CHAPTER IV

RESULTS

1. Estrogen treatment reduces MMP-9 secretion from iron-loaded activated
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2. Estrogen treatment attenuated LPS-induced NO production in iron-loaded and

non-iron loaded microglia.

To further characterize the effect of E, on microglia-mediated cell
secretory, the production of NO was examined by means of Greiss reaction, as shown

in Figure 2. Treatment with E, diminished the production of NO from microglia in a
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dose-dependent manner (Figure 2.1). Similar effect was also seen with iron-loaded
microglia (Figure 2.2). This study also found that E, exerts its anti-inflammatory effect
on LPS-induced NO production in microglia in a dose-dependent manner (Figure 2.3).

Similar results an obtained with iron-loaded, LPS-activated microglia (Figure 2.4).

3. Estrogen treatment affected gene expression of inducible nitric oxide synthase

and pro-inflammatory cytokine lm{wi activated microglia differently.
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To examine anti-inflammatory effect of 17-B estradiol (E,) on the
expression of iNOS, TNF-a, and IL-1B RNA in non-activated and LPS-activated
microglia in the absence or presence of iron. As shown in Figure 3 (A, B; lane 5-8),
treatment with E, results in a decrease in the expression of the iNOS and TNF-o. RNA

in non-activated, as well as in LPS-activated microglia in a dose-dependent manner.
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Similar results are obtained, when iron-loaded LPS-activated microglia are exposed to
E, (Figure 3A, B; lane 9, 10). However, the higher dose of E, (10nM and 1nM)
increased the expression of the IL-1f RNA in both non-activated and activated cells
(Figure3C; lane5-8). Treatment with E, had no effect on the expression of the IL-1f

RNA in iron-loaded activated microglia (Figure 3C; lane 9, 10).
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Figure 2.3 NO productions in th% presence of iron (FAC) or by treating with17
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Figure 2.4 LPS induced NO, productions were attenuated by iron (FAC) and
17B —estradiol (E,) in microglial cells.'Values represent the mean +SEM of
three separate experiments.*p<(.05, as compared with the control; # p<0.05,

" as compared with the LPS treated values, were calculated by ANOVA test,

followed by LSD analysis.
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(A) iNOS 311 bp.
(B) TNF-a 659 bp.
(C)IL-1B 200 bp.
(D)GAPDH 300 bp.

Figure3,) ¥strogen)treafment affectéd gene CXilressldlj ofinducible nitric oxide
synthase’ (iNOS) and pro—inﬂémrﬁz;tory cytok{he TNF-a, and IL-18 in iron-
loaded activated microglia. HAPI cells were exposed to LPS (1pg/ml) in the
presencé or absence of iron (FAC; 50 pg/ml) and 17-B estradiol (E,; 1nM, 10nM) for
18h.The expression of GAPDH, a housekeeping gene, was served as an internal

control.
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