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Abstract
A unique feature of human alveolar macrophages is their prolonged survival in the face of a stressful
environment. We have shown previously that the ERK MAP kinase is constitutively active in these
cells and is important in prolonging cell survival. This study examines the role of the ERK pathway
in maintaining mitochondrial energy production. The data demonstrate that ATP levels in alveolar
macrophages depend on intact mitochondria and optimal functioning of the electron transport chain.
Significant levels of MEK and ERK localize to the mitochondria and inhibition of ERK activity
induces an early and profound depletion in cellular ATP coincident with a loss of mitochondrial
transmembrane potential. The effect of ERK suppression on ATP levels was specific as it did not
occur with PI3-kinase/Akt, p38 or JNK suppression. ERK inhibition led to cytosolic release of
mitochondrial proteins and caspase activation. Both ERK inhibition and mitochondrial blockers
induced loss of plasma membrane permeability and cell death. The cell death induced by ERK
inhibition had hallmarks of both apoptotic (caspase activation) and necrotic (ATP loss) cell death.
By blocking ERK-inhibition induced reactive oxygen species, caspase activation was prevented,
though necrotic pathways continued to induce cell death. This suggests that mitochondrial
dysfunction caused by ERK inhibition generates both apoptotic and necrotic cell death-inducing
pathways. As a composite, these data demonstrate a novel mitochondrial role for ERK in maintaining
mitochondrial membrane potential and ATP production in human alveolar macrophages.
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INTRODUCTION
Human alveolar macrophages survive for long periods in the lung (1). Survival occurs even in
the face of exposure to chemical pollutants, reactive oxygen species, inflammatory mediators
and infectious agents (2). This ability to adapt to stress is crucial to their survival. We have
shown that human alveolar macrophages have high constitutive activity of two survival
pathways, phosphatidylinositol 3 kinase (PI 3-kinase2)/Protein kinase B (Akt) and extracellular
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signal-regulated kinase (ERK) mitogen-activated protein (MAP) kinase (3,4). The survival
effects of Akt are well described and include inhibition of BH3 only pro-apoptotic proteins
(5,6), stabilization of anti-apoptotic x-linked inhibitor of apoptosis (XIAP) (7), inactivation of
protease activity of HtrA2/Omi (8), inactivation of caspase 9 and inactivation of transcription
factor, FoxOa (9,10). The survival mechanisms of ERK activity are less well described and
appear to be cell type and system specific. Though ERK has been linked to apoptosis in a few
cases (11) in the majority of studies, ERK activity is linked to cell survival (3,12-16).

ERK is a member of the MAP kinase family of serine/threonine kinases. It is activated by
phosphorylation of a tyrosine X threonine motif by the upstream kinases, MAP kinase kinase-1
(MEK1) and 2, and in turn phosphorylates down-stream substrates containing a consensus
proline directed motif (PX(S/T)P) (17,18). Among known ERK substrates are a number of pro-
apoptotic proteins that are inhibited by ERK phosphorylation (caspase 9 and BimEL) (19,20).
ERK has also been shown to contribute to cell survival via other mechanisms (13-15,21-28).
We have recently shown that one mechanism of ERK-dependent alveolar macrophage survival
is positive regulation of protein translation via an effect on the eukaryotic translation initiation
factor, eIF2α (4). It is likely that ERK maintains alveolar macrophage survival via a number
of synergistic mechanisms.

ERK is a ubiquitously expressed kinase with more than one hundred and sixty substrates
identified to date (29). ERK has been shown to phosphorylate transcription factors, other
kinases, phosphatases, cytoskeletal and scaffold proteins, receptors and apoptosis-related
proteins (29). These substrates are found all over the cell (nucleus, cytosol and organelles).
Some recent papers have localized a subset of ERK to the mitochondria (30-33). The studies
demonstrating mitochondrial ERK were performed in neuronal cells and cardiomyocytes. For
the cardiomyocytes, Baines et al found that in the mitochondria, ERK complexes with protein
kinase C ε (PKCε) and plays a role in protection from ischemia reperfusion (33). In neuronal
cells, Alonso et al found that ERK1 and 2 are present in brain mitochondria at the outer
membrane/intermembrane space (34). Zhu et al found active ERK associated with
mitochondrial proteins (MnSOD for example) and used ultrastructure immuno-gold studies to
demonstrate the presence of active ERK in mitochondria from midbrain sections of patients
with Parkinson’s disease and diffuse Lewy body disease (35). These studies found ERK
associated with outer membrane, intermembrane space and the matrix (31).

Mitochondria perform multiple functions in the cells (36,37). In addition to generating energy
by recycling ADP to ATP via oxidative phosphorylation, mitochondria break down sugars and
long chain fatty acids, synthesize steroids and lipids, replicate, transcribe and translate proteins
from mitochondrial DNA, produce reactive oxygen species and integrate survival/death signals
(36,37). ATP production relies on the electron transport chain (ETC) and ATP synthase.
Movement of electrons down the ETC results in an electrochemical gradient (measured as
mitochondrial membrane potential (mitΔψ)). The pumping of protons from the intermembrane
space to the matrix through the ATP synthase unit generates ATP from ADP, providing energy
for the cell (37). In this study, the role of ERK in mitochondrial ATP production was examined.

The study was performed in human alveolar macrophages obtained from normal volunteers.
We found that inhibition of constitutive ERK activity (with dominant negative mutations of
the upstream kinase, MEK, cell permeable inhibitory peptides and chemical inhibitors) led to
a rapid loss of mitochondrial membrane potential (mitΔψ) and a decrease in ATP levels. These

2The abbreviations used are: Akt, protein kinase B; ERK, extracellular signal-regulated kinase; MAP, mitogen-activated protein; XIAP,
x-linked inhibitor of apoptosis; MEK, MAP kinase kinase; eIF2α, eukaryotic initiation factor 2α; PKC ε, protein kinase C epsilon;
MnSOD, manganese superoxide dismutase; mitΔψ, mitochondrial membrane potential; CCCP, carbony. Cyanide 4-(trifluoromethoxy)
phenylhydrazone; VDAC, voltage-dependent anion channel; JNK, c-jun N-terminal kinase; AIF, apoptosis-inducing factor.
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events were an early response to ERK inhibition and were followed at later time points by
cytosolic release of mitochondrial proteins, caspase activation, rupture of the plasma membrane
and cell death. The apoptotic/necrotic nature of the cell death was at least partially dependent
on a requirement for reactive oxygen species for the caspase activation. These data suggest the
existence of a previously unknown mitochondria localized pro-survival role for ERK MAP
kinase in human alveolar macrophages.

MATERIALS AND METHODS
Materials

Chemicals including Antimycin A (#A8674), NAC (#A8199), and rotenone (#R8875) were
obtained from Sigma Chemical Company, St Louis, MO. The MEK inhibitor UO126
(#662005), p38 inhibitor SB203580 (#559389), JNK inhibitor II (SP600125 (#420119)), ERK
activation inhibitor peptide I (#328000), oligomycin (#495455) and CCCP (#215911) were
obtained from Calbiochem. The dominant negative MEK adenoviral vector (mutated at
serine217 and serine 221) was obtained from Cell Biolabs, San Diego, CA. Ethidium
homodimer (#E1169) was obtained from Molecular Probes (Eugene, OR). JC-1 was obtained
from Guava Technologies. Western blotting reagents include phosphatase inhibitor cocktail
(#524625, Calbiochem), complete mini-tab protease inhibitors (#11836170001, Roche
Diagnostics, Indianapolis, IN) and ECL (#RPN2106) and ECL Plus (#RPN2132)
chemiluminescent detection reagents (Amersham, Piscataway, NJ). Acrylimide (#161-0158),
buffers (#161-0798 and #161-0799), PVDF membranes (#162-0174) and Bradford protein
assay reagent (#500-0006) were from Bio-Rad, Hercules, CA. Antibodies used in this study
were obtained from a variety of sources. Phosphorylation-specific ERK antibody (#9101),
Cytochrome c (#4280), cleaved caspase 7 (#9491), cleaved caspase 9 (#9509) and cleaved
PARP (#9541) antibodies were obtained from Cell Signaling, Beverly MA. VDAC (#sc-8828),
AIF (#sc-5586), a tubulin (#sc-5586) and horseradish peroxidase conjugated antibodies anti-
rabbit (#sc-2004), anti-mouse (#sc-2005) and anti-goat (#sc-2020) were all obtained from
Santa Cruz Biotechnology (Santa Cruz, CA). Beta actin (A5316) antibody was obtained from
Sigma (St. Louis, MO). Culture media used in experiments was serum free RPMI tissue culture
media plus Glutamax (#61870-036) from Invitrogen (Piscataway, NJ). Kits utilized in this
study included Cell Titer-Glo Luminescent Cell Viability Assay (#G7571) from Promega,
Madison, WI and BD Oxygen biosensor System from BD Biosciences, Bedford, MA.

Isolation of human alveolar macrophages
Alveolar macrophages were obtained from normal non-smoking volunteers, as previously
described (38). Briefly, normal volunteers with a lifetime non-smoking history, no acute or
chronic illness and no current medications, underwent bronchoalveolar lavage. The cell pellet
was washed twice in irrigation saline and suspended in complete RPMI medium with Glutamax
(Invitrogen) and added gentamycin (80μg/ml)). Cells were cultured in special non-adherent
plates from Costar (#3471, #3473) to minimize the effect of adherence on signaling. All
experiments were carried out in serum free conditions. Differential cell counts were determined
using a Wright-Giemsa stained cytocentrifuge preparation. All cell preparations had between
90-100% alveolar macrophages. This study was approved by the Committee for Investigations
Involving Human Subjects at the University of Iowa.

Fibroblast and epithelial cell cultures
Primary human lung fibroblasts (C-12360, Promocell, Heidelberg, Germany), were cultured
at 37°C and in Dulbecco’s Modified Eagle Medium (DMEM) with 10% fetal bovine serum
(FBS), 1% sodium pyruvate, 1% L-glutamine, 40 μg/ml gentamicin and 25 μg/ml fungisone
(complete medium). The complete medium was changed every 2 days and the cells were
subcultured every 4 to 5 days. The normal fibroblasts were used between the 3rd and 8th passage.
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For primary tracheobronchial epithelial cells (hTBE’s), all protocols were approved by the
University of Iowa Institutional Review Board. Human tracheobronchial epithelial cells were
obtained as previously described (39). Epithelial cells were isolated from tracheal and bronchial
mucosa by enzymatic dissociation and cultured in Laboratory of carcinogenesis (LHC)-8e
medium on plates coated with collagen/albumin for study up to passage 10.

JC-1 stain
JC-1 is a cationic dye that accumulates in mitochondria with intact mitochondrial membrane
potential (mitΔψ). Flourescence shifts within the mitochondria from green (~590 nm) to red
(~525 nM). For these experiments, alveolar macrophages were seeded on two chamber Titertek
microscope slides at one million cells per ml. Experimental groups were incubated with U0126
(20 uM), ERK inhibitory peptide (50 uM) or infected with dnMEK Ad vector (moi of 10 to
100). After various incubation times, live cells were stained with JC-1 (3 uM). The cells with
stain were incubated for 30 minutes at 37° and then evaluated by fluorescence microscopy or,
in some cases, by confocal microscopy (University of Iowa Microscopy Facility).
Photomicrographs were obtained showing orange/red intact mitochondria or diffuse green
staining in cells with depolarized mitochondria. For quantitation, alveolar macrophages were
seeded in 96 well plates at 50,000 cells per well. After incubation with ERK inhibitors, the
cells were stained with JC-1 (30 minutes at 37o) and then fluorescence read in a Tecan Safire
Flourescent plate reader. Red aggregates were recorded with an excitation of 535 nM and an
emission of 590 nM. Green monomers were red with an excitation of485 nM and an emission
of 535 nM. Data is shown as arbitrary aggregate (red) flourescent units (average +/- standard
error) of three separate experiments.

Whole cell protein isolation
Whole cell protein was obtained by lysing the cells on ice for 20 minutes in 200μl of lysis
buffer (0.05M Tris pH 7.4, 0.15M NaCl, 1% NP-40, with added protease and phosphatase
inhibitors: 1 protease minitab (Roche Biochemicals)/10 ml and 100ul 100X phosphatase
inhibitor cocktail (Calbiochem)/10 ml. The lysates were sonicated for 20 seconds, kept at 4°
for 30 minutes, spun at 15,000g for 10 minutes and the supernatant saved. Protein
determinations were made using the Bradford Protein assay from Bio-Rad. Cell lysates were
stored at −70° until use.

Mitochondria isolation
Following experimental incubations, alveolar macrophages were pelleted in ice cold conditions
(all steps of the mitochondrial isolation were performed on ice or in refrigerated centrifuges).
Cells were resuspended in cold homogenizing buffer with added protease inhibitors (0.25M
sucrose, 0.2 mM EDTA and 10 mM Tris HCl) and homogenized 20-40 times with a cold dounce
homogenizer. Unlysed cells and nuclei were removed by centrifuging the sample at 1000 × g
(3000 rpm) in a refrigerated table top microfuge. The supernatant containing the mitochondria
was centrifuged at 10,000 g (12,000 rpm) for ten minutes at 4° centigrade. The supernatant
from this spin was removed and saved as the cytosolic portion. The pellet containing the
mitochondria was resuspended in protein lysis buffer (see whole cell protein isolation) and
sonicated for ten seconds (mitochondrial fraction). Debris from the mitochondrial fraction was
removed with a five minute spin at 12,000 g (14,000 rpm). Protein measurements were
performed using the Bradford Protein assay from Bio-Rad.

Western analysis
Western analysis for the presence of particular proteins or for phosphorylated forms of proteins
was performed as previously described (40). Briefly, 30 μg of protein was mixed 1:1 with 2x
sample buffer (20% glycerol, 4% SDS, 10% β-mercaptoethanol, 0.05% bromophenol blue and
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1.25M Tris pH 6.8) and loaded onto a 10% or 12% SDS-PAGE gel and run at 110V for 2 hours.
Cell proteins were transferred to PVDF membranes with a Bio-Rad semi-dry transfer system,
according to the manufacturer’s instructions. Equal loading of the protein groups on the blots
was evaluated using Ponceaus S (Sigma), a staining solution designed for staining total proteins
on PVDF membranes. The PVDF was then blocked with 5% milk in TTBS (tris buffered saline
with 0.1% Tween 20) for 1 hour, washed, and then incubated with the primary antibody at
dilutions of 1:500 to 1:2000 overnight. The blots were washed x4 with TTBS and incubated
for 1 hour with horseradish-peroxidase conjugated anti-IgG antibody (1:5000 to 1:20,000).
Immunoreactive bands were developed using a chemiluminescent substrate, ECL Plus or ECL
(Amersham). An autoradiograph was obtained, with exposure times of 10 seconds to 2 minutes.
Protein levels were quantified using a FluorS scanner and Quantity One software for analysis
(Bio-Rad). The data were analyzed and statistics performed using Graphpad software.
Densitometry is expressed as fold increase (experimental value/control value).

Adenoviral vector infection
To infect alveolar macrophages with an adenoviral vector expressing with GFP or dominant
negative MEK, cells were seeded onto 24 well plates (one million cells per well) in RPMI
medium with no fetal calf serum. A suspension of vector (AdGFP or Ad dnMEK) (moi of 10)
(10 million pfu’s) was mixed with RPMI (167 ul) and Viraductin Adenovirus Transduction
Reagent (2 ul) (Cell Biolabs) and allowed to sit at room temperature for 10 minutes. The
medium was removed from the alveolar macrophages and replaced with the transduction
mixture (169 ul) and incubated at 37° for four hours. Without removing the virus an additional
400 ul of RPMI was added and the culture continued. GFP expression was checked at 16-18
hours and averaged 50-70%.

Cell survival analysis
For analysis of cell survival, alveolar macrophages were cultured in 6 well tissue culture plates
with or without pathway inhibitors (ERK, U0126 at 20 uM or ERK activation inhibitor peptide
I (50 uM) for the described times. Most cultures were performed in standard RPMI Glutamax
media (11 mM glucose levels) with no added serum. Triplicate cultures were performed on all
experiments. After the incubation period, the cells were stained with ethidium homodimer
(Molecular Probes) at 8 uM and images obtained of both bright-field and fluorescence using
a Leica DMRB microscope equipped with a Qimaging RETICA 1300 digital camera and
imaging system. After obtaining images, the percentage of EthD-1 positive cells was
determined. Quantification was by direct cell count. Two hundred cells were counted from a
minimum of four different fields. In some cases, viability was assessed using trypan blue
permeability. Cell samples were exposed to 20% trypan blue in media and the percentage of
dead cells was calculated. At least 300 cells were counted for each sample from a minimum
of six fields. In other cases, plasma membrane integrity was assessed by examining release of
lactate dehydrogenase (LDH). This was done using a kit from Promega, Madison, WI
(CytoTox-ONE) that measures LDH release via a coupled fluorescent assay. Experiments were
performed according to manufacturer’s instructions.

ATP assay
ATP levels were monitored using CellTiter-Glo Luminescent Cell Viability Assay from
Promega. Alveolar macrophages were cultured (1 million alveolar macrophages treated with
U0126 (20 uM), ERK activation inhibitor peptide I (50 uM) or infected with the dnMEK
adenovirus vector) from 6 hours or 24 hours in 96 well plates. ATP was measured by bringing
the plate to room temperature and adding CellTiter-Glo directly to each well as directed by the
manufacturer. The plate was mixed on an orbital shaker to induce cell lysis and the sample
read on a chemiluminescence plate reader (Tecam Safire) (integration time of 1 second). Data
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is presented as mean +/- standard error of luminescent readings from three separate
experiments.

Oxygen consumption
Oxygen consumption was measured using the BD Oxygen Biosensor system. The empty
Biosensor plate was initially read at ~485 excitation and ~630 emission in a Tecan Safire II
plate reader. Cells were seeded into the Biosensor plate at 50,000 per well. Cells were incubated
for zero to 120 minutes in the presence of different ERK inhibitors and mitochondrial inhibitors
(U0126 (20 uM), ERK inhibitory peptide (50 uM)), (CCCP (10 uM) and antimycin A (10 uM)).
Incubation was in the Tecan Safire plate reader set at 37°. Fluorescent measurements were
made every 15 minutes. Oxygen in the media quenches the fluorescent signal. Increased oxygen
consumption results in decreased quenching and an increase in arbitrary fluorescent units. The
data is shown as arbitrary fluorescent units over the time of the experiment (120 minutes).

GSH/GSSG Measurements
Cells were scraped into cold phosphate-buffered saline and centrifuged at 4 °C for 5 min at
400 × g to obtain cell pellets. The pellets were frozen at −80 °C. Pellets were thawed and
homogenized in 50 mM potassium phosphate buffer, pH 7.8, containing 1.34 mM
diethylenetriaminepentaacetic acid. Total glutathione content was determined by the method
of Spitz (41). Reduced glutathione (GSH) and oxidized glutathione (GSSG) were distinguished
by addition of 2 μl of a 1:1 mixture of 2-vinylpyridine and ethanol per 50 μl of sample followed
by incubation for 1 h and assay as described previously by Griffith (42). All glutathione
determinations were normalized to the protein content of whole homogenates using the method
of Lowry et al. (43).

Transmission Electron Microscopy
Samples were fixed overnight with 2.5% glutaraldehyde in 0.1 M cacodylate buffer. Post
fixation was carried out for 1 hour at room temperature with a buffered 1% osmium tetroxide
solution reduced with 1.5% potassium ferrocyanide. Samples were en bloc stained with 2.5%
uranyl acetate. Cells were then rinsed and dehydrated using gradually increasing concentrations
of acetone to 100%. Infiltration of Spurr’s epoxy resin and acetone were carried out over several
days to 100% resin and cured overnight in a 70°C oven. Sections of 100nm thickness were cut
using an Ultracut E ultramicrotome (Reichert-Jung). Grids were then counterstained with 5%
uranyl acetate for 12 minutes and Reynold’s lead citrate for 5 minutes. Samples were imaged
using a Hitachi H-7000 transmission electron microscope.

Phagocytosis Assay
To evaluate bacterial phagocytosis by alveolar macrophages, cells were cultured in chamber
slides (Lab Tek 4 chamber slides) for 2 hours with and without treatments and then exposed
to GFP tagged e.coli. at a ratio of 25 bacteria per 1 cell. Cells and bacteria were incubated for
a further 30 minutes. Non-phagocytosed cells were washed off by vigorously washing with
PBS times 6. Images were obtained using an inverted fluorescent microscope (Zeiss) and then
counts of bacteria per cell performed on random fields (fifty cells per group). In some cases,
adherent but not phagocytosed bacteria were killed with gentamycin and then remaining
bacteria quantified using bacterial plate counts. The data obtained from these studies was not
different than those obtained using fluorescent analysis (data not shown).
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RESULTS
Alveolar macrophages depend on mitochondria and the electron transport change for ATP
production

Studies extending back almost a century have suggested that both macrophages and neutrophils
depend on cytosolic glycolysis for the generation of ATP (44-47). This includes macrophages
found at sites of inflammation or wound repair that often depend on anaerobic glycolysis for
ATP production (44,45,48). To determine the source of ATP in human alveolar macrophages,
we cultured newly isolated alveolar macrophages with and without a number of inhibitors of
mitochondrial ATP production. Oligomycin is an inhibitor of the ATP synthase subunit (F(1)
F(0)) (49). Rotenone inhibits complex I of the electron transport chain (leading to generation
of reactive oxygen species (ROS)) (50,51). CCCP is an uncoupler that disperses the proton
gradient that drives ATP synthase without interfering directly with the ETC (52). Alveolar
macrophages were treated with oligomycin (0.5 uM), rotenone (2.5 uM) and CCCP (10 uM).
Combined ATP levels from both intracellular and extracellular sources were measured with a
chemiluminescence reagent at various time points. ATP levels rapidly disappeared with all
three exposures (Figure 1A). This data demonstrates that ATP levels in alveolar macrophages
are maintained via an intact mitochondria and functioning oxidative phosphorylation system
(ETC and ATP synthase). In Figure 1B, we show, using transmission electron microscopy,
that at baseline alveolar macrophages have multiple mitochondria.

Disruption of ATP production leads to death of alveolar macrophages
Loss of ATP occurs under conditions of stress and if not reversed can lead to cell death. To
investigate the effect of blocking the electron transport chain on alveolar macrophage survival,
alveolar macrophages were treated with ETC blockers (rotenone (complex 1 inhibitor), CCCP
(uncoupler) and oligomycin (ATP synthase inhibition) and cell viability evaluated using
ethidium homodimer staining and trypan blue exclusion. Figure 1C demonstrates that loss of
mitochondrial derived ATP leads to death of alveolar macrophages.

Alveolar macrophage mitochondria contain members of the ERK MAP kinase family at
baseline

A few studies in neuronal cells have found ERK within the mitochondria, both in the
intramembrane space and in the matrix. To search for ERK and the upstream kinase MEK in
alveolar macrophage mitochondria, we isolated mitochondria from newly harvested alveolar
macrophages and used Western analysis of mitochondrial protein. Figure 2A demonstrates
partial mitochondrial localization of both MEK and ERK. VDAC and cytochrome C were also
examined to control for the efficacy of the mitochondrial protein isolation. We next asked if
the ERK present in alveolar macrophage mitochondria was active. Figure 2B shows that in
alveolar macrophages from multiple donors (n=3), active ERK (phosphorylated on both
threonine 183 and tyrosine 185) is found in proteins from the mitochondrial fraction. Probing
the westerns for VDAC (mitochondrial fraction) and α tubulin (cytosolic fraction) was used to
control for the protein fractionation. The studies performed in this project rely on a number of
ERK inhibitors, a dominant negative adenoviral MEK construct, inhibitory peptides that block
the binding of ERK to MEK and U0126, a specific chemical inhibitor of the activity of the
upstream kinase MEK. To establish that we were really inhibiting the mitochondrial localized
ERK, we treated alveolar macrophages with U0126 for one hour. Figure 2C demonstrates that
by one hour of U0126 exposure both cytosolic and mitochondrial localized ERK activity was
significantly depressed. As a composite, these data demonstrate that without inflammatory
stimuli both ERK and active ERK are localized to the mitochondria and that MEK inhibition
(U0126) decreases the mitochondrial-localized ERK activity. The next question was whether
ERK activity played a role in production of ATP in alveolar macrophages.
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ERK inhibition depletes ATP from alveolar macrophages
To study the effect of ERK inhibition on alveolar macrophage ATP levels, alveolar
macrophages were cultured in media without serum at a million cells per ml in 96 well tissue
culture plates. First, we infected alveolar macrophages with an adenovirus vector expressing
dominant negative MEK (Ad dnMEK). MEK is activated by phosphorylation of dual serines
(217 and 221). In the dominant negative mutant both serines were mutated to alanine (A217/
A221). The control cells were infected with an adenovirus vector expressing green fluorescent
protein (eGFP). Ad dnMEK decreased ATP in alveolar macrophages at six hours (Figure 3A).
Next we examined two other methods of ERK inhibition at multiple time points. We used a
membrane permeable ERK inhibitory peptide (Ste-MEK113;Ste-MPKKKPTPI QLNP-NH2)
that binds to ERK and prevents binding to MEK. The ERK inhibitory peptide decreased
alveolar macrophage ATP in a time dependent manner (Figure 3B). Of note, by three hours
after treatment of cells with the inhibitory peptide, there was a significant decrease in ATP
levels. ERK was also inhibited with U0126 and total ATP levels in the cell cultures measured
at various time points. Figure 3C demonstrates that inhibition of ERK depletes alveolar
macrophage ATP levels in a time dependent manner. As a composite, these data demonstrate
that inhibition of ERK rapidly depletes alveolar macrophage ATP in a time dependent manner.

To determine if the mitochondrial effect of ERK inhibition was unique to alveolar macrophages
or also occurred in other cell types, we investigated primary fibroblasts and airway epithelial
cells. Both cell types were cultured in 96 well tissue culture plates at 80% confluence. They
were treated with and without U0126 or infected with the dominant negative MEK vector as
described in the methods. 5 and 24 hours later, ATP levels were measured. Figure 3D
demonstrates that there was a minor decrease in ATP levels with the U compound at 24 hours
in the hTBE’s, but no change in the ATP levels of the primary lung fibroblasts. This data
suggests that the significant ATP depletion with ERK inhibition may be a unique characteristic
of alveolar macrophages. A definitive answer would require a more comprehensive survey of
other cell types.

ATP depletion is specific to ERK inhibition
Other MAP kinases (p38 and JNK) and the PI 3-kinase effector, Akt, have also been localized
to the mitochondria (53-56). To see if the rapid decrease in ATP with inhibition was specific
to ERK, alveolar macrophages were treated with inhibitors for JNK (SP600125, 20 uM), p38
(SB203580, 10 uM) and phosphatidylinositol 3-kinase/Akt (LY294002, 20 uM). Figure 4
demonstrates decreased ATP levels after ERK inhibition but not after inhibition of p38, JNK
or phosphatidylinositol 3-kinase/Akt.

ERK inhibition results in a rapid loss of mitochondrial membrane potential (mitΔψ) in human
alveolar macrophages

As electrons move down the electron transport chain (ETC), positive hydrogen atoms are
pumped from the matrix into the intermitochondrial space. This creates a concentration
gradient between the two spaces. It is the flow of protons back into the matrix through the ATP
synthase unit that drives ATP production. Our initial ATP depletion data suggested that ERK
inhibition affects ATP production as early as one hour post exposure. We next asked if changes
in mitΔψ happened within the same time frame. MitΔψ can be measured using the cationic
dye, JC-1. In intact mitochondria with a healthy mitΔψ, JC-1 aggregates in the mitochondria
and fluoresces red (~590nm). With loss of membrane potential, the dye disaggregates, is seen
in the cytosol and fluoresces green (~525). We stained alveolar macrophages after exposure
to U0126 for various times (as with the ATP assays, control cells were treated with equal
amounts of DMSO). JC-1 staining was assessed using fluorescent microscopy and quantified
using a 96 well plate format and fluorescent plate reader. Figure 5A (fluorescent images) shows
that in the U0126 treated samples, there was a significant (though not complete) decrease in
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red staining and increase in green staining by one hour. By six hours most of the red punctate
staining was gone and by twenty-four hours it was completely gone. As a positive control for
mitochondrial dysfunction, staurosporine was used. Staurosporine rapidly converted punctate
red staining to a diffuse green stain (3 hours). The visual data obtained with fluorescent
microscopy was confirmed with a 96 well quantitative assay (Figure 5B). These data show that
inhibition of ERK causes a rapid decrease in mitΔψ in alveolar macrophages.

ERK inhibition decreases oxygen consumption by human alveolar macrophages
Alterations in mitΔψ and electron transport chain function can alter rates of oxygen
consumption. Uncouplers (that disperse the proton gradient without blocking ETC function)
increase rates of oxygen consumption. Blockers of complex I or III in the electron transport
chain decrease oxygen consumption by blocking the free flow of electrons through the electron
transport chain. We measured oxygen consumption using a BD Oxygen Biosensor System. To
examine the effect of ERK inhibition, alveolar macrophages were treated with nothing (control
1), DMSO to match the amount in the U0126 preparation (control 2), the ERK inhibitory
peptide, U0126 and the mitochondrial targeted inhibitors, CCCP (uncoupler) and antimycin A
(complex III blocker). 11 mM sulfite was used as a positive control and plain media was used
as a negative control. The entire plate was pre-blanked and then alveolar macrophages with
pre-added inhibitors were seeded into the Biosensor plate. The plate was inserted into a 37°
fluorescence plate reader and readings taken every fifteen minutes for two hours. The data is
presented as arbitrary fluorescent units. Figure 6 demonstrates that alveolar macrophage
oxygen consumption is blocked by both the ERK inhibitory peptide and U0126. This is
consistent with a block in the ETC. As expected, the complex III inhibitor, antimycin A blocked
oxygen consumption and the uncoupler, CCCP, increased oxygen consumption. This data,
combined with the early disruption of mitΔψ suggests that the role of ERK in mitochondrial
homeostasis is consistent with disruption of the ETC.

ERK inhibition induces macrophage death
In order to assess the effect of ERK inhibition on cell viability, a number of markers of cell
death were examined. Alveolar macrophages were first examined at 3, 6 and 24 hours after
ERK inhibition for disruption of the plasma membrane. Figure 7A demonstrates that cell death,
as quantified by a leaky plasma membrane (ethidium homodimer staining) occurs by 24 hours
following ERK inhibition. In the next set of experiments, we examined markers of necrosis
(AIF release from the mitochondria and disruption of the plasma membrane) and apoptosis
(caspases and cytochrome C release from the mitochondria). AIF has been identified as a key
player in caspase independent cell death (57). AIF is a biphasic NADH oxidase involved in
both mitochondrial respiration and in cell death. Recently Moubarak et al have described AIF
as an inducer of programmed necrosis and a part of a novel signaling pathway that distinguishes
necrosis from apoptosis (57). Figure 7B demonstrates that there are markers of necrosis induced
by ERK inhibition. The Western blot demonstrates loss of AIF from the mitochondria and the
electron photomicrograph demonstrates disruption of the plasma membrane after exposure to
the ERK inhibitory peptide. We then examined the effect of ERK inhibition on cytochrome c
release, caspase activation and PARP inactivation, all of which are linked to apoptosis (Figure
7C). In the same time frame as the loss of mitochondrial contents to the cytosol (twenty-four
hours), we found activation of caspases (3, 7 and 9) and cleavage of PARP (Figure 7C). The
time frame of both necrosis (AIF release) and apoptosis (caspase activation) markers suggests
that ATP loss and loss of mitΔψ precedes opening of the mitochondrial outer membrane pore
(MOMP) rather than the other way around.

To pursue the relative role of the apoptotic pathway in cell death after ERK inhibition, we
asked if preventing caspase activation would block the ERK inhibition induced cell death. If
that were true it would suggest that this is primarily an apoptotic process that with time results
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in disruption of the plasma membrane. We found that ERK inhibition increased reactive oxygen
species (ROS) in the alveolar macrophages as measured by alterations in glutathione/oxidized
glutathione ratios. Non-oxidant stressed cells have a surplus of GSH compared to the oxidized
GSSG. A decrease in the ratio is indicative of increased ROS in the cells (58,59). Treating
alveolar macrophages with U0126 for three hours induced a significant decrease in glutathione
levels (control: 2.77+/-0.87 compared to U0126: 1.30=+/-0.30) and an increase in the percent
of GSSG compared to GSH (Figure 7D). When the increase in ROS was prevented with
exogenous N-acetylcysteine (NAC), caspase activation by ERK inhibition was completely
prevented (Figure 7D). However, the lack of caspase activity did not protect the cells from
ATP loss or plasma membrane rupture (as measured by LDH release) (Figure 7E). We conclude
that ERK inhibition induces two cell death pathways, one dependent on ROS and caspase
activity and one dependent on ATP depletion and plasma membrane disruption. The balance
between the two will be at least partially determined by the anti-oxidant status of alveolar
macrophages. It is possible that individual variability in anti-oxidant status among alveolar
macrophage donors can alter the balance between apoptotic and necrotic outcomes of ERK
inhibition in alveolar macrophages.

ERK inhibition decreases alveolar macrophage phagocytosis of GFP e.coli
To evaluate the role of ERK in the innate immune function of alveolar macrophages, we
evaluated the effect of ERK inhibition on phagocytosis. Phagocytosis is a high energy utilizing
process that could be impacted by the loss of ATP found with ERK inhibition. Using a GFP
tagged e.coli., cells were treated with U0126 for 2 hours (partial ATP depletion without the
cell death that comes closer to 24 hours after ERK inhibition) and then exposed to GFP-
e.coli. for 30 minutes. After washing off non-phagocytosed cells, fluorescent images were
acquired and bacteria/cell counts obtained. The data shown in Figure 8 demonstrates that ERK
inhibition decreases bacterial uptake by alveolar macrophages. As well as this newly described
link between ERK and mitochondria, the ERK MAP kinase has many other described
biological effects. It is possible that the decrease in phagocytosis with ERK inhibition may be
only a partial consequence of the loss of ATP. Other ERK dependent processes may also play
a role. However, considering the high energy needs of the phagocytic process, we believe that
the ERK related mitochondrial dysfunction plays an important role. The phagocytosis data
suggests that the role of ERK in mitochondrial homeostasis may play an important part in the
immune function of alveolar macrophages.

DISCUSSION
The MAP kinase, ERK, has many described functions. The majority of these functions are
linked to increases in ERK activity subsequent to a stimulus (such as lipopolysaccharide or
increased oxidants). We have been interested in the role of both stimulated and baselines levels
of ERK in alveolar macrophage homeostasis. Earlier studies by our group identified significant
levels of baseline ERK activity in human alveolar macrophages (3,4). This ERK activity was
part of a significant pro-survival pathway. In one study, we linked upstream regulation of
baseline ERK activity to novel sphingolipid pathways (3). In a second study, we linked
cytosolic ERK activity to translation regulation via an effect on eIF2α (regulator of translation
initiation) (4). In this study, we identify ERK and its upstream kinase, MEK1/2 as
mitochondrial localized proteins in human alveolar macrophages. We found that ATP levels
in alveolar macrophages depended on mitochondrial respiration. Inhibition of ERK decreased
ATP levels as early as one hour post-inhibition with significant depletion by three hours. The
ATP depletion was not due to an effect on cytosolic glycolysis as it could not be reversed by
exogenous addition of pyruvate (data not shown). ERK inhibition caused a rapid decrease in
mitΔψ and oxygen consumption, suggesting a role for ERK in ETC function.
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By twenty-four hours of ERK inhibition, there was substantial caspase activity and loss of
plasma membrane integrity. The effects of ERK inhibition on survival, as demonstrated by this
study, can be divided into two phases: 1. Early (loss of ATP and mitΔψ) and 2. Late
(permeability of the mitochondrial outer membrane, caspase activation and loss of plasma
membrane integrity). We found that both necrotic and apoptotic events were induced by ERK
inhibition and that blocking caspase activation did not protect the cells from the necrotic
component of the response. We conclude that in alveolar macrophages the loss of constitutive
ERK activity results in cell death due to a combination of loss of ATP, release of mitochondrial
proteins, activation of caspases and loss of plasma membrane integrity (Figure 9).

Our cultures are carried out in serum free and non-adherent conditions to most closely mimic
the alveolar space. We have performed some of these same experiments in adherent conditions
and found that the ATP decrease was similar. What is increased by adherence is the
inflammation-induced activation of ERK (i.e. by LPS). We don’t know at this time whether
the upstream signals that regulate constitutive ERK activity are the same as the upstream signals
that activate ERK during an inflammatory response. We are interested in addressing this
question.

Reversible phosphorylation as a means of regulating mitochondrial function is an emerging
topic of investigation. It is beyond the scope of this paper to identify the mitochondrial site of
ERK phosphorylation, however, there are a number of candidates. One known site of regulatory
phosphorylation is the pyruvate dehydrogenase complex (PDC) in the mitochondrial matrix.
The PDC catalyzes the conversion of pyruvate to acetyl coenzyme A and is made up of a
number of subunits. Searching the PDC subunits for potential proline-directed serine or
threonines using Scansite (http://scansite.mit.edu/), we found that the E2 subunit has a possible
ERK phosphorylation site at threonine 322. Another known site of regulatory phosphorylation
is the ATP synthase unit. Two subunits of the F1 catalytic subunit of ATP synthase, delta and
beta, also have possible proline-directed sites. ATP synthase delta (ATP5D) has two potential
sites, threonine 280 and threonine 290. In addition there is an ERK binding domain in the
protein. ATP synthase beta (ATP5B) also contains two potential ERK phosphorylation sites
at threonine 641 and 651and a potential ERK docking site. While inhibition of ATP synthase
would generate the drop in ATP seen in our data, the block in oxygen consumption with ERK
inhibition argues against this as a site of ERK regulation in alveolar macrophages.

It is of note that the only paper to link ERK activity to ATP depletion is a study examining
ATP synthase activity. The study by Yung et al examines the effect of ERK inhibition in
astrocytes. They found that ERK inhibition induced cell death via a decrease in F1F0 ATP
synthase activity. Their data did not find a direct link between ERK and one of the ATP synthase
subunits (60) and they concluded only that ERK inhibition might modulate ATP synthase
function. These are only a few of many protein possibilities for the mitochondrial ERK target.
The human mitochondrial Database (http://bioinfo.nist.gov/hmpf/index.html) lists 1465
mitochondrial proteins, including both nuclear and mitochondrial encoded proteins. We are at
this time examining the data base for possible novel ERK substrates that would explain the
findings of this study. It is also possible that ERK does not alter ATP production by directly
phosphorylating a mitochondrial protein but rather by phosphorylation of a regulatory
intermediate. Identification of a relevant substrate is part of an ongoing study.

The release of mitochondrial contents documented here could be a direct response to loss of
ATP. We have found that antimycin A (blocking complex III) leads to a rapid release of AIF
from the mitochondria (data not shown). However, it is unlikely that the ERK inhibition-linked
release of mitochondrial proteins, caspase activation and cell death is totally the result of ATP
depletion. It is more likely that the early ATP depletion and loss of mitΔψ synergize with other
ERK-dependent changes to effect the subsequent caspase activation and cell death. As stated
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above, we have shown that ERK inhibition leads to a decrease in translation, which would
affect generation of anti-apoptotic proteins like the IAP’s (61). Another possible effector
mechanism that could synergize with the loss of ATP is alterations in the Bcl2 protein balance
after ERK inhibition. ERK is known to target the pro-apoptotic Bcl-2 protein, BimEL, for
proteasome-dependent degradation (20) and phosphorylate Bad, causing it to dissociate from
Bclxl (27). ERK inhibition would reverse these events and could certainly contribute to the
release of mitochondrial proteins and caspase activation shown at late time points in this study.
We are adding mitochondrial dysregulation and ATP depletion subsequent to ERK inhibition
as a factor in the death of ERK inhibited alveolar macrophages.

ERK MAP kinase has many functions in the alveolar macrophage. At baseline, active ERK is
found in the cytosol, nucleus and, as shown in this study, in the mitochondria. Endogenous
regulators of the constitutive ERK activity include redox status of the cells, exposure to
exogenous stimuli such as cigarette smoke and age of the alveolar macrophage (i.e. Is it a more
monocyte-like cell?). We have shown that hyperoxia causes prolonged activation of the ERK
pathway leading to enhanced survival (24,62). It is not known whether the effect of the
prolonged ERK in hyperoxic conditions is due to a protective effect on mitochondria. It is an
interesting hypothesis to pursue.

In this paper, we examined a role for baseline ERK activity in mitochondrial homeostasis. As
a composite, the data demonstrate that inhibition of ERK leads to disruption of mitΔψ , loss
of ATP and eventual death of alveolar macrophages. We have previously shown that baseline
ERK activity also regulates protein translation (4). The mitochondrial effects combined with
the effects on translation suggest that ERK activity is an important survival pathway in alveolar
macrophages. Compared to the short life span of alveolar macrophage precursors (blood
monocytes survive approximately twenty-four hours), alveolar macrophages can live for
extended periods in the lung (up to one year) (63). Thus, this newly described role for ERK in
alveolar macrophage homeostasis may explain, in part, the survival characteristics of these
cells.
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Figure 1.
Interfering with mitochondrial function decreases ATP levels and survival of alveolar
macrophages. 1A. Human alveolar macrophages (1×106/ml in 96 well tissue culture plates)
were cultured with and without inhibitors of the mitochondrial ETC and ATP synthase for time
periods between 1 and 24 hours. Cells were exposed to oligomycin (ATP synthase inhibition)
(0.5 uM) or rotenone (complex I of the ETC inhibition) (2.5 uM) or CCCP (loss of mitΔψ) (10
uM). At the end of the incubation period, cells were lysed and ATP levels measured using
chemiluminescence. Data is presented as arbitrary luminescent units and is a composite of three
experiments. Significance at p< 0.01 was determined by analyzing experimental values
compared to control values using a non-paired T test. 1B. Human Alveolar macrophages have
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large numbers of mitochondria. Human alveolar macrophages shortly after harvest with
bronchoscopy were fixed overnight with 2.5% glutaraldehyde in 0.1 M cacodylate buffer. They
were then processed for transmission electron microscopy (TEM) as described in the Methods
section. The image is representative of fifty examined cells and is shown both as an entire cell
and as a magnified portion of the cytosol. 1C. Alveolar macrophages were incubated with
mitochondrial blockers (oligomycin (ATP synthase inhibition) (0.5 uM) or rotenone (complex
I of the ETC inhibition) (2.5 uM) or CCCP (loss of mitΔψ) (10 uM)) for 24 hours. Cell viability
was evaluated using ethidium homodimer stain (30 minute stain for plasma membrane
permeability followed by fluorescence microscopy. Viability was also assayed using a
fluorescent assay for LDH release. At the end of the 24 hour incubation, reagents from
Promega’s CytoTox assay were added as per instructions and fluorescent changes monitored.
% dead cells were calculated using saponin killed cells as a 100% dead control.
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Figure 2.
Protein isolations demonstrate mitochondrial localization of both ERK and MEK. 2A. Human
alveolar macrophages have ERK and MEK protein in the mitochondria. Human alveolar
macrophages collected by bronchoscopy were lysed and mitochondrial and cytosolic fractions
isolated. Western analysis was performed for the ERK (ERK 2 is the majority ERK species in
human alveolar macrophages) and MEK. Mitochondrial isolation was controlled by staining
for the mitochondrial proteins VDAC and cytochrome C. 2B. Active ERK (phosphorylated on
Thr185 and Tyr187) is present in alveolar macrophage mitochondria. On the left is Western
analysis of mitochondrial and cytosolic proteins for active ERK, VDAC (mitochondria control)
and a tubulin (cytosol control). On the right is composite densitometry from three samples.
Significance at p< 0.01 was determined using nonpaired t test. The data demonstrates
constitutive ERK activity in mitochondria from human alveolar macrophages. 2C. U0126
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inhibits active ERK in alveolar macrophage mitochondria. Human alveolar macrophages were
placed in culture with and without U0126 (20 uM) for one hour. Following incubation with
U0126, mitochondrial proteins were isolated and Western analysis for active ERK performed.
The Western blot was probed for active ERK (Phosphorylated on Thr183/Tyr185), VDAC
(mitochondrial marker), a tubulin (cytosolic marker) and Ponceau S for total protein levels.
This is representative of three separate experiments.
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Figure 3.
ERK inhibition decreases ATP specifically in alveolar macrophages. 3A. Human alveolar
macrophages were cultured (1×106/ml in 96 well tissue culture plates). At time 0 the cells were
infected with Ad dnMEK as described in the methods. Control cells were infected with an
adenovirus vector expressing GFP. At 6 hours post infection, cells were lysed and total ATP
levels analyzed as described. The data represents three separate experiments. Significance was
determined using a nonpaired t test. 3B. Human alveolar macrophages were cultured (1×106/
ml in 96 well tissue culture plates) with and without a peptide ERK inhibitor (50 uM). At 3, 6
and 24 hours post inhibition, cells were lysed and total ATP levels analyzed as described. The
data represents three separate experiments. Significance was determined using nonpaired t
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tests. 3C. Human alveolar macrophages were cultured (1×106/ml in 96 well tissue culture
plates) with and without the MEK inhibitor, U0126 (20 uM). At 3, 6 and 24 hours post
inhibition, cells were lysed and total ATP levels analyzed as described. The data represents
three separate experiments. Significance was determined using nonpaired t tests. 3D. Primary
human tracheobronchial cells and primary human fibroblasts were grown in 96 well plates and
then exposed to the ERK/MEK inhibitor, U0126 (20 uM) for various times. ATP was measured
as described and is presented as arbitrary bioluminescence numbers. The data represents three
experiments.
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Figure 4.
Inhibition of PI 3-kinase and other MAP kinases does not decrease ATP in human alveolar
macrophages. Human alveolar macrophages were cultured (1×106/ml in 96 well tissue culture
plates) with and without various inhibitors: MEK inhibitor U0126 (20 uM), PI 3-kinase
inhibitor LY294002 (20 uM), p38 inhibitor SB203580 (10 uM) and JNK inhibitor SP600125
(20 uM). Cells were cultured for 24 hours and then lysed and ATP levels determined as
described. The data represents three separate experiments. Significance was determined using
a nonpaired t test.
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Figure 5.
ERK inhibition causes loss of mitochondrial membrane potential (mitΔψ) in human alveolar
macrophages. 5A. Human alveolar macrophages were cultured (1×106/ml in 6 well tissue
culture plates or in 2 chamber microscope slides) with and without U0126 (20 uM) or
staurosporine (1 uM). At the end of the incubation period, the mitochondrial stain JC-1 was
added as described in the methods. Cultures were incubated a further 30 minutes and then
examined with fluorescence microscopy. Photomicrographs were obtained. Red/orange stain
denotes intact mitochondria with no disruption of membrane potential. Green staining denotes
loss of mitΔψ. 5B. Identical experiments were performed in 96 well tissue culture plates and
red/orange stain quantified using a fluorescence plate reader. The graph represents arbitrary
units at an excitation of 535 nM and an emission of 590 nM.
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Figure 6.
ERK inhibition decreases oxygen consumption in human alveolar macrophages. Human
alveolar macrophages were cultured (1×106/ml in 96 well BD Oxygen Biosensor plate) with
and without the MEK inhibitor, U0126 (20 uM), an ERK inhibitory peptide (50 uM), CCCP
(uncoupler, 10 uM) or antimycin A (complex III inhibitor, 10 uM). Fluorescent readings were
taken every 15 minutes. The data is shown as arbitrary fluorescent units. Increased fluorescence
denotes increased oxygen consumption (see Methods section).
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Figure 7.
ERK inhibition induces both apoptotic and necrotic pathways. 7A. ERK inhibition leads to
alveolar macrophage death. Human alveolar macrophages were cultured (1×106/ml in 6 well
tissue culture plates) with or without U0126 (20 uM) for 3, 6 or 24 hours. At the end of each
time point, EthD-1 entry was evaluated. Dead cells were counted by examining each cell for
red nuclear staining. A total of 300 cells were examined for each data point. The data is graphed
as percentage of cells that exclude EthD-1. The graph represents data from three separate
experiments. Significance was determined using a nonpaired t test. 7B. ERK inhibition results
activation of necrotic pathways. Alveolar macrophages were cultured for 6 or 24 hours
(1×106/ml in 6 well tissue culture plates) with or without U0126 (MEK inhibitor, 20 uM). The
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blots show mitochondrial and cytosolic protein fractions analyzed (Western analysis) for AIF.
The 24 hour blot was stained with VDAC as a control for the mitochondrial isolation. Also
shown is TEM demonstrating loss of plasma membrane integrity after 24 hours with an ERK
inhibitory peptide (50 uM). Cells were fixed overnight with 2.5% glutaraldehyde in 0.1 M
cacodylate buffer. They were then processed for TEM as described in the Methods section.
7C. ERK inhibition activates apoptotic pathways. Alveolar macrophages were cultured for 6
or 24 hours (1×106/ml in 6 well tissue culture plates) with or without U0126 (MEK inhibitor,
20 uM). The first blot shows mitochondrial and cytosolic protein fractions analyzed (Western
analysis) for cytochrome C. The other blots show total cell lysates stained for cleaved caspase
3, 7 and 9 and cleaved PARP. Equal loading was determined by staining identical blots for β
actin. 7D. ERK inhibition increases ROS in alveolar macrophages. Alveolar macrophages were
cultured for 3 hours (1×106/ml in 6 well tissue culture plates) with or without U0126 (MEK
inhibitor, 20 uM). Frozen cell pellets were used to measure GSH (non-oxidized glutathione)
and GSSG (oxidized glutathione) levels. Data is expressed as either total GSH or percentage
GSSG (GSSG/GSH × 100). In addition the effect of blocking oxidant increases with NAC (1
mM) on caspase activity was evaluated by Western analysis of whole cell lysates at 6 and 24
hours. 7E. Inhibition of caspase activity does not prevent ERK inhibition-induced loss of ATP
and decreased survival. Human alveolar macrophages were cultured (1×105/100 ul in 96 well
tissue culture plates) with or without U0126 (20 uM) for 24 hours. At the end of the incubation
time ATP levels were measured as described in the methods and LDH release (as described in
the methods) was measured as a marker of plasma membrane permeability. NAC did not
prevent either the loss of ATP or lass of plasma membrane integrity by ERK inhibition.
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Figure 8.
ERK inhibition decreases bacterial phagocytosis by alveolar macrophages. A half million
alveolar macrophages/ml were seeded unto chamber slides and allowed to adhere for two hours.
The cells were exposed to U0126 (20 uM) or nothing for two hours and then opsonized GFP-
e.coli. (25/cells) was added to each well. Following a 30 minute incubation the slides were
washed X6 with PBS and adherent or phagocytosed bacteria were evaluated using fluorescent
photomicrography or bacteria per cell was counted (50 cells per group).
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Figure 9.
Diagram of the study findings. In human alveolar macrophages a decrease in ERK activity
leads to loss of ATP and mitochondrial membrane potential. This results in release of
mitochondrial proteins to the cytosol, caspase activation and cell death. Blocking caspase
activation by preventing an increase in ROS does not prevent cell death.
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