Biospecimen Protocol
1. Retain con notes & fax sheet that come with satchel / biobottle 

2. Check that details on blood tubes and fax sheet (if there is one) have no discrepancy. If there is, please note that in the red book (blood lab book 

3. When entering blood details in the red lab book also record whether we received 2 edta or 1 edta & 1 acd tubes or 2 acd tubes.

4. After entering details in lab book please check that each participant’s details are as per those on the KISC database.

5. Print labels as per the following

(i) open “daily blood.xls” on desk top

(ii) enter appropriate info as per example 
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(iii) save details entered & close xl sheet

(iv) double click on “Biospec.Lab” icon on the desk top to open the printer’s linked software . It should look like so when opened.
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(v) now click on the icon that is on the right of the pair of binoculars…. The one that has a ? on it. This will open the spread sheet again, which will look like so.
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(vi) enter the # of labels needed, usually 15, in the left hand column, and then click on the “printer “ icon on the right hand side of the screen ( the one to the left of the icon carrying a spanner) to start printing. Don’t forget to close every window.

6. If 1 edta & 1 acd tubes are received use the acd tube for the Guthrie cards & for the plasma / wbc. Use the whole edta tube for the blood pellet.

7. Process blood as per protocol below

· TREAT ALL BLOOD AS POTENTIALLY INFECTIOUS.

· PROCESS IN A LAMINAR FLOW HOOD AND WEAR GLOVES AND GLOWN.

· CHECK YOUR HEP B TITRE EVERY 2 YEARS.

· ENSURE THAT ALL STAFF WORKING WITH HUMAN BLOOD ARE FAMILIAR WITH THE PMCI LABORATORY SAFETY MANUAL ISSUED BY THE PMCI RESEARCH SAFETY OFFICER.

All plastic wear etc needs to be sterile as these cells may one day be cultured; use standard sterile techniques.

Process blood within 24-48 hrs of being taken. Keep blood at room temperature until processed.

IF 20mls BLOOD RECEIVED: 
use one tube ( acd tube ) for Guthrie , Ficoll isolation of WBCs and NL freeze, and one tube ( edta ) for BP for DNA :

The protocol aliquot's 20mls blood into:











Storage

1. 2 cards of Guthrie spots (from <1ml ) for direct PCR


at RT

2. 6 freezes of plasma







in -70

3. 3 freezes of white blood cells (WBC) for transformation

    (from 9-10mls blood)






in LN

4. 1 freeze of non-lymphocytes (NL, from same 9-10mls) for RNA
in -70

5. 1 blood pellet (BP) from 9-10mls, for DNA isolation


in -70

If 20 mls of blood is received

1) Label all tubes and Guthrie cards with name, DOB and appropriate kConFab number(s). 

2) Making Guthrie spots 
a) Mix blood thoroughly by inversion before starting. Wipe top of vacutainers with ETOH before opening. 

b) use the ACD vacutainer to make 1 & 1/2 Guthrie cards by placing a drop of blood in the circles. 

c) Air dry thoroughly.

3) Spin for plasma: 
a) spin  remaining blood in vacutainer  at 1300-1500 rpm for 10-15mins to separate plasma 

b) remove 0.5 mls (500ul) into each 6 labelled freezer tubes 

c) store the 6 aliquots at -70 

4) Separate WBCs by Ficoll gradient: 
a) transfer the remaining blood from this plasma spin to a labelled 50mls tube that has had 10mls RPMI placed in it 

b) aliquot 3 mls Ficoll into 2 labelled 10mls centrifuge tubes 

c) carefully layer the blood onto the Ficoll. treat gently, don't mix, spin asap 

d) spin at 1600 rpm in centrifuge for 30 mins, WITHOUT A BRAKE 

e) collect the WBCs (second layer) with a sterile pipette and place into a 50ml tubes that has 10 mls RPMI. Use a swirling motion to "vacuum up " the WBCs. Don't take too much Ficoll (third layer) from below the cells as it is toxic to the cells. 

5) process red non-lymphocyte (NL) fraction by combining red NL fraction in one 10mls tube that contains 5mls RPMI

6) spin  tubes for WBC & NL  at 1600 rpm for 10 mins.. Brake can be used here.

7) Lyse red blood cells to make blood pellet (BP) for DNA isolation: 


a) transfer blood from EDTA vacutainer (other tube that was not used to make the Guthrie cards) to a labelled 50mls tube. 

b) fill tube with x1 TE. Mix vigorously. Place on ice for 2-5mins. 

c) Spin at 2500rpm for 10-15 mins, this may make the pellet firmer ( the pellet can be slippery!) 

d) carefully pour off the supernatant into a container and add another 50mls of x1 TE solution to the pellet. Shake vigorously. Place on ice for 2-10mins. 

e) spin for 10-15mins at 2500. Repeat washing if red cells persist.. 

f) carefully pour off supernatant and transfer "BP" with a small volume of supernatant to a labelled BP freezing vial. Store at -70 until DNA is required/isolated. 

Prepare freezing solution as below

70% RPMI 1640, 20% FCS, 10% DMSO


filter through a 0.22um filter before use, solution must be sterile


leave on ice for at least 5 mins before use

8) pour off the supernatant from the WBCs carefully into a waste container. resuspend the cells by flicking the bottom of the tube, add 3 mls of freezing mix to cells.

8) dispense WBCs into 3x2mls freezing vials (all freezing vials with appropriate name and number). Place WBCs  on ice for a few minutes, no more than 10mins.

9) collect 1 ml of red NL and add to 300ul of freezing mix in freezing vials and place vials on ice for a few minutes, no more than 10mins.

10) Place the x3 WBCs into the -70 using two different storage containers, 2WBCs vials into one storage container, 1 WBC vial into the other.

11) place NL fraction in –70 in the same box as the plasma and blood product pellet.

If 11-19mls of Blood is received:

* make 2 Guthrie cards

* use 9mls for plasma and 3 WBCs plus 1 NL freeze as above

* use remainder for BP (can rinse the tube out if not a great volume)

The only change here is that there is less blood is used for the PB

If 6-10mls blood is received:

* make Guthrie spots

* use rest for plasma, 3 WBCs plus 1 NL freeze

ie make 2-6 plasma aliquot's

place the remaining blood into RPMI and do Ficoll gradient, 2-3 freezing vials

* wash tube out with EDTA to get BP, although, this may not be possible

If less than 6 mls blood received:

* make 2 Guthrie cards

* use rest for plasma, place remaining blood in RPMI and collect 1-2 WBCs and NL

ie, no BP is made, fewer plasma freezes and only 1-2 WBCs

