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Need for High Quality Stored Specimens for Future Analysis
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Building a Pipeline for Immunologic Biomarker Validation

Sample Collection Quality Processing and Storage
Lymphocytes/PBMC SOP for each sample type which maintains
Peripheral Blood RNA sample integrity
DNA QC Program for each sample type
Serum Linked data
Tumor (DTH-SKin?) Prospectively defined clinical outcome

assessment-long term F/U

Make sure there is Ensure sample and data

enough material to integrity via validated SOP
analyze and bank



Banked Samples: Feasibility of Large Volume Blood Collection

Parameter Volume Blood Cells/Imlwhole Hct
Drawn (ml) blood

Desired value 250 108/ml >30
# of samples 416 376 416
Median 200 0.8x106% 37
Mean 184 0.9x106 37
Minimum 10 0.1x106% 29
Maximum 255 3.2x106% 54

« Stage IlII/IV breast cancer patients across 3 trials (115 patients)
* Minimum 30 days from chemotherapy

» Large volume blood (200-250 cc) every 3 months for 1 year

» Majority of patients collected via venipuncture



Change in Hematocrit vs. Volume of Previous Blood Draw
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Banked Samples: Ensuring Functional Capacity of T Cells
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Factors That Did Not Matter o
» Shipping ondryice, 24,48, 72 4 25 37
hours (p>0 05) Temperature of Media, °C
 Large (100cc) vs. small volume
(25cc) thaw (p>0.05) Impact of thawing method

» Speed of spin at wash (p>0.05)

o # cells/vial (p>0.05)
Disis et al, J Immunol Meth, 2005



Validation of SOP

% Cell Viability

Cryopreservation with Dextran (SI)
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Validation Across Multiple Assays of Same Class
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Validation in Stored Samples: Ongoing Performance
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Open Access Protocols

Protocol for Isolation, Cryopreservation, and Thawing of PBMCs

Description

Cryopreserved PBMCs are a conunon specimen source for studies of immuneclogical responses to vaceines,
mnmunotherapies, ete. The health and viability of cells recoversd post-cryopreservation are of course
eritieal to the suecess and aceuracy of immunological assays performed on them. We have developed this
protocel to help standardize PBMC isolation and eryopreservation techniques, specifically for the
assessment of thawed cells by eytokine flow eytometry.

Cryopreservation of FEMCs
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Thawing of PEMCs3
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