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Fig. 1. Control HL-60 cells (A and C) or HL-60 cells treated with 10~7 M PMA (B and D), labeled with either [MS]methionine (A and B) or pPJphosphate (C and D).

Each panel shows the same section of the respective two-dimensional electrophoretic protein pattern, with acidic proteins to the left and higher molecular masses at the
top (standard Cartesian representation). The vertical scale shows approximate molecular masses in kilodaltons. Areas of heavy streaking in phosphate-labeled patterns
may represent nucleic acids migrating through the two-dimensional system (these areas are particularly prominent when Pharmalytes are used in the focusing gel). (P:13
lies just beneath a major nuclear phosphoprotein that obscures it on the ^P-labeled pattern.) Due to variable phosphate and methionine content, some proteins are

observed only on longer exposures with one of the labels. A, location of actin.
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Fig.2. R-94 cells treated as for Fig. 1.
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Fig.3. Phosphoaminoacid analysisof phosphoproteinsexcised from two-dimensionalelectrophoresisgels prepared from control (A)and PMA-treated(B) HL-60cells.
These gels were run using LKB ampholyles, which prevent streaking of P04-labeledmaterial while yielding slightly lower resolution in the total protein MS-labeledpattern.
C7, C2, C3, C4, C6. C7, and C8 correspond to TI, T2, T3, T4, T6, 77, and T8, and the same number system in Fig. 1. Protein P:5 could not be reliably isolated and was
therefore not included. Positionsof the phosphoaminoacid markers are indicatedas follows. P-Ser,phosphoserine;P-Thr. phosphothreonine;andP-Tyr, phosphotyrosine.
Pi. free phosphate.
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