DNA EXTRACTION SUMMARY
Part 1
1. BOOK THE BIOHAZARD HOOD (for 1-2 hours) AT LEAST A DAY AHEAD

2. Turn water bath on to 37 degrees.

3. Remove blood samples from 4th drawer of freezer or fridge.

4. While thawing, write the ID numbers in the blood book (by hand), and then label the centrifuge tubes with pre-printed sticky labels.

5. When bloods are completely thawed add 6ml RBC Lysis Solution  (#1) to each tube, cap and leave for 2 minutes then invert at least 10 times.

6. Spin at 2000g (or 3160 RPM) for 10 minutes.

7. Carefully pour off supernatant into appropriate container, recap tubes.

8. Vortex pellet briefly to resuspend in residual fluid.

9. Add 8mls RBC Lysis Solution (#2), recap and mix well.

10. Spin at 2000g for 5 minutes.

11. Pour off supernatant into appropriate container.

12. Repeat steps 9-13 (second wash step)  with 6ml RBC Lysis Solution #3
13. Add 1ml of 1M NaCl Solution (#4) and recap.
14. Vortex vigorously to break up all cell lumps.  This step is critical!
15. Add 6mL Cell Lysis Solution. (#5)
16. Add 50uL RNase A Solution. (in fridge) and recap.
17. Mix well and incubate in water bath anywhere from 1 hour to overnight.

Part 2

18. Get *Phenol:Chloroform:IAA  out of fridge and warm up to room temperature before using!!

19. Label and spin empty PhaseLock tubes at 1500g for 3 minutes.

20. To the lysed samples add 1mL 3M Sodium Acetate Solution (#6), recap and vortex briefly and transfer into pre-spun PhaseLock tubes.
21. WEARING SAFETY GLASSES, add 1mL *Phenol:Chloroform:IAA  (#7, In pre-PCR fridge). Use a new transfer pipette for each batch.
22. Recap tubes and mix thoroughly by inversion and spin at 1500g for 5 minutes.
23. While spinning, label clean 10ml tubes, and add 5ml Isopropanol (#8) to each tube.
24. Pour supernatant from PhaseLock tubes into these new tubes and recap. 
25. Mix by gentle inversion.

26. Spin at 2000g for 5 minutes.  Pour off supernatant into Schott bottle labelled GSFL Extraction Waste.
27. Add 10ml 70% Ethanol (#9), recap.
28. Mix by inversion

29. Spin at 2000g for 3 minutes.

30. Carefully pour of supernatant into Schott bottle labelled GSFL Extraction Waste, and leave pellet to air-dry for around 10 minutes. Add 500uL TE Buffer (#10)
31. Recap and voretx gently and incubate in 37 degree oven overnight.

32. Label storage tubes and transfer the DNA using disposable pipettes.  

33. Store at minus 20.  Autoclave GSFL Extraction Waste Schott Bottle.
Preparation of Working Reagents: 

 __RBC Lysis Solution (1 mM EDTA). Dilute 2 mL of EDTA 0.5 M Solution in 998 mL deionized water. Final pH should be approximately 8.0. Store at room temperature. 

 __NaCl Solution, 1 M. Dilute 200 mL of Sodium Chloride, 5 M Solution in 800 mL Millipore water. Store at room temperature. 

 __Cell Lysis Solution (10 mM Tris _HCl, 26 mM EDTA, 17.3 mM (0.5%) SDS). Dilute 10 mL Tris-EDTA Buffer 100X Concentrate and 50 mL EDTA 0.5 M Solution and 50 mL SDS, 10% Solution in 890 mL Millipore water. Final pH should be approximately 7.3. Store at room temperature. 

 __Tris-EDTA Buffer Solution (TE Buffer). (10 mM Tris _HCl, 1 mM EDTA, pH 8.0). Dilute 10 mL Tris-EDTA Buffer 100X Concentrate (room temperature on DNA prep shelf) in 990 mL deionized water. Final pH should be approximately 8.0. Store at room temperature. 

 __RNase A Solution, (4 mg/mL). Dissolve 10 mg Ribonuclease A in 2.5 mL TE Buffer. Store at 2-8 degrees C in pre-PCR fridge. 

 __Sodium Acetate Solution, 3 M. This solution is used in the form it is purchased, no preparation is needed. Store at 2-8 degrees C. 

 __*Phenol:chloroform:isoamyl alcohol 25:24:1, saturated with 10 mM Tris, pH 8.0, 1mM EDTA. This solution is used in the form it is purchased, no preparation is needed. Store at 2-8 degrees C. CAUTION-PHENOL IS VERY CORRSIVE TO SKIN, EYES, AND MANY PLASTICS.  IF YOU SPILL ANY ON YOURSELF, IMMEDIATELY remove all contaminated clothing, and rub contaminated skin for at least 10 minutes with swabs soaked in glycerol.  If glycerol is not available then use high pressure water to irrigate skin for 10 minutes.  Proceed to A&E for further treatment.  see attached data for chlorofrom info.
___Isopropanol, 100%.  In 4L brown bottle in flammables cupboard.

___Ethanol, 70%  Add 300ml Millipore water to 700ml analytic grade ethanol (flammable cupboard, don’t use “drum grade”).  Store at room temperature.

---------------------------------- 

CHLOROFORM WARNING

DANGER! MAY BE FATAL IF SWALLOWED, INHALED OR ABSORBED THROUGH SKIN. CAUSES IRRITATION TO SKIN, EYES AND RESPIRATORY TRACT. MAY AFFECT CENTRAL NERVOUS SYSTEM, CARDIOVASCULAR SYSTEM, LIVER AND KIDNEYS. SUSPECT CANCER HAZARD. MAY CAUSE CANCER. 

Risk of cancer depends on level and duration of exposure. 

Label Precautions: 

Do not breathe vapor.

Do not get in eyes, on skin, or on clothing.

Keep container closed.

Use only with adequate ventilation.

Wash thoroughly after handling. 

Label First Aid: 

In case of contact, immediately flush eyes or skin with plenty of water for at least 15 minutes while removing contaminated clothing and shoes. Wash clothing before reuse. If inhaled, remove to fresh air. If not breathing, give artificial respiration. If breathing is difficult, give oxygen. If swallowed, DO NOT INDUCE VOMITING. Give large quantities of water. Never give anything by mouth to an unconscious person. In all cases get medical attention immediately. 

Note to Physician: 

Because kidney and liver effects may be delayed, keep victim under observation for 24 to 48 hr. Administration of fluids may help to prevent kidney failure. Obtain blood glucose, urinalysis, liver function tests, chest x-ray, and monitor cardiac function and fluid/electrolyte status. Monitor liver and kidney function for 4 to 5 days after exposure. Disulfiram, its metabolites, and a high carbohydrate diet appear to protect somewhat against chloroform toxicity. Do not give adrenalin! Tests may show increased bilirubin, ketosis, lowered blood prothombin, and fibrogen.
