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Product Description

Vyriad G-link CD3 is a purified recombinant protein for retargeting VSV-G-pseudotyped
lentiviral vectors (LVs) to CD3 while ablating entry through natural LDL/LDL family member
receptors. G-link CD3 is compatible with all LVs pseudotyped with wild-type VSV-G (Indiana
strain). Retargeting with G-link CD3 is performed post LV production, immediately prior to
use of the LVs for transduction via a complexation reaction.

Each G-link CD3 tube contains 20 pg of G-link CD3 (at 0.5 pg/uL), which can be used to
retarget between 5 x 10° and 1 x 10 lentiviral vector particles (LVP).

Storage

Store < -65°C. Shelf-life is 1 year under proper storage conditions.

LV Packaging and Titering
e Package LV to be retargeted with WT-G glycoprotein using a standard laboratory
protocol.

e Concentrate LVs at the end of production by centrifugation at 12,000 x g for 4 hours at
4°C or by using PEG8000. Resuspend LVs in buffer containing 2 mM calcium chloride.

e |Vs must be titered by p24 ELISA. Imanis recommends the GenScript #L00938
Lentivirus Titer p24 ELISA Kit or R&D Systems # DY7360 HIV-1 Gag p24 DuoSet ELISA.
Multiply the p24 (pg/mL) concentration by 10,000 to calculate the total number of LVP
per milliliter.

Preparation of G-link Reaction Buffer
G-link complexation is performed in Reaction Buffer: 20 mM HEPES pH7.4, 150 mM NaCl,
2 mM CaCl,. Prepare Reaction Buffer as follows using sterile, cell culture-grade
components. Combine:

o 2mLof 1MHEPES, pH7.4

e 3 mLof 5Msodium chloride (NaCl)

e 0.2mLof 1M calcium chloride (CaCly)

e 94.8 mL of sterile water
Filter through a 0.22 pm filter. Store at -4°C for up to 1 year.
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Complexation Procedure

1. Calculate the amount of each component needed for complexation using Table 1.

Table 1: Amount of each component needed for G-link CD3 complexation
For immortalized cell For primary cell and in vivo
applications applications
Cc t
omponen Single Multiple (n) Single Multiple (n)
reaction reactions reaction reactions

Lentiviral Vector | 2.5x108LVP | nx2.5x108LVP | 2.5x10°LVP | nx2.5x10°LVP
Working stock
G-link D3 20 uL nx20puL 10 L nx10pL
Reaction Buffer to 250 pL to nx 250 pL to 250 pL tonx250 pL

2. Prepare working stock (0.05 mg/mL) of G-link CD3 by diluting the provided 0.5 mg/mL
G-link CD3 material 1:10 in Reaction Buffer.
3. Combine components in an appropriate-sized tube in the following order:
a. Reaction Buffer
b. G-link CD3
c. Lentiviral vector
4. Gently pipette up and down 6 to 8 times to mix. Do NOT vortex.
Incubate at ambient temperature for between 5 to 60 minutes.
6. Proceed immediately to transductions.

o

Transductions

1. Seed cellsinto plates in standard culture media.
IMPORTANT! For transductions, the volume of complexed LV added to each well
must equal 10-25% of the final volume in the well. Adjust cell plating densities and
volumes as needed based on planned MOls.

2. Add complexed LV to wells to achieve the desired MOI.
Transduction MOIls may need to be optimized for different cells/cell lines. An MOI
of 500 LVP/cellis recommended as a starting point for immortalized cell lines and
an MOI of 1000 LVP/cell is recommended as a starting point for primary cell lines.

3. Centrifuge plate(s) at 800 x g for 30 minutes at ambient temperature.

Table 2: Example transduction setups using G-link CD3
Vol.
. Seeding Density | Cell Seeding | Target
u Well L
Cells et size (cells/well) | Vol.(mL/well) | MoOI C°"'L‘\’Ifxe°'
Jurkat 96-well plate 5x10* 100 pL 500 25 uL
PBMCs | 24-well plate 1x108 400 pL 1000 100 L
*Prepared based on Table 1 forimmortalized cell (Jurkat) or primary cell (PBMC) applications.
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Considerations and Troubleshooting

Parameter Considerations

p24 Titration e The amount of G-link CD3 needed in the complexation reaction
has been optimized for a given amount of LV particles (LVP).
Changing the ratio of G-link CD3 to LVP can alter transduction
efficiency and specificity of the complexed LV.

e p24 assays are not calibrated between manufacturers. The
GenScript #L00938 Lentivirus Titer p24 ELISA or R&D Systems #
DY7360 HIV-1 Gag p24 DuoSet ELISA are recommended.

LV Stability e Packaged LV should be aliquoted, stored < -65°C, and thawed

for complexation immediately prior to planned usage for

transduction. Freeze-thaw cycles should be limited.

Poor e The G-Link complexation reaction is dependent on 2 mM

Transduction calcium. Ensure that the LV is in buffer containing 2 mM calcium
by resuspending in buffer containing 2 mM calcium chloride or
supplementing the LV buffer with calcium chloride to achieve a
final concentration of 2 mM prior to complexation.

e Confirm CD3receptor expression on the cells being transduced.

e Confirm quality of the pre-G-link-complexed LV on HEK-293T
cells or another easily transduced cell line. Confirm transgene
expression in the transduced cells and that the functional LV
titer meets expectations.

e Repeat transductions at a higher MOI.

e Consider adding 8 pg/mL polybrene to transductions.

Contact support@imanislife.com for additional technical assistance.
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