RetroNectin® Pro

(Recombinant Human Fibronectin Fragment)

CodeNo.T101A
CodeNo.T101B

Size: 0.5mg/0.5ml
Size: 2.5mg/2.5ml

Description:

RetroNectin Pro (Recombinant Human Fibronectin Fragment) is a recombinant
human fibronectin fragment (rFN-CH-296) and composed of three functional
domains: the cell-binding domain (C-domain), heparin-binding domain (H-domain),
and CS-1 sequence (Figure). The fragment enhances retroviral/lentiviral-mediated
gene transduction by aiding the co-localization of target cells and virions.
Specifically, virus particles bind RetroNectin via interaction with the H-domain,
and target cells bind mainly through the interaction of cell surface integrin receptor
VLA-5 and VLA-4 with the fibronectin C-domain and CS-1 site, respectively. By
facilitating close proximity, RetroNectin can enhance retroviral/lentiviral-mediated
gene transfer to target cells. In addition, the reagent enhances the proliferation
of T lymphocytes. T cells are conventionally expanded in the presence of
Interleukin-2 (IL-2) by stimulation with anti-CD3 antibody. The addition of
RetroNectin in this stimulation step dramatically increases the efficiency of T cell
expansion. Moreover, T cells expanded with this method contain a high proportion
of less-differentiated T cells (naive T cells) that have the ability to differentiate
into cytotoxic T cells in vivo.

Through the optimization of the manufacturing process, RetroNectin Pro is
suitable for research and development in the field of cell and gene therapy such
as CAR-T cell therapy. For more information on the RetroNectin method, please
refer to technical literature and product information available online.
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Figure. The hypothesized mechanism of RetroNectin-mediated transduction.
The cell binds to the CS-1 site via VLA-4, and to the C-domain via VLA-5. The
viral particle can bind to the H-domain of RetroNectin. These interactions
increase the localized concentrations of cells and viral particles, an effect that is
thought to enhance gene transduction.

Storage: -20°C

Molecular Mass: 62,617 Da (amino acid sequence)

Source: £ coli expressing human fibronectin fragment CH-296
Purity: >90% by HPLC

Form: RetroNectin solution containing 12.5 mM sodium citrate (pH 6.2) and
1.25% sucrose

Packaging: RetroNectin is provided as a sterile 1 mg/ml solution.

Applications: To enhance the efficiency of gene transfer into mammalian cells
and enhance the proliferation of T lymphocytes.

Materials Required but not Provided:

[ Reagents ]

« Sterile PBS (-)

+ HBSS/Hepes (Hank's Balanced Salt Solution supplemented with 2.5% (v/v)
1 M Hepes)

+ 2% bovine serum albumin (BSA Fraction V)/PBS Solution

[ Equipment ]

+ Non-treated tissue culture plates or dishes
« Electric pipetter

« Pipetter

- Sterile pipettes

- Sterile tips with filters

- Safety cabinet or clean workstation

Precautions for Use:

+ Work under sterile conditions.

« Freezing and thawing can be repeated up to 10 times.

+ Do not mix the solution vigorously. Do not vortex.

- To avoid loss of RetroNectin fragment, do not filter-sterilize RetroNectin
solution diluted with PBS.

Protocols:

[ Preparation of RetroNectin-Coated Plates ]

Coat a plate using 20 - 100 u g/ml RetroNectin with a volume corresponding
to4-20 ug/cm? plate area.

. Prior to coating, prepare a RetroNectin solution (20 - 100 ¢ g/ml*!) by

diluting with sterile PBS.

Dispense an appropriate volume*? of sterile RetroNectin solution into each

plate and allow the plate to stand for 2 hours at room temperature or at 4°C

overnight.

Note: Non-treated, cell culture-grade tissue culture plates or dishes should

be used in this step.

. Remove the RetroNectin solution and then block with an appropriate
volume*? of sterile 2% bovine serum albumin (BSA, Fraction V) in PBS. Allow
the plate to stand at room temperature for 30 minutes*3.

4. Remove the BSA solution, and wash the plate once with an appropriate

volume of HBSS/Hepes or PBS. After removing the wash solution, the plate

is ready for use. The RetroNectin-coated plate can be sealed with Parafilm
and stored at 4°C for up to one week.
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*1 Example: calculating the amount of RetroNectin reagent:
When 2.25 ml of RetroNectin solution at a concentration of 20 pg/mlis
placed into a 35 mm diameter dish (9 cm?), the concentration used for
coating is 5 ug/cm?.

*2 0.5 ml for each well of a 24-well plate or 2 ml for each well of a 6-well plate.

*3 If the plates or the dishes are to be used immediately, the blocking step
with 2% BSA/PBS solution can be omitted. In this case, repeat the washing
with PBS or HBSS/Hepes in Step 4. twice.

Quality Statement:
This product does not contain any human- or animal-derived materials in the
final formulation.
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Related Products:
Anti-CD3 mAb GMP grade (Cat. #T210)
LymphoONE® T-Cell Expansion Xeno-Free Medium, 1L Bottle (Cat. #WK552S)*

* Not available in all geographic locations. Check for availability in your area.

RetroNectin and LymphoONE are registered trademarks of Takara Bio Inc.

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us from our
website at www.takarabio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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