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Description: FastScan™ ELISA Cell Extraction Buffer (5X) is
used with FastScan™ ELISA Cell Extraction Enhancer Solution
(50X) #25243 (not supplied) to prepare and dilute cell extracts
for use in FastScan™ ELISA Kits.

Directions for Use: 1X Cell Extraction Buffer: Prepare by
diluting FastScan™ ELISA Cell Extraction Buffer (5X) #69905
and FastScan™ ELISA Cell Extraction Enhancer Solution

(50X) #25243* to 1X with deionized water. This buffer can be
stored at 4°C for short-term use (1-2 weeks). To make 10 mL
1X Cell Extraction Buffer, combine 7.8 mL deionized water, 2
mL FastScan™ ELISA Cell Extraction Buffer (5X), and 200 L
FastScan™ ELISA Cell Extraction Enhancer Solution (50X).
Alternatively, Enhancer Solution may be added to the Cell Ex-
traction Buffer after extraction of cells or tissue. When using the
1X Cell Extraction Buffer as a sample diluent for the assay, it is
recommended to equilibrate it to room temperature prior to use.

*IMPORTANT: The FastScan™ ELISA Cell Extraction Enhancer
Solution (50X) may precipitate when stored at 4°C. To dissolve,
warm briefly at 37°C and mix gently. The FastScan™ ELISA

Cell Extraction Enhancer Solution (50X) can be stored at room
temperature to avoid precipitation.

NOTE: The 1X Cell Extraction Buffer contains phosphatase
inhibitors. Protease inhibitors should be added to the 1X Cell
Extraction Buffer immediately prior to lysing cells. Additional
phosphatase inhibitors can also be added (e.g. Protease/Phos-
phatase Inhibitor Cocktail (100X) #5872, not supplied).

Preparing Cell Lysates:
For adherent cells:

1. Aspirate media when the culture reaches 80-90% confluence.

2. Remove media and rinse cells once with ice-cold 1X PBS.

3. Remove PBS and add 0.5 mL ice-cold 1X Cell Extraction Buf-
fer (recommended to supplement with protease inhibitors and
additional phosphatase inhibitors as needed) to each plate
(10 cm diameter) and incubate the plate on ice for 5 min.

4. Scrape cells off the plate and transfer to an appropriate tube.
Keep on ice.

5. Sonicate lysates on ice.

6. Microcentrifuge for 5 min (x14,000 rpm) at 4°C and transfer
the supernatant to a new tube. The supernatant is the cell
lysate. Store at -80°C in single-use aliquots.

For suspension cells:

1. Remove media by low speed centrifugation (~1200 rpm)
when the culture reaches 0.5-1.0 x 10° viable cells/ml.

2. Wash once with ice-cold 1X PBS.

3. Cells harvested from 50 mL of growth media can be lysed in
2 mL of 1X Cell Extraction Buffer (recommended to supple-
ment with protease inhibitors and additional phosphatase
inhibitors as needed).

4. Sonicate lysates on ice.

5. Microcentrifuge for 5 min (x14,000 rpm) at 4°C and transfer
the supernatant to a new tube. The supernatant is the cell
lysate. Store at -80°C in single-use aliquots.

Storage: FastScan™ ELISA Cell Extraction Buffer (5X) should
be stored at 4°C.

Please visit www.cellsignal.com for a complete listing
of recommended companion products.
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Applications: W—Western IP—Immunoprecipitation IHG—Immunohistochemistry ChIP—Chromatin Immunoprecipitation IF—Immunofluorescence F—Flow cytometry E-P—ELISA-Peptide Species Cross:

use R—rat Hm—hamster

ivity: H—human M—m:

Mk—monkey Mi—mink C—chicken Dm—D. melanogaster X—Xenopus Z—zebrafish B—bovine Dg—dog Pg—pig Sc—S. cerevisiae Ce—C. elegans Hr—Horse All—all species expected Species enclosed in parentheses are predicted to react based on 100% homology.



