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Effect of protease inhibitors on the expression of prostasin protein and mRNA in M-1
cells

(a) Effect of protease inhibitors on the protein expression of prostasin in M-1 cells.

M-1 cells were serum-deprived for 48 hours, and then treated with various protease
inhibitors (as indicated) for another 24 hours. Proteins were precipitated from the
culture medium with TCA, and the expression level of prostasin protein was determined
by immunoblotting.

(b) Effect of protease inhibitors on the mRNA expression of prostasin in M-1 cells.

The cells from these samples were harvested, and the expression of prostasin mRNA as
well as B—actin mRNA was determined by northern blottings.

These blots are representative of four separate experiments. Values are mean = SEM
(n=4). "P<0.05.
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Figure 2
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Effect of NM, PGBA and AN on the expression of prostasin protein and mRNA in M-
1 cells

(a) Effect of NM, PGBA and AN on the protein expression of prostasin in M-1 cells.
M-1 cells were serum-deprived for 48 hours, and then NM, PGBA, or AN was added to
the culture media for another 24 hours. Each culture medium was TCA precipitated,
and subjected to immunoblotting to evaluate the level of expression of prostasin protein.
(b) Effect of NM, PGBA and AN on the mRNA expression of prostasin in M-1 cells.

At the same time, total RNA was extracted from the cells, and northemn blots were
performed to determine the level of expression of prostasin as well as B-actin mRNA.

These blots are representative of five separate experiments. Values are mean £ SEM
(n=5). ~P<0.05.
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Dose-dependent effect of NM on prostasin secretion in M-1 cells

M-1 cells were serum-deprived for 48 hours, and then treated with increasing doses of
NM (0-107 M). The culture medium was TCA precipitated. and the level of prostasin
protein expression was determined by immunoblotting.

These blots are representative of three separate experiments. Values are mean + SEM
(n=3). " P<0.05.



Figure 4
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Effect of aprotinin or NM on the detection of prostasin protein by the anti-peptide
prostasin antibody in the culture medium of M-1 cells

M-1 cells were serum-deprived for 48 hours in the absence of aprotinin or NM. Each
culture medium was harvested and mixed with 28 pg/ml of aprotinin or with graded
concentration (107 — 10" M) of NM.  Then, each medium was TCA precipitated, and
subjected to immunoblotting to evaluate the expression level of prostasin protein,

These blots are representative of three separate experiments. Values are mean + SEM
(n=3).
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potasium excretion (megq/day)

day0 (Vehicle, 1.0£0.05 meq/day; NM,0.9+0.04meq/day)
dayl (Vehicle, 0.8+ 0.06meq/day; NM,0.6+0.04meq/day)
day4 (Vehicle, 1.6 +£0.24 meq/day; NM,1.2+0.07meq/day)
day7 (Vehicle, 0.94+0.12 meq/day; NM,0.9+0.12meq/day)
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Figure 5
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Effect of NM, PGBA, or AN on urinary prostasin secretion in rats

Experiments were conducted in male SD rats. Rats receiving parenteral nutrition were
continuously infused with NM, PGBA or AN for 7 days. Urine samples that are
equivalent to 80 pg of creatinine excretion were TCA precipitated, and urinary prostasin
secretion was determined by immunoblotting.

This blot is representative of five separate experiments.
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Effect of NM on urinary prostasin and sodium excretion in rats

(a) Time course of NM-induced inhibition of urinary prostasin secretion.

The inhibitory effect of NM on urinary prostasin secretion was observed the day after
initiation of NM (day 1) and the effect of NM lasted throughout the experimental period.
This blot is representative of six separate experiments.

(b) Urinary sodium excretion in rats infused with NM or vehicle.

Urinary sodium excretion was significantly increased in rats treated with NM when
compared with vehicle-treated rats.  The results are expressed as mean + SEM (n = 6).
NS, not significant; * P <0.03.
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