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Iron attenuates nitric oxide level and iNOS expression in
endotoxin-treated mice
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Abstract The effect of exogenous Fe-citrate complex (Fe doses
of 120 and 240 pmol/kg) on nitric oxide (NO) production in vivo
has been studied in blood and liver tissue of endotoxin-treated
mice. Fe-citrate complex was administered to mice subcuta-
neously at the same time with intravenous injection of
Escherichia coli lipopolysaccharide (LPS). Iron-dependent de-
crease in NO, /NO; and nitrosyl hemoglobin levels in blood of
animals was detected at 6 h after LPS administration, suggesting
systemic attenuation of NO generation. NO production in the
liver tissue of LPS-treated mice was decreased after Fe
administration judging from the amount of mononitrosyl-iron
complexes formed in the tissue by diethyldithiocarbamate. The
iNOS protein determination in the liver tissue of LPS-treated
mice demonstrated iron-dependent inhibition of iNOS expres-
sion. We have found previously that exogenous iron does not
affect systemic NO level when it is given at 6 h after LPS
injection, i.e. after iNOS expression. This is a first report
demonstrating iron-dependent iNOS down-regulation in endo-
toxin-treated mice.
© 1998 Federation of European Biochemical Societies.
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1. Introduction

The early studies on interaction between iron and infections
yielded controversial results. Iron supports bacterial growth
[1], but it can inactivate bacterial exotoxins and endotoxin [2].
It has been recently established that these bacterial products
trigger harmful overproduction of nitric oxide (NO) leading to
cardiovascular collapse, multiple organ failure and death [3].
Cardiovascular response to endotoxin and animal survival
improved in mice lacking iNOS enzyme, which generates
NO during infection [4,5]. Intracellular iron is a major target
of endogenous NO, which alters the activity of iron-dependent
enzymes [6]. Nitric oxide controls free iron level in cells by
activating iron regulatory factor [7] and affecting enzymes
involved in heme metabolism [8]. Weiss et al. [9] have pro-
posed feedback regulation between iron metabolism and NOS
pathway, based on iron control of nuclear transcription for
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iNOS in macrophages in vitro. However, in vivo interaction
between NO pathway and iron may be more complicated
since macrophages and other iNOS-expressing cells are sub-
jected to a complex activation and suppression by cytokines,
reactive oxygen species (ROS) and nitric oxide. In addition,
the traditional view of the iron as a prooxidant and proin-
flammatory factor [10] suggests Fe-induced ROS production
leads to activation of nuclear transcription factor NF-xB and
subsequent iNOS expression in tissue. Holotransferrin (difer-
ric transferrin), for example, has been reported to induce
iNOS mRNA expression in rat cultured aortic smooth muscle
cells [11]. In this study we have examined the effect of exog-
enous Fe-citrate complex on the level of nitric oxide in blood
and tissue as well as iNOS expression in the liver of endotox-
in-treated mice. Our results demonstrate that exogenous iron
attenuates nitric oxide production in vivo in endotoxin-treated
mice via down-regulation of iNOS expression.

2. Materials and methods

2.1. Materials

ICR mice (female, 30-35 g) were supplied by Harlan Sprague-Daw-
ley (Indianapolis, IN). All animal experiments were guided by the
principles for the care and use of laboratory animals as recommended
by the US Department of Health and Human Services, and approved
by the George Washington University Animal Care and Use Commit-
tee. Lipopolysaccharide (LPS, Escherichia coli 026:B6) and desferrox-
amine mesylate were from Sigma (St. Louis, MO). Diethyldithiocar-
bamate (DETC) was purchased from Aldrich (Milwaukee, WI), 3-
morpholinosydnonimine (SIN-1) was from Cayman Chemical Com-
pany (Ann Arbor, MI). Polyclonal rabbit anti-iNOS antibody was
obtained from Santa Cruz Biotechnology (Santa Cruz, CA) and
horseradish peroxidase (HRP) chemiluminescent substrate Supersignal
was from Pierce (Rockford, IL). Other chemicals and reagents were
purchased from Sigma (St. Louis, MO). NO; was measured by the
Griess colorimetric assay [12]. NO3 was first converted to NO, by E.
coli nitrate reductase [13] and measured as described above.

2.2. Animal procedure

LPS (6 mg per mouse) was given via the tail vein and at the same
time iron-citrate complex (33 mg/kg FeSO47H,0 plus 167 mg/kg of
sodium citrate) was administered subcutaneously (iron dose 120 umol/
kg). In some experiments animals received a double dose of iron (240
umol/kg). Control animals received LPS plus Na-citrate. At 6 h after
LPS, the mice received 2.2 mmol/kg DETC, they were killed 30 min
later and liver tissue obtained. Some animals treated with iron did not
receive DETC, they were killed at 6 h after LPS; blood samples
obtained from these animals were used for nitrosyl hemoglobin
(HbNO) measurement; sera were used for NO, /NOj3 assay and liver
tissue was used to determine total amount of free iron by iron-desferal
EPR assay [14].

2.3. EPR measurements
EPR measurements were performed at 77 K with a Bruker ER 200
X-band spectrometer using an EPR finger Dewar (Wilmad Class,
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Buena, NJ). DETC;-Fe-NO complexes were determined by EPR in
the liver tissue frozen in liquid nitrogen. Whole blood obtained from
mice without anticoagulant (0.5 ml sample volume) was frozen imme-
diately at 77 K for EPR detection of HbNO. Total amount of
DETC,-Fe complex formed in tissue by DETC was determined after
additional incubation of tissue with SIN-1 as described earlier [15].
Total amount of free iron was determined in the liver tissue homoge-
nate of mice untreated with DETC after additional incubation with
desferal as described [14,15].

2.4. Determination of iNOS protein by Western blot

Protein samples from the liver of control mice, LPS-treated mice,
and mice treated with LPS plus iron were homogenized and electro-
phoretically size-separated as we have previously described [16].
Equivalent amounts of total liver protein from individual mice (100
ug) were loaded into adjacent lanes and separated using a discontin-
uous system consisting of an 8% polyacrylamide resolving gel and a
6% stacking gel on an 8X 10 cm electrophoresis cell (Bio-Rad, Her-
cules, CA). Following separation, the proteins were electrophoretically
transferred to a nitrocellulose membrane which was blocked with 12%
non-fat dried milk in Tris-buffered saline (NFM/TBS) for a minimum
of 2 h. The membranes were incubated with a 1:1000 dilution of
polyclonal rabbit anti-iNOS antibody in 4% NFM/TBS for 60 min
at room temperature. Membranes were then incubated with HRP-
labeled goat anti-rabbit IgG (1:1000) in 4% NFM/TBS for an addi-
tional 60 min at room temperature. Thorough rinsing of membranes
was performed between each step using three rinses of Tris-buffered
saline with 0.8% Tween-20 for a minimum of 5 min each. The bound
antibody was detected with a chemiluminescent HRP substrate and
exposed to X-ray film (BIOMAX MR, Eastman Kodak, Rochester,
NY). The films were processed with a Kodak M35 X-OMAT auto-
processor (Eastman Kodak), and densitometry was performed using a
Phosphorimager Personal Densitometer (Molecular Dynamics, Sun-
nyvale, CA).
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Fig. 1. Top: Representative Western blot for iNOS protein in which
100 ug of total liver protein from mice treated with vehicle control
(lanes 1 and 6), LPS (lanes 2 and 7), LPS plus 120 umol/kg iron
(lanes 3 and 8) and LPS plus 240 umol/kg iron (lanes 4 and 9) were
loaded. Lane 5 contains the size markers. Bottom: Densitometric
analysis of iNOS protein band in mice treated with vehicle control
(n=6), LPS (n=6), LPS plus 120 umol/kg iron (designated Fe Low,
n=4), and LPS plus 240 umol/kg iron (designated Fe High, n=4).
*P <0.05 compared to LPS-treated mice.
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Fig. 2. EPR spectra (77 K) obtained from the liver tissue of septic shock mice, which received 6 mg LPS i.v. and simultaneously s.c. injection
of Na-citrate (A) or citrate complex of iron: 120 umol/kg (B), 240 umol/kg (C) plus i.p. injection of DETC 2.2 mmol/kg (at 6 h after LPS ad-
ministration). Normal mice (D) received only DETC injection. All mice were killed 30 min after DETC injection, then liver tissue samples were
frozen at 77 K and EPR spectra recorded. The spectra show only triplet EPR signal of DETC;-Fe-NO complex at g, =2.041. The receiver
gain for spectrum (D) was 10-fold higher than for other spectra. EPR conditions were: microwave frequency 9.40 GHz, microwave power 10
mW, modulation frequency 100 kHz, modulation amplitude 3.2 G, center field 3292 G, scan rate 42 G/min, time constant 0.5 s.
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The effect of Fe-citrate administration on NO, /NOj level in sera of endotoxin-treated mice®

Experimental group

NO; +NO; (uM)

Free Fe (nmol/g of liver wet wt.)"

A. LPS, citrate®
B. LPS, Fe (120 umol/kg)
C. LPS, Fe (240 umol/kg)
D. Normal mice

340 +20 (3)
155423 (3)**

TLE1] ()
2347 (Syes

75411 (4)
161+ 18 (4)*
572+ 137(4)*
110+ 10 (4)

Mice received LPS E. coli i.v. via the tail vein (6 mg per animal), Fe-citrate was given simultaneously with LPS as s.c. injection. Mice were killed at
6 h after LPS injection. Control mice (group A) received LPS and sodium citrate (167 mg/kg).

YThe amount of free iron in liver tissue was determined by EPR in desferal-treated liver homogenate as described [14,15].

“The data are presented as mean * standard error (number of animals); *P <0.02; **P <0.005; ***P < 0.001; ****P < 0.0005 compared to group

A.

2.5. Statistical analysis

Data are expressed as the mean *standard error. Differences be-
tween groups were evaluated with a one way analysis of variance
and a Tukey test. A probability level of P<0.05 was considered
significant.

3. Results and discussion

Administration of endotoxin to mice induced iNOS protein
expression (Fig. 1) in the liver tissue of animals (iNOS protein
was not found in the normal tissue). We observed a concom-
itant increase in the nitric oxide level in liver tissue of LPS-
treated mice after administration of DETC, yielding DETC,-
Fe-NO complexes with a characteristic triplet EPR signal at
g1 =2.041 (Fig. 2) in tissues of mice (only a trace amount of
DETC,-Fe-NO complex observed in the liver of normal ani-
mals). The augmentation of NO level had a systemic character
judging from the increase in the amounts of NO, /NO; (Ta-
ble 1) and nitrosyl hemoglobin (Fig. 3) in murine circulation.
HDbNO in the whole blood of endotoxin-treated mice pro-
duced characteristic triplet EPR signal of nitrosyl heme
(@N=17.5 G) centered at g=2.012 (Fig. 3). Previously, we
have demonstrated that short-term (30 min) Fe exposure did
not affect HbNO and NO, /NO; levels in blood of septic
shock mice, when iron was given after iNOS expression (i.e.
at 6 h after LPS administration) [15]. In this study simulta-
neous administration of endotoxin (6 mg per animal, i.v.) and

A.

iron (120 or 240 umol/kg, s.c.) produced significantly lower
iNOS protein expression in the liver (Fig. 1), decreased
NO; /NO;3 level in sera (Table 1) and HbNO level in whole
blood 6 h later (Fig. 3), compared to LPS-treated animals.
Incidentally, the dose of iron administered to mice (120
umol/kg) is close to the amount of iron which mice consume
daily in the diet (33 mg/kg per day) [17]. The amount of free
iron in the murine liver tissue homogenate has been deter-
mined by EPR as [Fe-desferal] complex, which produced a
broad EPR signal at g=4.3. Free Fe in the liver rose about
two-fold after the iron dose of 120 umol/kg and more than
six-fold after the Fe dose of 240 umol/kg (Table 1). We have
demonstrated previously that DETC and desferal sample the
same pool of free iron in liver tissue [15]. Administration of
DETC in vivo in iron-treated mice produced increased
amounts of DETC-Fe complex in the liver tissue, compared
to untreated animals (data not shown). However, the amount
of DETC,-Fe-NO complex formed in liver of Fe-treated sep-
tic shock mice was only 39+ 9% (n=6, Fe dose 120 umol/kg)
and 11+2% (n=3, Fe dose 240 pmol/kg), compared to endo-
toxin-treated mice (Fig. 2). DETC has been chosen in this
study because it binds free iron in tissue, while N-methyl-D-
glucamine dithiocarbamate (MGD) requires simultaneous ad-
ministration of exogenous Fe to produce MGD,-Fe-NO com-
plex in tissue (this additional iron injection would complicate
the interpretation of the experiment).

Iron administration after iNOS expression (i.e. at 6 h after
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Fig. 3. EPR spectra (77 K) of whole blood (0.5 ml sample volume) obtained from normal mice (A) and mice which received 6 mg LPS i.v.
and simultaneously s.c. injection of Na-citrate (167 mg/kg) in saline (B) or s.c injection of citrate complex of iron: 120 umol/kg (C), 240 umol/
kg (D) in saline. The animals were killed at 6 h after LPS injection. EPR conditions were the same as described for Fig. 2 except: center field
3350 G, scan rate 49 G/min, modulation amplitude 5 G and the receiver gain was 8-fold higher. The triplet EPR signal (f) at g=2.012 is that

of nitrosyl heme.
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LPS) did not affect systemic NO level in LPS-treated mice
[15]. Therefore, in vivo iNOS activity is not likely to be af-
fected by iron administration in this experiment. In agreement
with the above described attenuation of nitric oxide level in
endotoxin-treated mice, we observed iron-dependent down-
regulation of iNOS protein expression in the liver tissue of
mice (Fig. 1).

Direct iron regulation of nuclear transcription for cytokine-
inducible NOS mRNA has been suggested in macrophages.
iNOS activity decreased by half in cells activated with inter-
feron y plus LPS in the presence of 50 uM ferric iron [9].
However, in cultured rat aortic smooth muscle cells ferric
and ferrous ions (up to 400 uM) were without effect on
iNOS mRNA expression [11]. In our experiment in vivo,
NO level decreased more than two-fold, when free Fe content
in liver tissue rose up to 86+20 nmol/g wet weight (n=4)
above the control level (Fe-citrate complex was given simulta-
neously with LPS). More distant effects of iron treatment in
vivo should be considered as well. For example, in early stud-
ies, direct iron binding to LPS molecule has been suggested to
modulate LPS interaction with cells in vivo, thus attenuating
LPS toxicity in rabbits [2]. However, to achieve this effect,
preincubation of LPS and Fe (6 h) in vitro was required
before injection [2]. In our study, LPS and iron were injected
separately via different routes. Iron is rapidly chelated by
transferrin in the circulation, thus limiting the possibility of
interaction between iron and LPS in vivo. In addition, Fe-
citrate binding with endotoxin should antagonize all the ac-
tions of LPS. This was not the case in our study (LPS pre-
serves its lethal effect in mice treated with 120 umol/kg of Fe
plus LPS). Moreover, iron continues to exert its NO inhibi-
tory activity even when it is given after LPS, but before iNOS
expression (data not shown).

Others have pointed out prooxidant effect of iron [18] and
direct nitric oxide scavenging by iron complexes [19]. Interest-
ingly, nitrosyl iron complexes exert much less prooxidant ac-
tivity in vitro [20] and in rat hepatocyte culture [21] than ‘free’
iron complexes in the absence of NO. Therefore, in tissues of
septic shock animals, the prooxidant effect of free iron should
be significantly alleviated due to massive NO production
[15,22]. Beneficial effects of iron [2] and iron complexes [23]
were reported in endotoxin-treated animals. Fe-citrate can
bind NO in vitro, as evidenced by weak EPR resonance sim-
ilar to that in a neutral solution of FeSO, treated with NO
[24]. However, NO depletion in iron-treated septic shock mice
could not be explained simply as NO scavenging by iron com-
plexes. This explanation does not take into account down-
regulation of iNOS protein expression after iron administra-
tion. In addition, Fe-citrate injection does not change
NO; /NO; and nitrosyl hemoglobin levels in blood of ani-
mals, when it is given after iNOS activation (i.e. at 6 h after
LPS) [15].
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In conclusion, this study demonstrates that exogenous iron,
when it is given before iNOS induction, attenuates nitric oxide
production in vivo in endotoxin-treated mice via down-regu-
lation of iNOS expression.

Acknowledgements.: This work was supported in part by NIH Grant
RO1-HL36418.

References

[1] Weinberg, E.D. (1971) J. Infect. Dis. 124, 401-410.

[2] Janoff, A. and Zweifach, B.W. (1960) J. Exp. Med. 112, 23-34.

[3] Moncada, S. and Higgs, E.A. (1995) FASEB J. 9, 1319-1330.

[4] Wei, X.-Q., Charles, I.G., Smith, A., Ure, J., Feng, G.-J., Huang,
F.-P., Xu, D., Muller, W., Moncada, S. and Liew, F.Y. (1995)
Nature 375, 408-411.

[5] MacMicking, J.D., Nathan, C., Hom, G., Chartrain, N., Fletch-
er, D.S., Trumbauer, M., Stevens, K., Xie, Q.-W., Sokol, K.,
Hutchinson, N., Chen, H. and Mudgett, J.S. (1995) Cell 81,
641-650.

[6] Kim, Y.-M., Bergonia, H.A., Muller, C., Pitt, B.R., Watkins,
W.D. and Lancaster Jr., J.R. (1995) J. Biol. Chem. 270, 5710-
5713.

[7] Hentze, M.W. and Kuhn, L.C. (1996) Proc. Natl. Acad. Sci.
USA 93, 8175-8182.

[8] Yee, E.L., Pitt, B.R., Billiar, T.R. and Kim, Y.-M. (1996) Am.
J. Physiol. 271, L512-L518.

[9] Weiss, G., Werner-Felmayer, G., Werner, E.R., Grunewald, K.,
Wachter, H. and Hentze M.W., M.W. (1994) J. Exp. Med. 180,
969-976.

[10] Morris, C.J., Earl, J.R., Trenam, C.W. and Blake, D.R. (1995)
Int. J. Biochem. Cell Biol. 27, 109-122.

[11] Takenaka, K., Suzuki, S., Sakai, N., Kassell, N.F. and Yamada,
H. (1995) Biochem. Biophys. Res. Commun. 213, 608-615.

[12] Grander, D.L., Taintor, R.R., Boockvar, K.S. and Hibbs Jr., J.B.
(1996) Methods Enzymol. 268, 142-151.

[13] Bartholomew, B. (1984) Food Chem. Toxicol. 22, 541-543.

[14] Yegorov, D.Yu., Kozlov, A.V., Azizova, O.A. and Vladimirov,
Yu.A. (1993) Free Radical Biol. Med. 15, 565-574.

[15] Komarov, A.M., Mak, I.T. and Weglicki, W.B. (1997) Biochim.
Biophys. Acta 1361, 229-234.

[16] Mattson, D.L. and Bellehumeur, T.G. (1996) Anal. Biochem.
240, 306-308.

[17] Animal Diet Reference Guide (1992) The Richmond Standard.
PMI Feeds, Inc.

[18] Mikoyan, V.D., Kubrina, L.N. and Vanin, A.F. (1996) Biokhi-
miia 61, 1182-1188.

[19] Kazmierski, W.M., Wolberg, G., Wilson, J.G., Smith, S.R., Wil-
liams, D.S., Thorp, H.-H. and Molina, L. (1996) Proc. Natl.
Acad. Sci. USA 93, 9138-9141.

[20] Kanner, J. (1996) Methods Enzymol. 269, 218-229.

[21] Sergent, O., Griffon, B., Morel, 1., Chevanne, M., Dubos, M.-P.,
Cillard, P. and Cillard, J. (1997) Hepatology 25, 122-127.

[22] Komarov, A.M. and Lai, C.-S. (1995) Biochim. Biophys. Acta
172, 29-36.

[23] Molina, L., Studenberg, S., Wolberg, G., Kazmierski, W., Wil-
son, J., Tadepalli, A., Chang, A.C., Kosanke, S. and Hinshaw, L.
(1996) J. Clin. Invest. 98, 192-198.

[24] McDonald, C.C., Phillips, W.D. and Mower, H.F. (1965) J. Am.
Chem. Soc. 87, 3319-3326.



