GSFL protocol: DNA isolation from buccal cells 

Key Reference(s)

· Richards et al. (1993). Multiplex PCR amplification from the CFTR gene using DNA prepared from buccal brushes/swabs. Human Molecular Genetics 2, 159-163.

· Jonathan Flint's website www.well.ox.ac.uk/flint/
Introduction

This is a non-invasive, quick method of recovering DNA for PCR analysis from patients. The kits can be posted, and used either by a GP, or at home by the patient themselves.

Kit assembly

1. Assemble kits under hygenic conditions (wear latex gloves, work on clean surface):

	Kit component
	Order from
	Cost per unit

	Endoscan Plus cytology brush (hygenically packed, packs of 10)
	Cooper Medical (NZ) Ltd


	$0.25

	2ml Cryovials with O-ring seals, Greiner GR126263
	Raylab NZ Ltd
	$0.40

	CourierPost Trackpak DLE prepaid courier pack
	CourierPost NZ Ltd

www.courierpost.co.nz
	$2.20

	Plastic ziplock bags 130x210mm
	OTC
	$0.10

	Eppendorf 0.5ml tube (cap trimmed) or similar
	Wherever
	$0.10

	Sampling instructions

(insert file name)
	
	0

	
	Total cost per kit
	$3.05


2. Add 600(l of genomic quality 50mM NaOH (0.1g in 50mL MPW) to each 2ml cryotube. 

3. Label kit bags and 2ml cryotube. (Labels at D:\My documents\DOCUMENT\Forms & labels\LABELS\Buccal kit label 2003.doc) 
4. Insert brush into the 0.5ml tube to protect end. 

5. For distribution, names and or ID numbers should be recorded on kit packs and 2ml cryotubes.

6. Assemble kits, including sampling instructions located in 
D:\My documents\Projects\PROTOCOL\GSFL protocols\DNA extraction\Buccal brush DNA sampling method for GP or patient.doc)
Buccal brush DNA sampling method

IN ADDITION TO THE KIT CONTENTS, YOU WILL REQUIRE DISPOSABLE GLOVES AND A PAIR OF CLEAN SCISSORS

1. Wearing disposable gloves, remove and discard the small cap from the end of the brush.

2. Insert brush into patient's mouth, and run it firmly backwards and forwards around the inside of the cheeks (both sides), rotating gently. This should be done for about 15 seconds each cheek. Please time it, as it is longer than you think!

3. Carefully insert brush into the small, screw-capped tube that contains liquid, taking care not to spill the contents (a mild alkali; avoid skin contact and clean up with wet cloth if spilt).  Rotate brush a few times by twirling handle gently.

4. With a pair of scissors, cut off the brush handle flush with the top of the tube.  Screw the cap on firmly, and drop the tube into the courier pack. Please return to the laboratory as soon as possible, although the samples will be stable at room temperature for a few days.

NB, if you spill the contents of the tube, drop the brush after sampling etc., please just carry on - it should still work.  However, it would be helpful if you could include a note to tell us what went wrong.

Buccal DNA isolation method

1. Vortex the tubes for 20 seconds to ensure release of cells.

2. Boil tube on hot plate for about 10 minutes.

3. Vortex again, briefly.
4. Remove and discard brush using clean forceps. Can store at this stage for at least a week if necessary (4 oC)

5. Add 83(l of 1M Tris-CL,(pH8.0) genomic quality, to neutralise.

6. Spin 2 minutes at 4000RPM to pellet debris. 

7. Transfer 400(l into each of two tubes – AVOID precipitate.  1 tube into GSLF box 10 and 1 tube into UK box 10. Use 1(l in 10-20(l PCRs.

8. Store at 4 oC  or -20 oC.
Notes

Things to avoid prior to sampling:

1. Brushing teeth within one hour can be problematic - residual toothpaste can interfere with isolation, and the brushing may lower yields of available buyccal cells.

2. Best not to eat for one hour prior to sampling, as residual food can contaminate the preparation.

3. Drinking, and chewing sweets or gum before hand is also not advisable.
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