SOP A00-08:  CD8+ lymphocyte depletion using cM-T807 

Purpose and principle:

This SOP describes the method for administering the chimeric anti-CD8 antibody, cM-T807, to macaque monkeys to effect in vivo depletion of CD8+ lymphocytes.  

Materials:

· cM-T807 (low endotoxin, for in vivo use).  This antibody is provided by material transfer agreement from Centocor, Inc.  All users must have an MTA to receive antibody from the Reagent Resource 

· Fluorochrome-conjugated antibodies for immunophenotyping

Protocol for administration and confirmation of depletion

A.  Schedule:

Day

Dose

Route             
Day 0

10 mg/kg
Subcutaneous

Day 3

5 mg/kg
Intravenous

Day 7

5 mg/kg
Intravenous

Day 10

5 mg/kg
Intravenous

          OR

Day 0

50mg/kg
Intravenous or subcutaneous

B.  Notes:
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1. Administering first dose by the subcutaneous route avoids any systemic reaction presumably associated with rapid lysis of lymphocytes or cytokine release.  At the time of the second and third intravenous injections, all CD8+ lymphocytes have been depleted and we have never observed any systemic effect.

2. The antibody needs no further dilution and can be administered as supplied.

3. The subcutaneous injection can be given in 1 or 2 sites depending on monkey size.

4. The intravenous injections are given as a slow bolus over approximately 10-20 minutes.

5. Since this is a foreign protein, we observe monkeys carefully and are prepared for anaphylaxis.  
C.  Confirmation of CD8+ lymphocyte depletion:

1. Considerable variability is observed in efficiency and duration of depletion especially in lentivirus-infected monkeys.  Therefore, accurate detection of CD8+ lymphocytes depletion is essential.

2. cM-T807 can cross-block some anti-CD8 antibodies used for immunophenotyping.  We recommend using only the antibody shown in the table below.

3. It is advisable to “practice” immunophenotyping whole blood specimens that have been spiked with approximately 50 ug/ml of cM-T807.  Staining intensity with CD8-PE will be significantly lower in the presence of cM-T807, but should be easily resolved (see ref. 1).

4. Minimum recommended antibody panel for macaque monkeys:

	CD
	Fluorochrome
	Clone
	Source

	CD4
	FITC
	L200
	Pharmingen*

	CD8
	PE
	DK25**
	Dako**

	CD3
	PE-Cy5 or PerCP
	SP34
	Pharmingen


*Use any anti-CD4 shown to work in your lab.  

**This is the only anti-CD8 we have shown to reproducibly resolve CD8+ cells in the presence of cM-T807.

5. Depletion should be confirmed by showing an absence of CD3+CD8+ and CD3-CD8+ lymphocytes.  In addition, we examine for any CD3+CD4- cells that might indicate cross-blocking of anti-CD8-PE or modulation of CD8 from cell surface.

6. We recommend CBC and immunophenotyping at pre-treatment, day 0, 3, 7, 10, then weekly until CD8+ lymphocytes return. On days 0, 3, 7 and 10, immunophenotyping should be performed on a blood specimen drawn prior to cM-T807 administration.
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Anaphylactoid reactions consisting of vomiting, pallor and tachycardia have been observed in 5-10% of animals receiving the first dose of antibody intravenously.  All have responded to supported treatment.  
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