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RIPA Lysis Buffer Set (Weak, Medium and Strong)

R749959
Storage -20℃.

Introduction
Aladdin RIPA Lysis Buffer is a classical rapid lysis reagent for cells and tissues. Protein
extracts prepared using this product are suitable for various downstream applications,
including routine PAGE electrophoresis, Western blotting, immunoprecipitation (IP) and
ELISA.
The RIPA Lysis Buffer (Strong, Medium, Mild Set) includes 50ml each of RIPA Lysis Buffer
(Strong), RIPA Lysis Buffer (Medium), and RIPA Lysis Buffer (Mild), facilitating the exploration
of different experimental conditions. In addition to the conventional RIPA lysis buffer
components, this set is supplemented with sodium fluoride, EDTA, and various protease and
phosphatase inhibitors, effectively inhibiting protein degradation and maintaining the integrity
of protein samples.
For protein concentration quantification of lysates obtained with this product, the BCA protein
assay kit is recommended. It should be noted that due to the high concentration of detergents
in the lysis buffer, the Bradford method is not suitable for determining the protein concentration
of these samples.

Kit Contents
R749959 Component 250 T Storage

conditions Quantity Per Test

R749959A RIPA Lysis Buffer (Strong) 50 mL -20°C 200μL

R749959B RIPA Lysis Buffer (Medium) 50 mL -20°C 200μL

R749959C RIPA Lysis Buffer (week) 50 mL -20°C 200μL

Instructions for Use
Thaw the RIPA lysis buffer and mix thoroughly. Shortly before use, add an appropriate volume
of PMSF (to a final concentration of 1 mM) or a protease/phosphatase inhibitor cocktail to a
suitable amount of the lysis buffer.
1. For Lysis of Adherent Cells:
Remove the culture medium and wash the cells twice with PBS. Completely remove any
residual liquid. Add 100–200 µl of lysis buffer containing inhibitors per 0.5–1 million cells
(equivalent to one well of a 6-well plate). Gently pipet or swirl to ensure complete contact
between the lysis buffer and cells. Lysis of animal cells typically occurs within 1–2 seconds of
contact. For plant cells, lyse on ice for 2–10 minutes.
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2. For Lysis and Preparation of Suspension Cells:
Collect the cells by centrifugation. Wash the pellet twice with PBS and completely remove the
supernatant. Gently vortex or flick the tube to disperse the cell pellet. Add 100–200 µl of lysis
buffer containing inhibitors per 0.5–1 million cells. Mix thoroughly. Incubate the mixture on ice
for 5–20 minutes, mixing intermittently by gentle flicking or pipetting. After complete lysis, no
significant cell pellet should remain. For larger cell quantities, aliquot into tubes containing
0.5–1 million cells per tube before lysis. Large clumps are difficult to lyse completely, while
smaller numbers of cells lyse more efficiently due to better contact with the lysis buffer.
3. For Lysis and Preparation of Bacterial or Yeast Samples:
For 1 ml of bacterial or yeast culture, pellet the cells by centrifugation. Wash the pellet twice
with PBS and completely remove the supernatant. Gently vortex or flick the tube to resuspend
and disperse the cells. Add 100–200 µl of lysis buffer. Mix by gentle vortexing or flicking. Lyse
the cells on ice for 2–10 minutes. For more efficient lysis, bacterial samples can be pretreated
with lysozyme and yeast samples with lyticase prior to adding the lysis buffer containing
inhibitors.
4. For Lysis and Preparation of Tissue Samples:
Mince the tissue into small fragments. Add approximately 100–200 µl of lysis buffer per 20 mg
of tissue. If lysis is insufficient, increase the amount of lysis buffer accordingly. To obtain a
more concentrated protein extract, reduce the volume of lysis buffer. Homogenize the mixture
using a glass homogenizer or other suitable homogenization equipment. Thorough
homogenization is essential for complete tissue lysis. Centrifuge the lysate at 12,000 × g for 5
minutes at 4°C. Collect the supernatant for subsequent protein concentration determination.

Precautions
1. To ensure optimal performance, minimize repeated freeze-thaw cycles. It is

recommended to aliquot the product for use.
2. All sample lysis procedures should be performed on ice or at 4°C to minimize potential

protein degradation.
3. This RIPA Lysis Buffer already contains protease and phosphatase inhibitors. For

enhanced performance, consider supplementing with additional protease inhibitor cocktail
(P665818) manufactured by Aladdin.

4. Lysates prepared with RIPA lysis buffer often contain a small, translucent gelatinous mass,
which is a normal phenomenon. This substance consists of complexes formed by
genomic DNA and other cellular components. If you are not detecting proteins that tightly
bind to genomic DNA, you can simply centrifuge the lysate and use the supernatant for
subsequent experiments. If detection of such proteins is required, the translucent mass
can be dispersed by sonication, followed by centrifugation to collect the supernatant for
downstream applications. However, for the detection of common transcription factors
such as NF-kappaB and p53, sonication is generally not necessary.

5. Reagents, consumables and Equipments not provided: Protease inhibitor cocktail, PMSF
(phenylmethylsulfonyl fluoride), PBS (phosphate-buffered saline), centrifuge tubes,
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refrigerated centrifuge, etc.


