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Fig.1 Flow cytometric analysis results of nNOS protein in PC12 cells after insulin treatment
(a) representative histograms of nNOS in PC12 cells are shown. M1 and M2 fractions consisted of mostly nNOS protein-negative and -positive
cells. respectively. The numerics at M2 fractions are mean fluorescence intensity of nNOS protein-positive cells. The numerics in parentheses
at M2 fractions are the concentrations of insulin (mU/L). Secondary antibody alone was used for background fluorescence intensity. (h)

dose response curve. PC12 cells were incubated for 9 h with various concentrations of insulin as indicated above ( % P <0.01, n =3, t-test).
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Fig.2 The effect of insulin on the expression of nNOS mRNA in PC12 cells detected by in sifu hybridization
(a) control cells: (b)) insulin treated cells (16 mU/L, 6 h).
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Fig.3 ESR spectra of NO-Fe**-(DETC ) ,Ca, b, ¢)
extracted from PC12 cultures and the signal of DETC with
endogenous cooper (A, B, C)

Spectra were recorded with frequency 9. 6 GHz, modulation frequency
100 kHz with 3. 2 G modulation amplitude, microwave power 20 mW and
central magnetic field 3 380 G with scan 400 G. 7: control; 2: insulin
treatment (16 mU/L, 9 h).
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Insulin Regulated The Expression and Activity of Neuronal Nitric
Oxide Synthase in PC12 Cells
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Abstract To research the effect of insulin on the expression and activity of the neurenal nitric oxide synthase in

neural cells, the effects of insulin on the expression and activity of neuronal nitric oxide synthase were investigated

in PC12 cells, by using flow eytometry, in sifu hybridization and electron spin resonance (ESR ) techniques. After

incubation with insulin for 9 h, the expression of nNOS protein was significantly increased by insulin in a
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concentration-dependent manner, with a maximal increase of about 55% of the control values (P <. 01, n =3,
t-test ). The transeription of nNOS was also significantly increased by insulin (16 mU/L, 6 h), reaching (182 +
132% of the control values (P <0. 01, n =3, ttest). In addition, significant increase of the activity of nNOS in
PC12 cells was also detected after incubation with insulin {16 mU/L) for 9 h, with an increase of 67% of the

control values (P <0.01, n =4, ttest). It can be concluded that insulin can upregulate the expression and

activity of neuronal nitric oxide synthase in PC12 cells.
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