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1. Phorbol Dibutyrate (PDBw) Binding
A. A time course of binding experiment showed that 2R1 CSC decreased
non-specific binding in as little as 15 minutes (1).
B, A method to evaluate the effects of CSC at 4°C without affecting
non-specific binding was developed (l).
C. Using this method it was shown that the effects of 2Rl and X6D5RN
CSCs were minimal and both CS5Cs produced similar effects (1).
D. Pretreatment of the cells for 19.5 hr at 37°C with 2Rl or X6DSRN
CSC produced small increases in binding with 1little difference
between the two CSCs (1). °
II. Epidermal Growth Factor (EGF) Binding
A. There were no significant differences in the reduction of EGF
binding induced by 2Rl and X6D3RN CSCs (2).
B. The use of inhibitors of arachidonic acid metabolism
(indomethacin, ETYA and NDGA) suggested that 2Rl CSC does not act
through these pathways to reduce EGF binding (3).
ITI. derma. Gyowth Factoxr Recept horylatio
A. A method to measure ATP levels in 3T3 cells was established in the
lab (4).
B. Treatment of 3T3 cells with CSC and other agents did not
siz-ificantly decrease the amount of ATP per cell (S5).
IV. Catechol-Depleted CSC

A.

A chromatography method was developed which would remove catechol
from 2R1L CSC. This method proved to be very non-selective (6).

Work was initiated to determine the feasibility of degrading
catechol in CSC using the enzyme catechol oxidase (7).
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V. Glutathione Depletion Assav (GDA) -
A.  Pretreatment of cells with indomethacin (a cyclooxygenase inhib-
itor) cither increased, decreased or did not change the response
2R1 CSC depending on the experiment (8).
B.  Pretreament of cells with NDGA (a lipoxygenase inhibitor) resulted
in an inhibition of CSC's ability to reduce glutathione levels
(8).
VI. Protein Kinase ¢ in Intact Cells Assay (Protein Phosphorylatic
A. Quiescent 3T3 cells had lower levels of basal phosphorylation than
log-phase cells (9).
B. TPA, X6DSRN CSC, and 2Rl CSC all elicited increases in protein
phosphorylation. The increased phosphorylation was observed in
many different proteins. The rank order of activity was TPA >
X6DSRN CSC > 2R1 CSC (9).
C. Treatment with a mixture of TPA and 2Rl CSC resulted in phos-
phorylation levels intermediate to those produced by each agent
alone (9).
D. Treatment with a mixture of X6D5RN CSC and 2Rl CSC result2d in
phosphorylation levels greater than with either alone (9).
E. A completion report was issued (9).
VII. JB6 Transformation Assay
A. A literature review was completed and a research proposal was
written (10-11).

B. Dr. B. Smith was consulted regarding the conduct of the assay
(12). :

Cc. TPA, benzoyl peroxide, mezerein and phorbol diacetate were tested
in the plate-growth toxicity assay (13-15).

D. TPA dose response experiments showed the maximal induction of
colonies in soft agar to be around 2.0 - 3.5 ng/ml (13-15).

E.  An automatic colony counter was obtained (16).
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