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E 1. RetroNectin Supports High-Efficiency

Gene Transfer

Cell Type

Efficiency of
Gene Transfer (%)

Human CD34*

CD38" BMC? 9.5
Human PBMC?® 912
TF-1 979
SupTi 97.3
Jurkat 80.1
K-562 90.4
HL-60 86.1
Monkey CD34" BMC 72.0
Monkey CD4* T-cell 850

! Transductions were performed using the RetroNec—
tin—Bound Virus (RBV) Method of transduction.

’ Bone marrow cells.

3 Peripheral blood mononuclear cells.
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3 1. RetroNectin greatly enhances virus-mediated gene transduction. RetroNectin is a chimeric re—
combinant peptide consisting of 3 functional domains derived from human fibronectin, that bind either cell
surface proteins or virus. The enhancement is likely due to the colocalization of virus and cells on RetroNectin
molecules, RetroNectin is most effective when viruses are first allowed to bind to RetroNectin-coated plates (or
other cell growth substrates), followed by the addition of target cells,
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I 2: Surface Protein Phenotypes of Some
Human Stem Cells

Gene hCD34* hMSC  hADSC
VLA-4' + - +
VLA-5' + + +
Pit-12 0.36 1 0.31

"VLA-4 and VLA-5 are integrins that bind Ret—
roNectin,

 Pit—1 is the cellular receptor for the GalLV Env
protein. These values represent Pit—1 expres—
sion relative to that of hMSC.
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12l 2. RetroNectin-mediated transduction outper—
forms standard methods of transduction. A Gal.\V-
pseudotyped retrovirus carrying a fluorescent protein
marker was used to transduce human hematopoietic
(hCD34"), mesenchymal (hMSC), and adipose (hAD—
SC) stem cells, all of which express different levels
of Pit-1 (the Gal.V receptor) (see Table I). In each
case, the RBV method transduced the stem cells
more efficiently than either the polybrene— or the
protamine-based method.
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112 3. Effective retroviral and lentiviral transduc—
tion of Jurkat cells on RetroNectin—coated plates.
Jurkat cells were transduced with either retrovirus
(Panel A) or lentivirus(Panel B) by using serial RBV—
based transductions. Each VSV-G pseudotyped
viruswas engineered to express ZsGreeni. Viruses
were bound to RetroNectin-coated plates for 4 hr
followed by incubation with the cells for 24 hr, Fol—
lowing the first infection, the cells were collected
and added to a second RetroNectin plate containing
freshly bound virus, At 96 or 72 hr after the second
round of retroviral or lentiviral infection, respectively,
the cells were analyzed for fluorescent protein ex—
pression using flow cytometry. The transduced cells
shownin Panel A were 75.5% positive with an MFI of
138; those shown in Panel B were 94.8% positive
with an MFI of 120.

HEZH 22 TaKaRa Code
0.5 mg T100A
RetroNectin Reagent
2.5mg T100B
RetroNectin Precoated Dishes 10 dishes T110A
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