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Abstract Exposure of RINm5F cells to interleukin-1LL and to
several chemical NO donors such as sodium nitroprusside (SNP),
SIN-1 and SNAP induce apoptotic events such as the release of
cytochrome c from mitochondria, caspase 3 activation, Bcl-2
downregulation and DNA fragmentation. SNP exposure led to
transient activation of soluble guanylate cyclase (sGC) and
prolonged protein kinase G (PKG) activation but apoptotic
events were not attenuated by inhibition of the sGC/PKG
pathway. Prolonged activation of the cGMP pathway by
exposing cells to the dibutyryl analogue of cGMP for 12 h
induced both apoptosis and necrosis, a response that was
abolished by the PKG inhibitor KT5823. These results suggest
that NO-induced apoptosis in the pancreatic LL-cell line is
independent of acute activation of the cGMP pathway.
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1. Introduction

Cytokines and free radicals produced by immune/in£amma-
tory cells have been implicated as e¡ector molecules of L-cell
dysfunction and destruction in insulin-dependent diabetes
mellitus (IDDM) [1^5]. Indeed, combinations of interleukin
(IL)-1L, tumor necrosis factor-K and interferon-Q suppress is-
let function, damage DNA and decrease cell viability in rat
and human pancreatic L-cells [6^10]. There is also evidence
that apoptosis participates in the process of cytokine-induced
L-cell death [11,12]. Most cytokine actions on L-cell damage
involve the generation of nitric oxide (NO) (reviewed in [5]).
NO inhibits mitochondrial respiration and induces Ca2� e¥ux
[13]. In addition NO modulates the mitochondrial permeabil-
ity transition (PT), a process that is linked to release of apop-
togenic factors such as cytochrome c [14]. It has recently been
reported that the apoptotic actions of NO in insulin produc-
ing HIT-T15 cells are mediated by the sGC/PKG system [15].
In the present work, we have studied the role of mitochondria
in NO-mediated apoptosis in rat insulinoma derived RINm5F
cells and its regulation by the cGMP pathway.

2. Materials and methods

2.1. Materials
Cyclosporin A (CsA) was generously provided by Dr. S.F. Borel

(Sandoz), IL-1L was from Genzyme, DEVD.AFC, Z.VAD.FMK,

Z.YVAD.FMK, KT5823, protein kinase A inhibitor 6^22 amide
and protein kinase G substrate-BPDEtide were from Calbiochem,
cGMP (125I) radioimmunoassay (RIA) system, PVDF membranes
and [Q-32P]ATP were from Amersham, cytochrome c antibody
(7H8.2C12) was from Pharmingen, sodium nitroprusside (SNP) was
from Merck, RPMI 1640 was from Biowhittaker, streptomycin, pen-
icillin, glutamine, amphotericin B, cell death detection ELISAplus and
4-(2-aminoethyl)-benzenesulfonyl £uoride hydrochloride (Pefabloc)
were from Boehringer Mannheim, Bcl-2 antibody (DC21) was from
Santa Cruz Biotechnology, 1H-[1,2,4]oxadiazolo[4,3-a]quinoxalin-1-
one (ODQ) was from Tocris Cookson, S-nitroso-N-acetylpenicill-
amine (SNAP) was from ICN, phosphocellulose paper (P-81) was
from Whatman, N6monomethyl-L-arginine (NMMA), Q-mouse and
Q-rabbit peroxidase conjugate, trypsin, 3-morpholinosydnonimine
(SIN-1) and other chemicals were from Sigma.

2.2. Cell culture
RINm5F cells were maintained in RPMI 1640 supplemented with

100 Wg/ml streptomycin, 100 U/ml penicillin G, 2.5 Wg/ml amphoter-
icin B, 2 mM glutamine, 10% fetal bovine serum in a humidi¢ed
atmosphere of 5% CO2 at 37³C.

2.3. Measurement of soluble guanylate cyclase (sGC) activity and
cGMP-dependent protein kinase (PKG) activity

RINm5F cells (5U106) were homogenized in 50 Wl of 20 mM
HEPES pH 7.5, 10 mM EGTA, 40 mM glycerophosphate, 1% NP-
40, 25 mM MgCl2, 2 mM sodium orthovanadate, 140 mM NaCl,
1 mM DTT, and a mixture of protease inhibitors containing 1 mM
Pefabloc, 10 Wg/ml aprotinin and 10 Wg/ml leupeptin. Extracts were
centrifuged for 15 min at 15 000Ug and supernatants were used for
enzyme measurements. sGC activity was measured as described in
[16]. Brie£y, aliquots of supernatants corresponding to 30 Wg protein
were incubated for 10 min at 37³C in a reaction mixture containing
50 mM Tris-HCl pH 7.5, 4 mM MgCl2, 0.5 mM 1-methyl-3-isobutyl-
xanthine, 7.5 mM phosphocreatine, 0.2 mg/ml creatine phosphoki-
nase, and 1 mM GTP with or without 1 mM sodium nitroprusside.
The reaction was terminated by addition of 0.05 N HCl (1:9) and
boiling for 3 min. cGMP levels were measured by a commercial RIA
according to the manufacturer's instructions. PKG activity was meas-
ured as in [17]. Aliquots of 10 Wl of homogenate (containing 15 Wg
protein) were added to 50 Wl of assay mixture containing 20 mM Tris-
HCl pH 7.4, 200 WM ATP, 100 WM of protein kinase G substrate-
BPDEtide, 20 mM MgCl2, 100 WM 1-methyl-3-isobutylxanthine, 1 WM
protein kinase A inhibitor 6^22 amide and 0.5 WCi [Q-32P]ATP. The
reaction was allowed to proceed at 30³C for 10 min. To terminate the
reaction, 108 Wl of 10% trichloroacetic acid was added and the mix-
ture was then centrifuged for 2 min a 15 000Ug to precipitate pro-
teins, and supernatants were spotted onto phosphocellulose ¢lters.
After drying for 30 min, the ¢lters were dropped into 75 mM phos-
phoric acid, washed with four changes of phosphoric acid to remove
unreacted [Q-32P]ATP, and once with ethanol. Filters were then dried
and counted in a liquid scintillation counter to measure incorporation
of 32P into peptide.

2.4. Detection of histone-associated DNA
Cells were scraped o¡ the plates and centrifuged at 700Ug for

10 min, washed with PBS and resuspended in lysis bu¡er. DNA frag-
mentation into nucleosomes was determined with the cell death de-
tection ELISAplus according to the manufacturer's instructions.
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2.5. Assay of cell toxicity
Cells were carefully collected from culture and centrifuged at 3000

rpm for 3 min. Supernatants were collected for analysis of lactate
dehydrogenase (LDH) activity and pellets were lysed in 5 mM Tris
(pH 7.0), 20 mM EDTA, 0.5% Triton X-100. LDH activity was as-
sayed spectrophotometrically following the decrease in absorbance of
NADH at 340 nm. The percentage of LDH released from cells to
culture medium was calculated according to the following formula:

% LDH released � LDH in culture medium
LDH in culture medium� LDH in cell lysates

U100

2.6. Measurement of caspase activity
Cells were sedimented at 700Ug for 3 min, washed twice in PBS,

and resuspended in 25 mM HEPES (pH 7.5), 5 mM MgCl2, 1 mM
EGTA supplemented with a cocktail of protease inhibitors containing
1 mM Pefabloc, 10 Wg/ml pepstatin A, and 10 Wg/ml leupeptin. After
30 min incubation on ice, cells were lysed with 40 strokes in a homog-
enizer. Following removal of particulate matter by centrifugation at
15 000Ug for 15 min, supernatants were supplemented with 0.5 mM
EDTA and 2 mM DTT. 50 Wg of cytosolic protein was added to 225 Wl
of assay bu¡er containing 25 mM HEPES (pH 7.5), 0.1% (w/v)
CHAPS, 10 mM DTT, 100 U/ml aprotinin, 1 mM Pefabloc and
100 WM of the caspase substrate DEVD.AFC and incubated for 2 h
at 37³C. The reaction was terminated by addition of 1.225 ml of ice-
cold assay bu¡er. Fluorescence was measured using an excitation
wavelength of 400 nm and an emission wavelength of 505 nm. Stand-
ards containing 0^1500 pmol of AFC were utilized to determine the
amount of £uorochrome released.

2.7. Western blot analysis of cytochrome c and Bcl-2
Cells were collected by centrifugation at 700Ug for 3 min at 4³C,

washed twice with ice-cold PBS and centrifuged at 700Ug for 3 min.
For analysis of cytochrome c, cell pellets were resuspended in 60 Wl of
extraction bu¡er containing 220 mM mannitol, 68 mM sucrose,
50 mM HEPES pH 7.5, 50 mM KCl, 5 mM EGTA, 2 mM MgCl2,
1 mM DTT, 1 mM Pefabloc, 10 Wg/ml pepstatin A and 10 Wg/ml
leupeptin. After incubation on ice for 30 min, cells were spun at
15 000Ug for 15 min. Aliquots of 10 Wg protein were resolved on
12.5% SDS-polyacrylamide gel and then blotted to PVDF mem-
branes. Membranes were incubated for 6 h at room temperature
with anti-cytochrome c monoclonal antibody 7H8.2C12 (diluted
1:2000). Following removal of the excess of primary antibody by
three washes with 50 mM Tris-HCl pH 7.5, 150 mM NaCl, 0.1%
Tween-20, membranes were incubated with anti-mouse IgG conju-
gated with peroxidase (1:20 000) for 1 h. Bound antibodies were de-
tected by enhanced chemiluminescence. For analysis of Bcl-2, cells
were placed in 50 Wl of bu¡er (20 mM Tris-HCl, 137 mM NaCl,
5 mM MgCl2, 10% glycerol and 1% NP-40, 1 mM Pefabloc, 10 Wg/
ml pepstatin A and 10 Wg/ml leupeptin). Lysis was carried out at 4³C
for 30 min. Cell lysates were sonicated for 10 s on ice. Lysates were
then centrifuged at 15 000Ug for 15 min. 10 Wg of cytosolic protein
was resolved by SDS-PAGE electrophoresis as above and Bcl-2 was
detected by immunoblotting and enhanced chemiluminescence.

3. Results

3.1. E¡ect of sodium nitroprusside on the GC/PKG system
Fig. 1 shows that RINm5F cells contain soluble guanylate

cyclase activity that was stimulated by sodium nitroprusside.
The magnitude of stimulation is dependent on previous expo-
sure of cells to the NO donor. Thus, short periods of exposure
of cells (0.5^1.0 h) to SNP slightly increased NO-activated
enzyme activity; longer exposures (2.0^4.0 h) led to a substan-
tial reduction in NO-activated enzyme activity. Basal enzyme
activity was not signi¢cantly a¡ected by exposure of cells to
the NO donor. Table 1 shows that PKG is activated 10-fold
after 0.5 h of exposure to 1 mM SNP. This activation remains
stable after 12 h of exposure. The addition of cGMP to the
assay system increased 10-fold PKG activity in extracts from
control non-exposed cells, but failed to further enhance PKG

activity in SNP-treated cells. The guanylate cyclase inhibitor
ODQ fully blocked PKG activation induced by short (0.5 h)
exposure to SNP, but failed to do this at longer periods of
treatment (6.0^12.0 h).

3.2. Nitric oxide and cytochrome c release
Fig. 2 shows that the chemical NO donor SNP induces a

time-dependent release of cytochrome c in RINm5F cells. This
action was mimicked by other NO donors such as SNAP and
SIN and by exposure of cells to IL-1L. The e¡ect of IL-1L was
fully reversed by the presence of the NO synthase inhibitor
NMMA.

CsA, a speci¢c inhibitor of the permeability transition pore
(PT) opening in mitochondria, partially reversed the e¡ect of
SNP and IL-1L on cytochrome c release (Fig. 3).

3.3. Regulation of NO-dependent cytochrome c release
Fig. 4A shows that neither the inhibitor of guanylate cy-

clase ODQ nor the inhibitor of PKG KT5823 is able to coun-
teract the actions of chemically generated NO on cytochrome
c release from mitochondria. On the other hand, exposure of
cells to the dibutyryl analogue of cGMP (dbcGMP) led to
release of cytochrome c from mitochondria to cytosol. This

Fig. 1. E¡ect of SNP exposure on soluble GC activity in RINm5F
cells. Homogenates from control untreated cells and from cells ex-
posed to 1 mM SNP for 0.5, 1, 2, or 4 h were assayed for basal
and SNP-activated enzyme activity as described in Section 2. Data
are means þ S.D. from three independent experiments

Table 1
Time course of NO-induced PKG activity in extracts from RINm5F
cells

Time (h) PKG activity (nmol/min/mg protein)

1 mM SNP 1 mM SNP+10 WM ODQ

No addition 10 WM cGMP

0 1.2 þ 0.19 11.6 þ 0.59a 1.2 þ 0.17
0.5 12.4 þ 0.42a 11.9 þ 1.15a 1.6 þ 0.83
6.0 9.2 þ 1.06a;b 9.7 þ 0.23a;b 9.5 þ 0.25a;b

12.0 10.5 þ 1.21a;b 10.4 þ 0.48a;b 9.4 þ 0.85a;b

Cells were exposed to either 1 mM SNP or 1 mM SNP and 10 WM
ODQ for the indicated times and basal and cGMP-stimulated pro-
tein kinase G enzyme activity was measured as described in Section
2. When appropriate, ODQ was added 30 min before SNP. Data
are means þ S.D. from three independent experiments. One-way AN-
OVA was used for multiple group comparisons.
aSigni¢cantly greater than 0 h (P6 0.05).
bSigni¢cantly greater than 0.5 h (P6 0.05).
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action was fully prevented by KT5823. Similar results were
obtained when NO was endogenously generated following ex-
posure of cells to IL-1L (Fig. 4B). In addition, both SNP- and
IL-1L-induced cytochrome c release were partially prevented
by the caspase inhibitor Z.VAD.FMK (Fig. 4C). The relation-
ship between caspases and cytochrome c release from mito-
chondria is shown in Fig. 5A. Exposure of cells to 1 mM SNP
led to caspase 3 activation in a time-dependent manner and
inhibition of mitochondrial PT with CsA partially prevented
this e¡ect. Fig. 5B shows that endogenous generation of NO
following exposure of cells to IL-1L led to a 10-fold increase
in caspase 3 activity that was not dependent on the cGMP
system.

3.4. NO and DNA damage and cell necrosis
Fig. 6 shows that both SNP- and IL-1L-induced DNA frag-

mentation were not inhibited by either ODQ or KT5823. By
contrast, dbcGMP-induced DNA fragmentation was fully
prevented by KT5823. SNP, IL-1L and dbcGMP stimulated
the release of LDH to medium. Inhibition of the sGC/cGMP
pathway with ODQ and KT5823 blocked this action.

3.5. NO and Bcl-2 degradation
The e¡ect of SNP and dbcGMP on Bcl-2 levels is shown in

Fig. 7. SNP exposure led to a time-dependent downregulation
of the protein. The action of SNP was fully prevented by
addition of the caspase inhibitor Z.VAD.FMK. By contrast,
the protein kinase G inhibitor KT5823 failed to block the
e¡ect of SNP. Exposure of cells to dbcGMP for 12 h led to
a decrease in Bcl-2 protein levels that was fully counteracted
by KT5823.

4. Discussion

Evidence has been accumulated over the past years con-
cerning the role of apoptosis in the control of L-cell popula-
tion and in the pathogenesis of IDDM [11,12,18^21]. Apop-
totic rodent L-cell death seems to be mediated by the
generation of NO in a process regulated by in£ammatory
cytokines [10,18^22]. The results of this study indicate that
NO activates caspase 3 in rat insulinoma-derived RINm5F

Fig. 2. NO-induced release of cytochrome c from mitochondria. A:
Release of cytochrome c induced by exogenous NO and by IL-1L.
Cells were exposed to SNAP and SIN-1 for 15 h and to IL-1L and
to IL-1L+NMMA for 24 h. B: Time course of SNP-induced release
of cytochrome c. Cytosolic extracts were prepared at the indicated
times following exposure to SNP. Immunoblots are representative of
three independent experiments.

Fig. 3. Inhibition of SNP- and IL-1L-induced cytochrome c release
by CsA. When appropriate, CsA was added 1 h before addition of
SNP and IL-1L and cells were cultured for 12 h (A) and 18 h (B).
Immunoblots are representative of three independent experiments.

Fig. 4. Role of cGMP and caspases on NO-induced release of cyto-
chrome c. A: SNP- and cGMP-induced release of cytochrome c.
ODQ and KT5823 were added 30 min before addition of SNP and
dbcGMP. Cells were then cultured for 12 h. B: IL-1L-induced re-
lease of cytochrome c. ODQ was added 30 min before addition of
IL-1L. Cells were then cultured for 24 h. C: E¡ect of Z.VAD.FMK
on NO-induced cytochrome c release from mitochondria.
Z.VAD.FMK was added 30 min before the addition of 1 mM SNP
and IL-1L. Cells were then cultured for 12 and 18 h respectively.
Immunoblots are representative of three independent experiments.
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cells and that this event is preceded by release of cytochrome c
from mitochondria in a cGMP-independent manner. The
study also shows that NO-induced DNA fragmentation is
cGMP-independent.

The actions of NO on apoptosis depend on cell type, con-
centration, interaction with other radicals, and the redox state
of cells [23^30]. In cell systems where NO is anti-apoptotic,
the cGMP pathway is involved [31^35]. Pancreatic L-cell
apoptosis is controlled by cGMP in a di¡erent manner. It
has been reported that cGMP is involved in NO-induced

apoptosis [15]. In fact, our data indicate that RINm5F cells
are endowed with a GC/PKG system and that exposure of
cells to the NO donor SNP leads to initial activation of GC
followed by a decay with longer periods of treatment. These
results are in agreement with those reported in smooth muscle
cells, where a decrease in GC mRNA stability induced by NO
has been described [36,37]. On the other hand, NO exposure
led to a sustained increase in PKG activity that was resistant
to blockade of GC with ODQ. It is entirely possible that
chronic exposure to NO leads to PKG activation by cGMP-
independent mechanisms such as phosphorylation [38,39]. Our
results also indicate that NO exposure leads to necrotic cell
death and apoptosis and that these actions were mimicked
by dbcGMP. PKG inhibitors counteracted the actions of

Fig. 5. E¡ect of PT and cGMP pathway inhibitors on NO-depend-
ent caspase 3 activation. A: E¡ect of CsA on NO-induced caspase
3 activation. When appropriate, CsA was added 1 h before time 0.
B: E¡ect of cGMP pathway inhibitors on IL-1L-induced caspase 3
activation. Cells were exposed to IL-1L for 24 h in the presence of
ODQ and KT5823 respectively. Data are means þ S.D. from 3^4 in-
dependent experiments.

Fig. 6. NO-induced apoptosis occurs in a cGMP-independent man-
ner. ODQ and KT5823 was added 30 min before addition of SNP,
IL-1L and dbcGMP. Cells were then cultured for 12 h (SNP- and
dbcGMP-treated cells) and for 24 h (IL-1L-treated cells). A: DNA
fragmentation into nucleosomes. B: Percentage of LDH release to
medium. Data are means þ S.D. from 3^4 independent experiments.

FEBS 22695 30-9-99

J. Tejedo et al./FEBS Letters 459 (1999) 238^243 241



dbcGMP on apoptotic cell death and necrosis, but they failed
to block the actions of NO on apoptosis. These ¢ndings speak
in favor of the notion that NO triggers apoptosis in RINm5F
cells in a cGMP-independent manner. We also found that
NO-induced LDH release is cGMP-dependent. This is in
agreement with cell viability studies performed in HIT-T15
cells and suggests that cGMP might control processes that
lead to necrosis in pancreatic cells [15].

Cytochrome c release from mitochondria has been involved
in the control of caspase activation during apoptosis [40^46].
NO generated both by chemical donors and by exposure of
cells to IL-1L provoked the release of cytochrome c from
mitochondria in RINm5F cells. In fact, this organelle seems
to play an important role in controlling NO-induced apopto-
sis in RINm5f cells since NO-induced caspase 3-like activation
and DNA fragmentation were preceded by the appearance of
cytochrome c in cytosol. It is now known that the activation
of e¡ector caspases and nuclear apoptosis is controlled by
apoptogenic factors such as cytochrome c released from mi-
tochondria following opening of PT pores [14,46^50]. The
¢nding that the inhibitor of the PT pore CsA partially coun-
teracted NO-induced apoptotic events in these cells supports
the notion that NO triggers mitochondrial PT [51].

The possibility that NO-induced mitochondrial PT was sec-
ondary to Bcl-2 degradation was tested with the protease in-
hibitor Z.VAD.FMK. Whereas Z.VAD.FMK fails to fully
counteract the release of cytochrome c, it prevents Bcl-2
downregulation. This suggest that Z.VAD.FMK-inhibited

proteases participate in the exacerbation of the actions of
NO at the mitochondrial level.

It has been shown that low concentrations of NO increase
the expression of Bcl-2 protein in a cGMP-dependent manner
and prevent apoptosis in some cell systems [51]. Although
a similar action in RINm5F cells cannot be ruled out, our
results indicated that the apoptotic action of NO at high
concentrations depends on Bcl-2 downregulation and is
secondary to caspase activation. Besides, the ¢nding that
inhibition of PKG with KT5823 counteracted cGMP-induced
Bcl-2 downregulation but failed to block NO-induced Bcl-2
downregulation indicates that the cGMP/PKG system is not
involved in the action of NO on Bcl-2 levels. According to its
pleiotropic nature, NO can trigger alternative apoptotic path-
ways such as the upregulation of p53 and CD95/Fas receptor
proteins [24,26,34,52,53].

Our data suggest that mitochondrial handling of key apop-
totic events in insulin producing cells is a¡ected by NO in a
cGMP-independent manner. Future studies will be required to
elucidate the signaling pathways that mediate the action of
NO in mitochondria.

Acknowledgements: J.T.H. and J.C.B. were on leave of absence from
the Universidad Nacional Jorge Basadre Grohmann, Tacna, Peru and
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de Investigaciön Cient|̈¢ca y Tëcnica (SAF 96/0205), Fondo de Inves-
tigaciones Sanitarias (97/1289) and Junta de Andaluc|̈a (200/98).

References

[1] Mandrup-Poulsen, T., Hellqvist, S., Wogensen, L.D., Molvig, J.,
Pociot, F., Johannesen, J. and Nerup, J. (1990) Curr. Top. Mi-
crobiol. Immunol. 164, 169^193.

[2] Corbett, J.A. and McDaniel, M.L. (1992) Diabetes 41, 897^903.
[3] Rabinovitch, A. (1993) Diabetes Rev. 1, 215^240.
[4] Bach, J.F. (1995) J. Autoimmun. 8, 439^463.
[5] Eizirik, D.L., Flodstro«m, M., Karlsen, A.E. and Welsh, N. (1996)

Diabetologia 39, 875^890.
[6] Fehsel, K., Jalowy, A., Qi, S., Burkat, V., Hartman, B. and

Kolb, H. (1993) Diabetes 42, 496^500.
[7] Rabinovitch, A., Suarez-Pinzon, W.L., Shi, Y., Morgan, A.R.

and Bleackley, R.C. (1994) Diabetologia 37, 733^738.
[8] Delaney, C.A., Green, M.H.L., Lowe, J.E. and Green, I.C.

(1993) FEBS Lett. 333, 291^295.
[9] Delaney, C.A., Tyrberg, B., Bouwens, L., Vaghef, H., Hellman,

B. and Eizirik, D.L. (1996) FEBS Lett. 394, 300^306.
[10] Delaney, C.A., Pavlovic, D., Hoorens, A., Pipeleers, D.G. and

Eizirik, D.L. (1997) Endocrinology 138, 2610^2614.
[11] Iwahashi, H., Hafanusa, T., Eguchi, Y., Nakajima, H., Miyaga-

wa, J., Itoh, N., Tomita, K., Namba, M., Kuwajima, M., Nogu-
chi, T., Tsujimoto, Y. and Matsuzawa, Y. (1996) Diabetologia
39, 530^536.

[12] Dunger, A., Augstein, P., Schimidt, S. and Fisher, U. (1996)
J. Autoimmun. 4, 291^306.

[13] Balakirev, M.Y., Khramtsov, V.V. and Zimmer, G. (1997) Eur.
J. Biochem. 246, 710^718.

[14] Hortelano, S., Dallaporta, B., Zamzami, N., Hirsch, T., Susin,
S.A., Marzo, Y., Bosca, L. and Kroemer, G. (1997) FEBS Lett.
410, 373^377.

[15] Loweth, A.C., Williams, G.T., Scarpello, J.H.B. and Morgan,
N.G. (1997) FEBS Lett. 400, 285^288.

[16] Mittal, C.K. (1986) Methods Enzymol. 132, 422^428.
[17] Francis, S.H., Wolfe, L. and Corbin, J.D. (1991) Methods Enzy-

mol. 200, 332^341.
[18] Ankarcrona, M., Dypbukt, J.M., Brune, B. and Nicotera, P.

(1994) Exp. Cell Res. 213, 172^177.
[19] Kaneto, H., Fujii, J., Seo, H.G., Suzuki, K., Matsuoka, T., Na-

kamura, M., Tatsumi, H., Yamasaki, Y., Kamada, T. and Tana-
guchi, N. (1996) Diabetes 44, 733^738.

Fig. 7. E¡ect of NO and dbcGMP on Bcl-2 protein levels. A: Time
dependence of Bcl-2 degradation induced by 1 mM SNP. B: E¡ect
of Z.VAD.FMK on Bcl-2 degradation induced by SNP. Cells were
cultured for 24 h with the additions given in the ¢gure. C: E¡ect of
KT5823 on SNP- and dbcGMP-induced degradation. Cells were cul-
tured for 12 h with the additions given in the ¢gure. Immunoblots
are representative of three independent experiments.

FEBS 22695 30-9-99

J. Tejedo et al./FEBS Letters 459 (1999) 238^243242



[20] Loweth, A.C., Williams, G.T., Scarpello, J.H.B., James, R.F.L.
and Morgan, N.G. (1996) Diabetes Res. 31, 231^241.

[21] Loweth, A.C., Williams, G.T., James, R.F.L., Scarpello, J.H.B.
and Morgan, N.G. (1998) Diabetes 47, 727^732.

[22] Corbett, J.A., Sweetland, M.A., Wang, J.L., Lancaster, J.R. and
McDaniel, M.L. (1993) Proc. Natl. Acad. Sci. USA 90, 1731^
1735.

[23] Yabuki, M., Kariya, S., Inai, Y., Hamazaki, K., Yoshioka, T.,
Yasuda, T., Horton, A.A. and Utsumi, K. (1997) Free Radical
Res. 27, 325^335.

[24] Xie, K., Wang, Y., Huang, S., Xu, L., Bielenberg, D., Salas, T.,
McConkey, D.J., Jiang, W. and Fidler, I.J. (1997) Oncogene 15,
771^779.

[25] Khan, S., Kayahara, M., Joasshi, U., Mazarakis, N.D., Sarraf,
C., Edwards, A.D., Hughes, M.N. and Mehmet, H. (1997) J. Cell
Sci. 110, 2315^2322.

[26] Haendeler, J., Weiland, U., Zeiher, A.M. and Dimmeler, S.
(1997) Nitric Oxide Biol. Chem. 1, 282^293.

[27] Dimmeler, S. and Zeiher, A.M. (1997) Nitric Oxide Biol. Chem.
1, 275^281.

[28] Chlichlia, K., Peter, M.E., Rocha, M., Sca¤di, C., Bucur, M.,
Krammer, P.H., Schirrmacher, V. and Umansky, V. (1998)
Blood 91, 4311^4320.

[29] Mohr, S., McCormick, T.S. and Lapetina, E.G. (1998) Proc.
Natl. Acad. Sci. USA 95, 5045^5050.

[30] Kolb, H. and Kolb-Bachofen, V. (1998) Inmunol. Today 19,
556^561.

[31] Sciorati, C., Rovere, P., Ferrarini, M., Heltai, S., Manfredi, A.A.
and Clementi, E. (1997) J. Biol. Chem. 272, 23211^23215.

[32] Kim, Y-M., Talanian, R.V. and Billiar, T.R. (1997) J. Biol.
Chem. 272, 31138^31148.

[33] Shen, Y.H., Wang, X.L. and Wilcken, D.E.L. (1998) FEBS Lett.
433, 125^131.

[34] Mannick, J.B., Miao, X.Q. and Stamler, J.S. (1997) J. Biol.
Chem. 272, 24125^24128.

[35] Dimmeler, S., Haendeler, J., Nehls, M. and Zeiher, A.M. (1997)
J. Exp. Med. 185, 601^607.

[36] So¡, G.A., Cornwell, T.L., Cundi¡, D.L., Gately, S. and Lin-
coln, T.M. (1997) J. Clin. Invest. 100, 2580^2587.

[37] Filippov, G., Bloch, D.B. and Bloch, K.D. (1997) J. Clin. Invest.
100, 942^948.

[38] LaFevre-Bernt, M., Corbin, J.D., Francis, S.H. and Miller, W.T.
(1998) Biochim. Biophys. Acta 1386, 97^105.

[39] Chu, D.M., Francis, S.H., Thomas, J.W., Maksymovitch, E.A.,
Fosler, M. and Corbin, J.D. (1998) J. Biol. Chem. 273, 14649^
14656.

[40] Liu, X., Kim, C.N., Yang, J., Jemmerson, R. and Wang, X.
(1996) Cell 86, 147^157.

[41] Li, P., Nijhawan, D., Budihardjo, Y., Srinivasula, S.M., Ahmad,
M., Alnemri, E.S. and Wang, X. (1997) Cell 91, 479^489.

[42] Kluck, R.M., Martin, S.J., Ho¡man, B.M., Zhou, J.S., Green,
D.R. and Newmeyer, D.D. (1997) EMBO J. 16, 4639^4649.

[43] Yang, J., Liu, X., Bhalla, K., Kim, C.N., Ibrado, A.M., Cai, J.,
Peng, T.-I., Jones, D.P. and Wang, X. (1997) Science 275, 1129^
1132.

[44] Kluck, R.M., Bossy-Wetzel, E., Green, D.R. and Newmeyer,
D.D. (1997) Science 275, 1132^1136.

[45] Ju«rgensmeier, J.M., Xie, Z., Deveraux, Q., Elleby, L., Bredesen,
D. and Reed, J.C. (1998) Proc. Natl. Acad. Sci. USA 95, 4997^
5002.

[46] Bossy-Wetzel, E., Newmeyer, D.D. and Green, D.R. (1998)
EMBO J. 17, 37^49.

[47] Zamzami, B.N., Susin, S.A., Marchetti, P., Hirsch, T., Gömez-
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