Insert Check (by restriction digest)


Reagents
Solution I
	Want
	Stock
	Volume needed for 10 ml

	50 mM glucose
	2 M glucose
	0.25 ml

	25 mM Tris-HCl (pH 8.0)
	1 M Tris-HCl (pH 8.0)
	0.25 ml

	10 mM EDTA (pH 8.0)
	0.5 M EDTA (pH 8.0)
	0.20 ml

	dH2O to final volume of (
	10 ml


Filter sterilize through 0.2 (l filter and store at 4oC
Solution II
Use within 2 days. Do not store at/cool to 4oC! 
	Want
	Stock
	Volume needed for 2 ml

	0.2 N NaOH
	5 N NaOH 
	80 (l

	1% SDS (C12H25NaO4S)
	10% SDS
	200 (l

	dH2O to final volume of (
	2 ml


Solution III
	Stock
	Volume needed for 100 ml

	5 M Potassium acetate (C2H3KO2)
	60 ml

	Acetic Acid   (C2H4O2)
	11.5 ml

	dH2O to final volume of (
	100 ml


   Autoclave
PCI
Phenol : Chloroform : Isoamyl alcohol :: 25:24:1

	Reagent
	Volume

	Neutralized Phenol, pH 8.0
	1 vol.

	Chloroform Isoamyl Alcohol (CIAA)
	1 vol.


   Vortex vigorously for 20 seconds
   Store at 4oC
Tris-EDTA (TE)
	Reagent
	Volume needed for 10 ml

	   1 M Tris-HCl, pH 7.4 – 8.0
	200 (l

	0.5 M EDTA, pH 8.0)
	  20 (l

	MilliQ Water to final volume of (
	10 ml


   Autoclave
Restriction Digest Insert Check
1. Inoculate 5 ml LB broth (containing appropriate antibiotics; i.e. 5 (l 50 mg/ml ampicillin stock) with one colony from plated transformation.

2. Incubate overnight in shaking water bath at 37oC, 200 rpm.

3. Centrifuge culture in two (2) 1.5 ml Eppendorf tubes at 10 000 rpm for 3 minutes at room temperature.

4. Discard supernatant and repeat centrifugation (10 000 rpm, 3 minutes, room temp.)

5. Resuspend pellet (cells) in 100 (l Solution I (mix by pipetting or vortexing)

6. Add 0.2 ml Solution II (using P1000 Pipetman). Mix by inverting tube.
7. After waiting exactly 5 minutes, add 150 (l Solution III. Mix by inverting tube.

8. Leave tubes on ice for at least 5 more minutes.
9. Centrifuge at 15 000 rpm for 5 minutes at 4oC (or room temperature).
10. Collect and transfer supernatant to a new tube.
11. Add 450 (l PCI and vortex vigorously for 20 seconds.

12. Transfer upper layer to a new tube.

13. Add 450 (l of CIAA and vortex vigorously for 20 seconds.

14. Centrifuge at 13 000 rpm for 1 minute at room temperature.

15. Transfer upper layer to a new tube.

16. Add 900 (l 100% ethanol. Mix by inverting several times.

17. Leave tube at –80oC for 15 minutes.

18. Centrifuge at 15 000 rpm for 10 minutes at 4 oC (or room temperature).

19. Discard supernatant and dry pellet in a vacuum dryer.

20. Dissolve pellet in 30 (l TE.

21. Transfer 3 (l of tube’s contents into new 1.5 ml tube.

22.       Add 
4.5 (l 
  MilliQ water

   1 (l 
  10 ( EcoRI buffer

0.5 (l 
  RNAse A (1 mg/ml)

   1 (l 
  EcoRI (10 unites/(l)

            Mix by inverting.

23. Incubate tube at 37oC for 1 hour in water bath or air-incubator (not block incubator).

24.         Mix 
5 ml 
Digest
       with
1 ml 
6( BPB (bromophenol blue)
Run on 1% agarose gel in 0.5( TBE buffer gel

To remaining crude plasmid solution collected above:

25. Add 2 (l RNAse A (1 mg/ml). Mix by inverting.

26. Incubate tube at 37oC for 1 hour. Then place tube on ice.
27. Add 30 (l of 20% PEG (Polyethylene glycol)/2.5 M NaCl solution. Vortex vigorously and thoroughly.
28. Leave tube on ice for 1 hour.

29. Centrifuge at 15 000 rpm for 10 minutes at 4oC (or room temperature)

30. Remove supernatant and add 1 ml 70% ethanol.

31. Vortex vigorously, then centrifuge at 15 000 rpm for 5 minutes at 4oC (or room temperature).

32. Remove the supernatant and dry the pellet using a vacuum dryer.

33. Dissolve the pellet (which may be invisible) in 100 (l MilliQ water.

34. Add 10 (l 3M sodium acetate (pH 5.2) and 250 (l 100% ethanol.
35. Leave tube at -80oC for 30 minutes.

36. Centrifuge at 15 000 rpm for 15 minutes at 4oC  (or room temperature).

37. Remove supernatant and add 1 ml 70% ethanol.

38. Centrifuge 15 000 rpm for 15 minutes at 4oC  (or room temperature).

39. Remove supernatant and dry pellet using a vacuum dryer.

40. Dissolve the pellet in 100 (l MilliQ water.

41. Repeat above ethanol precipitation once more (steps 34 – 40).

42. Dissolve pellet in 10 (l MilliQ water.

43. Dilute 
1 (l plasmid solution
       in 
1 ml MilliQ water.

44. Measure OD260 and OD280 using spectrophotometer. Determine concentration using following formula:
[DNA] (mg/ml) = OD260 ( dilution factor ( 0.05

45. Dilute plasmid solution to 150 ng/ul in final volume of 20 (l.
Sequencing

PCR sequencing
Overnight Incubation (
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