The UK Calciphylaxis Study
RESEARCH PROTOCOL
Location: All UK renal departments 

Inclusion Criteria: Any patient with CKD and a diagnosis of calciphylaxis, subject to informed consent. 

Design: Prospective observational study over 10 years. 
Data & sample collection: 

· Demographics, concomitant medications and standard laboratory variables will be collected at baseline (see data collection form) 

· Clinical information on skin lesions, symptoms, and initial therapeutic interventions will be collected at baseline. 

· 4 monthly follow-up clinical and laboratory data will be requested until full recovery or death.

· A DNA sample will be taken at baseline and transported to CIGMR (see below) immediately. 

· Plasma/Serum and clotting samples will be taken at baseline, week 1 & 2, 1 month and after full healing should this occur (see below). Samples will be frozen at -20ºC or below locally and collected and frozen at -80C at the core laboratory for testing of serum levels of promoters and inhibitors of calcification, and clotting factor deficiencies. Samples will be sent to the core-laboratory after the 1 month samples have been collected.
· Any tissue that is taken for diagnostic or therapeutic purposes (ie skin biopsy, amputation, mastectomy etc) will be requested and transported to the University of Manchester (see below) 
PLEASE RING THE STUDY CO-ORDINATOR: Sr Lesley Haydock IN OFFICE HOURS           0161 206 1309 when samples are ready to be couriered or you are planning on taking tissue biopsies.
Kit should include:  

One free white label ‘DNA sample’ (still on backing) with printed study number + packaging

15 x blue capped Nunc tubes labeled ‘plasma’


15 x yellow capped Nunc tubes labeled ‘serum’


15 x clear capped Nunc tubes labeled ‘clotting’

1 x 15ml Nalgene cryogenic vials labeled ‘fixative’(red) containing 10ml fixative

3 x 15ml Nalgene cryogenic vials labeled ‘wash 1’, ‘wash 2’, ‘wash 3’ (red)
1 x 2ml Nalgene cryogenic vial labeled ‘fixed tissue’ (red)
1 x 20ml universal labeled PBS tablets containing two PBS tablets

1 x 250ml container labeled 200ml sterile pot 

1 x 15ml Nalgene cryogenic vials labeled ‘RNA’ (blue) containing RNAlater.

1 pair of disposable tweezers
Biological sample handling: all samples should reach the local lab within 4 hours 
· DNA sample: Use a local EDTA full blood count tube. Place label ‘DNA sample’ onto tube and complete ‘date taken’ on the label. DO NOT SPIN OR FREEZE. Place sample in packaging and send immediately to:
Centre for Integrated Genomic Medical Research (CIGMR)

Imaging, Genomics and Proteomics Research Group

Faculty of Medical and Human Sciences

University of Manchester

2nd Floor, Stopford Building

Oxford Road

Manchester, M13 9PT

· Serum, plasma & clotting samples: For the baseline samples, use a maximum of 3 tubes per sample type (plasma, serum, clotting) therefore leaving a maximum of 3 tubes per sample type for subsequent follow ups: 1 week, 2 weeks, 1 month and if healing occurs.
· Serum samples: Use a local serum (clotting activator) tube. Spin as per local lab protocol (e.g 2400xg for 10 minutes), transfer at least 500µl serum into each YELLOW lidded plastic storage vial (max. 3 vials). Label with appropriately completed study labels and freeze at -20ºC or below. 
· Plasma samples: Use a local plasma (lithium-heparin) tube. Spin as per local lab protocol (e.g. 2400xg for 10 minutes), transfer at least 500µl plasma into each BLUE lidded plastic storage vial (max. 3 vials). Label with appropriately completed study labels and freeze at -20ºC or below.
· Clotting samples: Use a local coagulation (sodium citrate 1:10) tube: spin the sample at 1600xg for 10 minutes. With a plastic Pasteur pipette, transfer the plasma to another plastic tube and spin at 1600xg for 10 minutes again. Transfer at least 500µl platelet-free plasma into each CLEAR lidded plastic storage vial (max. 3 vials), keeping the pipette away from the bottom of the tube to avoid re-suspension of the platelets. Label with appropriately completed study labels and freeze at -20°C or below.

Store baseline, 1 week, 2 weeks samples locally. Once 1 month sample collected please contact study co-coordinator to arrange dry-ice courier to: 

Dr Rob Oliver

Salford Bio-repository Facility

Clinical Sciences Building

Salford Royal NHS Foundation Trust

Stott Lane

Salford, M6 8HD

· Skin biopsies: If a skin biopsy is to be taken please contact the study co-coordinator and liaise with your local histopathology labs.
Before tissue collection, the vial labeled ‘fixative’ containing the fixative and the vial labeled ‘RNA’ containing RNAlater may be stored in the fridge at 4-8ºC (but this is not necessary). 

After tissue is transferred into the tube labeled either ‘wash 3’ or ‘fixed tissue’ (both containing buffer) and the tube labeled ‘RNA’ (containing RNAlater), delivery to the appropriate addresses must be made that same day or the day after. 

Tissue samples will be processed as follows: 

· If <0.8 cm of tissue is available, follow ONLY Step 1. 

· If samples are > 0.8 cm divide in 2 and follow Step 1 AND 2.

STEP 1 (fixative):

· Place 1 tissue sample in the RED labeled 15ml cryogenic vial labeled ‘fixative’ which contains paraformaldehyde** for 18-24 hours. 

· Dissolve one PBS tablet (from 20ml universal labelled ‘PBS tablets’) in 200ml of distilled water in the container labeled ‘200ml sterile pot’ – this forms your buffer solution.

· Place 10ml of buffer into tubes labeled Wash 1, Wash 2 & Wash 3.

· Transfer tissue from ‘fixative’ vial to ‘Wash 1’ tube with tweezers (included with kit). Shake the container gently and leave for 5 minutes.

· Transfer tissue to ‘Wash 2’ tube, shake gently and leave for a further 5 minutes.

· Transfer tissue to ‘Wash 3’ tube. If sample is greater than 0.5cm, then leave in Wash 3 tube. If tissue is less than 0.5cm, transfer into 2ml Nalgene cryovial labeled ‘fixed tissue’ and add approx. 1.5ml of buffer.

· The sample is now ready for sending (together with a sample in blue container labeled ‘RNA’ (step 2), if applicable):

Dr Maria Jeziorska,

Tissue Injury and Repair Group

RM1.534, Stopford Building

The University of Manchester

Oxford Road, 

Manchester, M13 9PT

STEP 2 (RNA):

· If the original biopsy sample was divided into two (see * above) and this remaining second sample is 0.5cm or less in largest dimension - place in the BLUE labeled 15ml cryogenic vial labeled ‘RNA’ (containing RNAlater (Ambion)). It is now ready for transport. BUT…
· If this remaining second sample is greater than 0.5cm, divide into smaller pieces, (each no larger than 0.5 cm) before placing in the BLUE labeled 15ml cryogenic vial labeled ‘RNA’ (containing RNAlater (Ambion)). (This is necessary to preserve RNA in the sample). It is now ready for transport. 
** fixative = 4% paraformaldehyde in 0.01 molar phosphate buffer [PBS]
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