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BACKGROUND
The PhosphoCruz™ Protein Purification System is an affinity purification
system developed to enrich/isolate phosphoproteins from cell lysates for
phosphorylation studies of desired proteins of interest. Proteins that carry
a phosphate group are specifically retained on the resin, whereas the non-
phosphorylated proteins flow through the column and are collected in the
unbound fraction. The phosphoproteins retained on the resin are subsequently
eluted from the resin to obtain the phospho-enriched protein fraction of
interest for analysis.

PRODUCT
The PhosphoCruz™ Protein Purification System contains all the materials
required for six individual phosphoprotein enrichment procedures via
Immobilized Metal Affinity Chromatography (IMAC). Each kit contains six
PhosphoCruz™ Resin columns, 100 ml of 2X Binding/Wash Buffer, 30 ml of
PhosphoCruz™ Elution Buffer, 150 µl each of PhosphoCruz™ Phosphatase
Inhibitor cocktails 1 and 2, six Ultrafiltration Concentrators (10,000 MWCO)
and six caps for storage of PhosphoCruz™ Resin columns.

PROTOCOL AND USAGE
The following procedure takes approximately 1.5 to 2 hours to isolate the
desired phospho-enriched fraction from cell lysates. To minimize phosphatase
activity, keep buffers, lysates and enriched fractions on ice and utilize the
phosphatase cocktails supplied with the kit. In general, phosphoprotein yields
are dependent upon the induction status of the lysate and will typically fall
between 5-10% of the total protein loaded.

Follow standard cell lysis protocol and determine the protein concentration
of the lysate via protein assay. Keep on ice.

Drain storage buffer from PhosphoCruz™ Resin column by breaking the tip and
equilibrate resin with approximately 5-10 ml of the 2X Binding/Wash buffer.

Dilute 2.5-5.0 mg (total protein) of whole cell lysate to 0.5-1.0 mg/ml with
the supplied 2X Binding/Wash Buffer. Note: It is important to dilute the cell
lysate with at least four parts Binding/Wash buffer to one part lysate. In
order to perform the desired batch purification of the lysate, the total vol-
ume must not exceed 9 ml. Optional: To the final volume of the diluted
lysate solution, add enough PhosphoCruz™ Phosphatase Inhibitor Cocktail
1 and 2 to achieve a final dilution of 1/250 to inhibit phosphatase activity.

Add the diluted lysate to the PhosphoCruz™ Resin column and secure both
ends of the column. Tighten the column cap. Gently resuspend the resin/cell
lysate slurry and rotate for 30 minutes at 4° C.

The following washing and elution steps are performed without adding phos-
phatase inhibitors to these solutions. Phosphatase inhibitors can interfere with
the reading of samples at OD280 and with performing protein assays of the
eluted fractions. Therefore, it is essential that the following steps are per-
formed quickly and the collected fraction(s) are kept on ice.

After the 30 minute incubation, collect flow through (unbound fraction), by
breaking the tip on the end of the PhosphoCruz™ Resin column, and save for
testing if desired.

PROTOCOL AND USAGE cont.
Wash column with 3-5 2 ml aliquots of the 2X Binding/Wash buffer. Proceed
to following step when protein is no longer detected in the wash. If desired,
save and pool fractions containing protein for testing. After thoroughly wash-
ing column, immediately elute with several 1 ml aliquots of the PhosphoCruz™
Elution Buffer. Read fractions at OD280 to determine which- fraction(s) contain
the eluted phosphoproteins. Note: The desired phospho- proteins usually elute
in fractions 2 and 3. Save appropriate fractions for testing via Western blotting.

The collected phospho-enriched fraction(s) generally require concentration.
Using the Ultrafiltration Concentrators supplied, concentrate sample as follows.

Insert sample reservoir into vial.

Pipette solution into sample reservoir (0.5 ml maximum volume) without
touching the membrane with the pipet tip. Seal with attached cap.

Place assembly in a compatible centrifuge and counterbalance. Note: When
placing the assembled device into the centrifuge rotor, align the cap strap
toward the center of the rotor.

Spin at 4° C for 60 minutes. Do not exceed 14,000 xg.

Remove assembly from centrifuge. Separate filtrate vial from sample reservoir.

Place sample reservoir upside down in a new vial and spin for 3 minutes at
1000 xg (or pulse briefly) to transfer concentrated phosho-enriched sample
to retentate vial. Discard sample reservoir.

Immediately add 2X electrophoresis sample buffer to the concentrated phospho-
enriched sample and test via Western blotting. Optional: If sample is not to
be used immediately or for applications where dilution with sample buffer is
undesirable, utilize the phosphatase inhibitors supplied at a 1/250 dilution in
order to protect the phosphoprotein-enriched fraction.
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STORAGE
Store at 4° C. Stable for one year from the date of shipment.






























