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for genetic research

RIPA Buffer

RIPA (Radio- Immunoprecipitation Assay) Buffer is used to
prepare the cell lysate from adherent and suspension mam-
malian cells. The prepared cell lysates were used for several bio-
logical applications, such as immunoprecipitation, western blot
and reporter assay. This product is supplied as a ready-to-use
and sterilized solution.

(Formulation]

50 mmol/L Tris-HCI, pH8.0, 150 mmol/L. Sodium Chloride,
0.5w/v% Sodium Deoxycholate, 0.1w/v% Sodium Dodecyl Sul-
fate, 1.0w/v% NP-40 substitute

This product is not included protease and phosphatase inhibitor.
Protease and phosphatase inhibitors may be added to the RIPA
Buffer as needed application.

(Cell Number for Use]
1X10%6 ~ 1x107 cells/1mL of RIPA Buffer

(Additional materials required])

Centrifuge, Centrifugation tube, 1.5 mL Micro centrifugation
tube, Washing buffer (PBS (-) etc.), Cell scraper, Protease inhi-
bitor, Phosphatase inhibitor.

(Procedure]
A. Lysis of adherent cells (1 X 106—1 x 107 cells)

1) Culture the cell lines.

2) Remove the culture medium and wash the cells by PBS (-)
at twice.

3) Collect the cells using a cell scraper or Trypsin-EDTA solu-
tion from dishes to new centrifugation tube. In the case of
using Trypsin-EDTA solution, add medium including serum
after cell collection.

4) Centrifuge cell suspension at 1,000 rpm (200 X g) for 5
minutes at 4C.

5) Remove the supernatant.

6) Suspend cell pellet by 1 mL of PBS (-). Transfer all of sus-
pension into new 1.5 mL micro centrifugation tube.

7) Repeat step 4) to 5).

8) Suspend cell pellet by 1 mL of PBS (-).

9) Repeat step 4) to 5).

10) Add 1 mL of RIPA Buffer and suspend cells by pipetting.

11) Incubate for 5 — 10 minutes on ice.

12) Centrifuge the cell lysate at 14,500 rpm (20,000 X g) for 10 —
30 minutes at 4C.

13) Transfer the supernatant™®! into new 1.5 mL micro centrifu-
gation tube.
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B. Lysis of suspension cells (1 X 10¢-1 X 107 cells)

1) Culture the cell lines.

2) Centrifuge cell suspension at 1,000 rpm (200 X g) for 5
minutes at 4C.

3) Remove the supernatant.

4) [Procedure] A. Step 6)—13).

X 1: Although the cell lysate prepared by RIPA Buffer would
be stored in deep freezer, freeze and thaw cycle may cause
the appearance of insoluble or denatured proteins. Avoid
many freeze and thaw cycle.

[(Reference]
Antibodies a Laboratory Manual, Harlow, E. and Lane, D., Cold
Spring Harbor Press (Cold Spring Harbor, NY : 1988), p449.

(Storage]
Keep at 2~10C.

(Package]
100 mL (182-02451)
250 mL (188-02453)

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile +81-6-6201-5964
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50 mmol/L Tris-HCI, pH8.0, 150 mmol/L. Sodium Chloride,
0.5w/v% Sodium Deoxycholate, 0.1w/v% Sodium Dodecyl Sul-
fate, 1.0w/v% NP-40 substitute
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