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CD34+ Cell Product Processing
G-CSF Treatment of HiV-positive Patient {Days 1-5)

Harvest Mononuclear Cells by Large Volume Apheresis (Days 4 & 5)

Wash and Deplete Day 4 Product of Granulocytes, Platelets and Red Biood Cells
using DACS-SC. Wash and Store overnight at 2-8°C.
Wash and Deplete Day 5§ Froduct and pool with Day 4 Product

\

Positive Selection of CD34+ Hematopoietic Progenitor Cells by Nexell soiex 300i

v

Transter CD34+ cells to 1L Nexell X-Fold Culture Bags at approx 5 x 105
celis/ml in IMDM plus 10% FBS and cytokines 4, Culture for 30-36 hours

v

Wash cells and resuspend in 200 ml of retraviral vector,
Supplement with cytokines as above

v

Coat 360 sz‘ X-Fold Bags —> Transfer cells in vector to Retronectin coated
with Retronectin at 2 ng/cm? X-Fold Cuiture Bags and culture 5-7 hours

v

Wash cells and resuspend in another 200 ml of retraviral vector.
Transduce overnight in the RetroNectin coated X-Fold Bag:

v

Wash cells and resuspend in infusion buffer

v

Safety Testing and Assessment of Dose

\

Infuse Retrovirally-Transduced CD34-+ Cells

Figure 2
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(A) Schematic representation of the DzyNA PCR detection method
(B).Quantitation of neo® gene by DzyNA PCR generation of 2 standard curve which
allows for estimate of percentage marking in an 'unknown' sampie.
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Figure 4: Diagram of the CD4+ T lymphocyte model: naive cells N, activated cells A,
memory ceils M.
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Figure 5: Diagram of the macrophage model: Monocyte Mo, Macrophage M.
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Figure 6: Diagram of the CD4+ T lymphocyte model: naive cells N, activated cells A,
memory cells M, free HIV virus V.
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Figure 7: Diagram of the Macrophage Model: free virus V, productively infected
cells P, infected macrophages M, resting CD4+ T cells with defective unintegrated
HIV DNA L, resting CD4+ T cells with competent unintegrated HIV DNA L,,
resting CD4+ T cells with integrated HIV DNA.



