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Abstract— Phorbol ester, growth factors activities are mediated by nuclear transcription factors, the c
Fos and c-Jun, which can regulate transcriptional activation through specific DNA sites and by form-
ing the transcription factor AP-1, which usually mediates cell proliferation and differentiation signals.
We explored effects of Pini Folium extract (API-1) on AP-1 activity. Western blot analysis confirmed that
API-1 decreased levels of c-Fos or c-Jun protein induced by the tumor promoter Phorbol 12-myristate
13-acetate (PMA: 200 nM). Transient transfection assays with a c-fos promoter reporter construct show-
ed that APl-1 decreased transcription activity by more than 50~60%. However, treatment of API-1 did
not reduce the abundance of nuclear proteins binding to an consensus AP-1 binding site. Partition of
the API-1 extract in organic solvents yielded semi-purified fractions whose anti-AP-1 activity studied
further. The main substances were fractionated into dichloromethane layer. Futhermore, APl-1 extract
repressed the (*H)-thymidine uptake in C6 glioma cells, indicating that this extract could be included
in a new type of modulator in the mitogenesis.
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Fig. 1— Effect of API-1 on PMA-induced cFos expres—
sion. Hela cells were incubated for 24h with or
without the various indicated concentration of
API-1 and then in indicated lane PMA (200 nM)
was added and followed by additional 3h incuba-
tion. The cells were harvested and performed
Western blot analysis on whole cell lysates (50
Kg/lane) with polyclonal ¢-Fos antibody.
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Fig. 2— Dose dependent effect of API-1 on cfos tran-
scription. Hela cells were transfected with 10
pg/dish pfosCAT reporter plasmid and then in-
cubated for 24h with or without the various
concentration of API-1. The cells were har-
vested and analysed for CAT activity with 100
ug total protein. pCAT basic indicates a empty
vector for pfosCAT lasmid.
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Fig. 3— Effect of fractions of Pini Folium extract on cfos
transcription in SK-HEP-1 cells. SK-HEP-1 cells
were transfected with 10 pg/dish pfosCAT re-
porter plasmid and then incubated for 24h with
or without Pini Folium fractions. The cells were
harvested and analysed for CAT activity with 100
Hg total protein prepared as described in mate-
rials and methods. Abbreviation: Co: control,
DMF: dichloromethane fraction, EAF: ethylace—
tate fraction, BUF: buthanol fraction, WAF:
water fraction.
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Fig. 4 —Effect of DMF on PMA-induced cJun expres-
sion. Hela cells were incubated for 24h with or
without 30 pg/m! DMF and then in indicated
lane PMA (300 nM) was added and followed by
additional 3h incubation. The cells were har-
vested and performed Western blot analysis on
whole cell lysates (50 pg/lane) with polyclonal c-
Jun antibody.
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Fig. 5— Effect of API-1 on binding activity to TRE. Hela
cells were incubated with or without indicated
concentration of API-1 for 24h and then in in-
dicated lane PMA (200 nM) was added and fol-
lowed by additional 2h incubation. Nuclear ex-
tracts were analysed by electrophoretic mobility-
shift assay using the [®P)}-labelled TRE as the
probe. The TRE sequence was shown on the top
of the figure.
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. 6— Effect of API-1 on ("H-methyl}-thymidine uptake.
C6 cells were incubated for 24¢h with or without
indicated concentration of API-1 in the presence
of 1 nCi/mi (*H-methyl)-thymidine and foliowed
by additional 24h incubation. The cells were har-
vested and analysed for the incorporated ra-
dioactivity into TCA-insoluble materials.
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