e GComparison of Inmunohistochemical and Western Blot Analyses of

Paraffin-embhedded Cells and Xenografts for Profiling Gellular Signaling. 4, L 1g

Katherine Croshy, Michael Lewis, Magdalene Laszczak, Qingfu Zeng, Angela Lightbown and Bradley L Smith.Cell Signaling Technology, Inc., Beverly, MA

Introduction
Current development of targeted cancer therapeutics relies on the use of
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model cell lines and mouse xenografts. These samples are often analyzed by 7 “.3!" b 'iq ) =
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characterization of protein phosphorylation and pathway activation. In addition, the ‘ % \ f"ff“_ v A ﬁ-.
results suggest the most robust methods for tissue handling for IHC. Staining was ‘ e
observed with phospho-specific erk and Akt antibodies with varied fixatives, times
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Fixative (STF). Cell pellets were fixed in NBF, - — -
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procedures. All antibodies were from CST.
Western blot analysis of various xenograft IHC of U-87 MG xenagrafts using p-Akt (Ser473) held in PBS for indicated time (minutes) prior to fixation in STF.

lysates (60ug), using Caspase-3 or Cleaved
Caspase-3 antibodies.
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468 cell pellets IHC of MDA-MB-468 xenografts fixed in NBF for 24 or 48 hours, using p-Akt (Thr308) Antibody.
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IHC analysis of the corresponding xenografts, using Cleaved Capspase-3 Antibody. IHC on the corresponding cell pellets or xenografts using the same antibody.



