Mix the tube content by inverting the tube a few times.

11. Put the tube in a -850C freezer for 1 hour or in a -200C freezer overnight.

12. Centrifuge the microfuge tube at 14,000 rpm for 5 minutes at 4ºC. There should be a whitish pellet.
13. Pour away the isopropanol.

14. Dry the pellet for about 25 minutes inside a laminar flow cabinet or for about 5-10 minutes inside a vacuum evaporator (Speed Vac). (The vacuum evaporator should be turned on about 30 mins before use).
15. Add 100 µl of TE buffer (pH 8) or molecular grade water to re-suspend the DNA pellet. Store at -200C until further use.

(This protocol was originally modified by Teo Chan Hock from a Japanese method)
2% CTAB
2% (w/v) cetyltrimethylammoniumbromide or CTAB
100mM Tris-HCL (pH 8.0)

1.4 M NaCl

20mM EDTA

1% (w/v) polyvinylpyrrolidone (Mr 40,000) PVP

Preparation Protocol (for 100mL)
CTAB (2%)




2g

NaCl (1.4M)




8.182 g

EDTA (20mM)



0.744g

Polyvinylpyrrolidone (Mr 40,000)

1 g

1. Add 10 mL of 1M Tris-HCl (pH 8.0)

2. Mix all the above chemicals in about 80 mL of molecular grade water, and then top up to 100mL.  Do so with a magnetic stirrer and heat to dissolve the chemicals.

3. Autoclave and keep at room temperature.

4. Just before use, add 1% of 2-mercaptoethanol and mix.  Keep in a dark bottle as 2-mercaptoethanol is light sensitive.
