ab288087 - Lentivirus Mini Purification Kit
For fast and efficient purification of recombinant Lentiviruses from Lentiviral transfected cell
culture supernatant.
For research use only - not infended for diagnostic use.

For overview, typical data and additional information please visit:
http://www.abcam.com/ab288087

Storage and Stability
Entire kit can be stored at room temperature for 12 months, the LV mini columns which are stored
at 4°C. Do not Freeze.

Materials Supplied

ltem 10 prep 20 prep Storage Condition
LV Mini Columns 5 10 4°C
Press-on caps 10 20 RT
Centrifugal Filters 5 10 RT
15 mL Conical tube 5 10 RT
Buffer P 50 mL 100 mL RT
Buffer S 25 mL 50 mL RT
Buffer MS 25 mL 50 mL RT
Regeneration Buffer 30 mL 50 mL RT

Materials Required, Not Supplied
These materials are not included in the kit, but will be required to successfully utilize this kit:
- ddHO
- Standard TC centrifuge
- Swing bucket rotor
- 0.45 pm filter unit
- Rack holder for column
- PBS

Lentivirus Purification Protocol
- The Lentiviral infected cell culture and the purified virus can be potential biohazardous
material and can be infectious to human and animals. All protocols MUST be
performed under at least Bio-Safety level 2.

1) Harvest Lentivirus infected culture:

a) Centrifuge the Lentivirus-infected culture media at 3,000 rom for 10 min at 4 °C. Filter
the supernatant through a 0.45 uM filter. Supernatant from 1-2 175, up to 30 mL of
supernatant, can be processed per prep.

A Note: The supernatant can also be stored at - 80°C for future purification.

2) Concentration of Lentivirus:

a) Add 1 volume of Buffer P to 3 volumes of virus supernatant (For example, add 5 mL of
Buffer P to 15 mL of virus supernatant). Mix well and incubate at 4 °C for at least 3 hr to
overnight. The virus is stable in Buffer P.

b) Centrifuge the sample at 6,000 rom for 30 min at 4 °C (Proceed to step 3 during
centrifugation). Carefully aspirate the supernatant. Spin briefly and remove the
residual supernatant. The virus containing pellet should be visible. The pellet may
appear hazy. Keep the virus on ice and proceed to next step.
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3) Purification column preparation:

a) Invert and shake the LV column to resuspend the resin inside the column. Put the
column into a 15 mL conical fube and centrifuge at 600 g for 2-5 min. Tear off the
breakoff tip on the bottom of the column and place the column into the 15 mL tube.
Loosen the cap to allow buffer drain out from the column by gravity. Once the liquid
stops dripping, add 5 mL of Buffer S evenly to the column and let it drain out by gravity
without drying the column out.

A Note: A press on cap for the bottom tip of the column is provided for stopping the gravity

flow at any time.

b) Resuspend the pellet with 300 uL of Buffer S. Dissolve the pellet by pipetting and
fransfer the sample to a 1.5 ml Eppendorf tube. Spin the sample at 3,000 rom at 4 °C
for 2 min and transfer the clear lysate to a clean tube. Keep the virus on ice.

A Note: The virus is ready for infecting cell lines and other in vitro applications. For in vivo

study and other downstream applications that require higher purities, proceed to next step

4) Load the sample to the purification column:
a) Slowly apply the sample evenly, dropwise to the column (from 3b) and let it pass
through the column by gravity. Discard the flow through liquid in the collection tube.
A Note: Slowly add the sample dropwise to the resin. Once the entire sample gets into the
maitrix, proceed to next step. Do not let the column dry out.

5) Elute Lentivirus from the purification column:
a) Add 3 mL of Buffer MS evenly to the column and collect 3 mL of the flow through. The
virus is in the flow through liquid.

6) Concentration:

a) Apply the entire sample collected to the reservoir of a centrifugal filter and centrifuge
at 3,000 rpm for 15-20 min fill 500-1000 uL remains in the reservoir. Pipet the solufion up
and down several fimes in reservoir and fransfer the virus containing solution a clean
vial. The purified virus is ready for downstream applications.

A Note: A swing bucket rotor is preferred. Fixed angle rotor requires higher speed of 7000

rom for 15-20 min. Time for centrifugation may vary for different type rotors. Always

centrifuge less time and check the liquid level, repeat centrifuge to get to the expected
volume. Don't let the sample volume go below 500 pl.

b) Aliquot and store the purified virus af -80 °C.

Typical concentration volume vs. spin time (Swing bucket rotor, 3,000 rom at RT, 4 mL starting
volume) for 100K centrifugal filter device

I Spin time-15 min: concentrate volume 176 pL

Il. Spin time-20 min: concentrate volume 76 pL

M. Spin time-25 min: concentrate volume 58 L

Typical concentration volume vs. spin time (350 Fixed angle rotor, 7000 rpom RT, 4 mL starfing
volume) for 100K centrifugal filter device

I Spin fime-10 min: concentrate volume 97 uL

Il. Spin time-15 min: concentrate volume 54 pL

M. Spin time-20 min: concentrate volume 35 pL

7) Regeneration of the column:
- Upon completion of the purification, add 5 mL of Regeneration Buffer fo the column
and let the buffer passes through the column by gravity flow.
- Wash the column by 2 X 5 mL of PBS, let the PBS pass through the column by gravity
flow. Once the liquid stops dripping, fill the column with 4 ml of PBS.
- Press on the cap to the bottom. Screw on the cap and wrap the column with parafilm
in a zip block bag and store at 4 °C.
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