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Previous studies indicate that beterogeneous alveolar
macrophages (AM) play a pivotal role in events as-
sociated with bleomycin-induced pulmonary fibro-
sis. A critical role bas been suggested for tumor ne-
crosis factor-alpba (TNF-o), a product of activated
macrophages, in this fibrotic process. The present
study examined whether the characteristics and func-
tion (TNF-a secretion) of rat AM subpopulations
were altered during the development of bleomycin-
induced fibrosis. After intratracheal bleomycin treat-
ment, AM were separated into 18 density-defined
subpopulations. Bleomycin treatment altered the dis-
tribution and morphology of AM subpopulations of
densities 1.017 to 1.061 g/ml at all time points stud-
ied (4, 14, and 28 days). Subpopulations of densities
1.090 to 1.141 g/ml were affected only at 4 days after
bleomycin treatment. Tumor necrosis factor-o. secre-
tion increased with time in 14- and 28-day samples
of bleomycin-treated rats, particularly in subpopu-
lations of densities 1.075 to 1.097 g/ml. These data
indicate that alterations in the distribution, mor-
Dbology, and function of AM subpopulations accom-
Dpany the development of bleomycin-induced pulmo-
nary fibrosis. When coupled with previous studies
suggesting that TNF-a plays a role in the fibrotic pro-
cess in this disease model, these data indicate that AM
of densities 1.075 to 1.097 g/ml are responsible for
the production of TNF-a associated with bleomycin-
induced pulmonary fibrosis. (Am J Pathol 1992,
140:503-512)

Fibrotic processes are generally associated with inflam-
matory responses. Factors that contribute to the control
and modulation of pulmonary fibroses are poorly under-
stood, however, and the relationship between inflamma-
tory responses and subsequent fibrogenesis is not clear.
Nonetheless recent studies have demonstrated that cells
of the inflammatory/immune system are under the regu-
lation of alveolar macrophages (AM).'— Alveolar macro-
phages are the major mononuclear phagocytes of the
lung, the primary defense against airborne particles, and
exhibit a variety of functions, including modulation of pul-
monary inflammation and fibrosis.* The number of AM
in the lung is increased after exposure to aerosolized
particles and in many inflammatory lung disorders.6®
Moreover, using bleomycin-induced pulmonary fibro-
sis®'° as a model for human interstitial fibrosis, previous
studies have shown alterations in the numbers and func-
tions of AM.311.12

Recent data indicate that AM represent a heteroge-
neous population of cells that can be separated into a
number of discrete subpopulations that differ biochemi-
cally, morphologically, and immunologically.'>'® The
possibility is raised that these characteristics of the AM
population (and subpopulations thereof) are altered dur-
ing lung disease. Several studies suggest that there are
changes in the composition of the AM population in lung
disease; however, the characterization of specific sub-
populations was not determined.'6-'° A recent study has
suggested that tumor necrosis factor-alpha (TNF-a)
plays a key role in bleomycin-induced pneumopathy and
fibrosis; however the cell types responsible for increased
lung TNF-o mRNA and for secretion of TNF-a were not
determined.2° When coupled with previous studies,
these data suggest an involvement of macrophages and
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their TNF-a products in pulmonary fibrosis; however, the
precise role for macrophages in mediating this process
has not been critically evaluated. Therefore in efforts to
elucidate the role of AM and AM-derived TNF-a in the
development of bleomycin-induced fibrosis, the present
study was undertaken to determine whether physical and
functional characteristics of AM subpopulations were al-
tered during the progression of pulmonary fibrosis. The
data demonstrate that the AM subpopulation composi-
tion, morphology, and function (TNF-a. secretion) are in-
deed altered during evolution of the fibrotic process.

Materials and Methods
Animals

Male Fisher 344 rats (Charles Rivers, Kingston, NY)
weighing 200 to 225 g were used. Animals were derived
from a pathogen-free colony transported behind biologic
fiters and maintained in specific pathogen-free colonies
with standard laboratory food and water ad libitum.

Cell Preparation

Under pentobarbital anesthesia, animals received intra-
tracheally either 1.5 U bleomycin (Blenoxane; a gift from
Bristol-Myers, Syracuse, NY) in 0.5 ml sterile saline or an
equal volume of saline lacking drug (controls) by estab-
lished techniques.'? Animals were killed 4, 14, and 28
days after bleomycin or saline treatment and AM was
collected by bronchoalveolar lavage as previously de-
scribed. '35 Briefly, under pentobarbital anesthesia, an-
imals were killed by exsanguination. The trachea was
cannulated with polypropylene tubing and lungs were
lavaged in situ with saline (0.9% NaCl) accompanied by
gentle massage of the thoracic cavity. The lavage fluid
then was filtered to remove mucus and was centrifuged.
Cell pellets from two to three animals for each control or
test group were combined and washed twice with cold
Dulbecco’s phosphate-buffered saline (PBS) without
Ca*2andMg™*2, pH 7.4 (PBS) and resuspended in 5 ml
RPMI 1640 supplemented with 10% heat-inactivated fe-
tal calf serum (FCS), 100 U/ml penicillin, and 100 p.g/mi
streptomycin. Cell numbers and viability then were quan-
tified by trypan blue exclusion using a hemocytometer.

Generation of Iso-osmotic Continuous
Percoll Density Gradients

Continuous iso-osmotic density gradients were gener-
ated as previously described. '35 Briefly, an iso-osmotic

working solution of colloidal silica (Percoll; Pharmacia,
Piscataway, NJ) was generated by mixing 45 ml Percoll
with 5 ml 10X Media 199. A continuous-density gradient
then was generated at room temperature by diluting the
iso-osmotic working solution with RPMI 1640 in a two-
chamber gradient maker. This linear gradient was formed
on ice over a 6-ml Percoll cushion. The density of the
gradient varied from 1.010 to 1.141 g/ml as determined
by refractive index and density marker beads (Pharma-
cia)."®

Fractionation of AM

Previous experiments have demonstrated that AM can
be separated into 20 fractions using density gradi-
ents.'®® The first two fractions contained few cells and
most were nonviable. Therefore the experiments pre-
sented here were performed using fractions 3 through
20. The densities of the gradients and of each fraction
have been shown to be reproducible, and the total re-
covery of cells placed on each gradient was similar to
previous reports.3-1%

Alveolar macrophages were separated by virtue of
their buoyant density as previously described.'®'5
Briefly, bronchoalveolar cells (<5 x 107) were layered
over continuous-density gradients and centrifuged. Frac-
tions containing density-defined AM (DD-AM) then were
collected using a sterile, dense sucrose solution to dis-
place the gradient. Fractionated DD-AM then were
washed and quantified for viable cells by trypan biue
exclusion. Differential counts of 200 to 300 cells were
performed using Wright-Giemsa—stained cytopreps.

TNF-a Quantification in AM Supernatant

To generate supematants for TNF-a. quantitation, adher-
ent AM and DD-AM were cultured in serum-free RPMI
1640 at 1 x 10° cells/ml in a 37°C/5% CO, incubator as
previously described.’® Consistent with our previous
studies, at least 98% of the adherent cells in each fraction
were macrophages.'® After 24 hours of culture, cell-free
supernatants were collected, pooled as indicated (ie,
fractions 3 through 6, 12 through 14, and 15 through 20),
made 5% (vol/ivol) with FCS, filter sterilized, and stored at
—70°C until assayed. Tumor necrosis factor-a activity in
supernatants was quantified in a blinded fashion by com-
parison with dose-response curves generated using hu-
man rTNF-a (2.17 x 10”7 U/mg; a gift from Cetus Corp.,
Emeryville, CA) in assays employing the TNF-a—sensitive
WEHI 164 clone 13 cell line as previously described.?’
Briefly, 100 wl appropriately diluted AM culture supermna-
tants (routinely a 1:100 dilution was used) or human



rTNF-a was added to 2 x 10* WEHI 164 clone 13 cells in
100 pl medium containing RPMI 1640 supplemented
with 5% FCS, 20 pg/ml gentamicin sulfate, and 2 mmol/l
(millimolar) L-glutamine in 96-well, flat-bottomed micro-
culture plates and cultured in a 37°C/7% CO, incubator.
After 20 hours, cultures were pulsed with 10 wl 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT; Sigma Chemical Co., St. Louis, MO) at a concen-
tration of 5 mg/ml in PBS, and incubated for an additional
4 hours at 37°C. Cultures then were developed and
plates read as previously described.?? Percentage of
dead cells in replicate assays was determined as previ-
ously described®' using mean =+ standard deviation of
quadruplicate determinations. Standard deviations were
always less than 10% of the mean. Routinely 1.38 + 0.14
wng/ml human rTNF-a induced 50% maximal TNF-a—
induced death of WEHI 164 clone 13 cells. Results are
presented in micrograms per milliliter TNF-a activity as
obtained by comparisons with dose—response curves.
RPMI 1640 lacking AM cells served as a negative control.
No irrelevant positive controls were included because a
substantial amount (=100 wng/ml) of TNF-a was pro-
duced in particular DD-AM fractions (see Resuilts).

To confirm the identify of M®-derived TNF (TNF-a) in
DD-AM culture supernatants, DD-AM supernatants and
murine rTNF-a (1 mg/ml; provided by Biogen Corp.,
Cambridge, MA) were assayed for TNF-a activity as de-
scribed above after a 1-hour preincubation of samples
with a 1:400 dilution of heat-inactivated normal rabbit se-
rum or heat-inactivated neutralizing polyclonal rabbit an-
tiserum raised against murine rTNF-a (ant-TNF-a; pro-
vided by Dr. Kathleen Sheehan, Washington University
School of Medicine, St. Louis, MO). The specificity, neu-
tralization titer, and capacity of this antiserum to neutralize
rat TNF have been described previously.22

Cellular Volume

Cellular volume determinations were performed on fixed
(2.5% glutaraldehyde in PBS) DD-AM fractions collected
from control and bleomycin-treated animals. Briefly, cells
were placed in a hemocytometer, and the diameter of
100 cells was measured with a calibrated reticle (Zeitz,
Wetzlar, Germany) in the eyepiece of a light microscope
using a 45x objective.'® The mean cell volume was cal-
culated by using the formula V = wD%6."3

In Vivo Proliferation of DD-AM

Density-defined AM proliferation was measured by the
incorporation of [°H]TdR (Amersham, Needham Heights,
MA) as an indicator of DNA synthesis. Briefly, 48 hours
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before being killed, control and experimental animals
were injected intraperitoneally with 25 wCi [*H]TdR. The
animals were anesthetized 48 hours later with pentobar-
bital (90 mg/kg), blood was collected in a heparinized
syringe from the inferior vena cava, and the animals were
kiled by exsanguination. Alveolar macrophages then
were harvested by lavage and fractionated as described
above. Mononuclear cells were isolated from heparinized
whole blood using Ficoll-Hypaque (Pharmacia) as previ-
ously described.?* Density-defined AM and peripheral
blood monocytes then were allowed to adhere to micro-
scintillation vials for 1 hour at 37°C in a humidified, 5%
C0,/95% air incubator. Nonadherent cells then were re-
moved and adherent cells were washed with PBS con-
taining Ca*2 and Mg*2 Adherent DD-AM or peripheral
blood monocytes then were mixed with 5 ml scintillation
fluid, allowed to stand at room temperature for 24 hours,
and measured for incorporation of radioactivity by liquid
scintillation counting. Control experiments showed that at
least 98% of the applied DD-AM and peripheral blood
monocytes adhered to the scintillation vials and were
identified as macrophages or monocytes by nonspecific
esterase staining (data not shown). The results were ex-
pressed as counts per minute [*H]TdR incorporation
per 10° cells.

Statistical Evaluation

All data are expressed as the mean =+ standard error of
the mean except as noted. Differences between the
treatment groups were tested using a one-way analysis
of variance (ANOVA). Student's t-test was used to deter-
mine significant differences between control and bleormy-
cin-treated animals. A value of P < 0.05 was considered
significant. Duncan’s multiple range test was used to as-
sess differences between fractions.

Results

Effects of Bleomycin Treatment of AM Cell
Number

Intratracheal administration of 1.5 U bleomycin resulted in
significant increases in numbers of rat heterologous (un-
fractionated) AM at all time points examined (Table 1).
The number of DD-AM in most density gradient fractions
was significantly varied relative to control values (Figure
1). No significant differences were found between the AM
cell numbers in each fraction for the control (saline-
treated) groups (4-, 14-, and 28-day samples); therefore,
the control fraction data (fractions 3 through 20) were
pooled. At 4 days after bleomycin treatment (Figure 1A),
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Table 1. Relative Numbers of AM After Bleomycin Treatment

Time after bleomycin treatment

Control 4 Days

14 Days 28 Days

100.0 * 5.6* 1452 + 6.7t

139.2 = 3.3t¢ 265.1 £ 13.21%

" Mean * SEM of numbers of AM derived from 11 control experiments (three animals per datum point) arbitrarily assigned a value of 100%
for comparisons. The absolute mean cell count in this control group was 11.1 + 0.6 x 10°.
t Mean = SEM of numbers of AM from three experiments (three animals per datum point) expressed as percent of control.

} P < 0.005 as compared with control.

there was a significant increase in the number of AM in
fraction 3 through 8 and fractions 12 through 20, and a
significant decrease in the number of AM in fraction 10.
The number of AM in fractions 3 through 6 and fraction 12
was found to remain significantly elevated at 14 days
after bleomycin treatment. The number of AM in fraction
9 and 10 was significantly decreased to below control
values. In contrast, at 28 days after bleomycin treatment,
there were significant elevations in AM numbers in frac-
tions 3 through 9, 13, and 19, and no fraction was signif-
icantly decreased relative to control values. These data
indicate that AM distribution, ie, the composition of DD-
AM subpopulations, undergoes dynamic alterations dur-
ing the development of bleomycin-induced fibrosis.

Effects of Bleomycin Treatment on AM
Cellular Volume

We examined the effects of bleomycin treatment on the
cellular volume of DD-AM (Figure 2). Bleomycin treat-
ment significantly increased the cellular volume of DD-
AMin all fractions except fraction 17 at 4 days (Figure 2A)
as compared with the cellular volume of pooled control
DD-AM (Figure 2D); these control fraction data were
pooled (ANOVA, P > 0.05) in a fashion analogous to that
reported above for cell number determinations. The cel-
lular volume of DD-AM was significantly elevated at 14
days after bleomycin treatment only in fractions 3 through
10and 19 (Figure 2B), and in fractions 3 through 7, 9, and
10 at 28 days after bleomycin treatment (Figure 2C). With
regard to cell growth, uptake of [®H]TdR (=2 x back-
ground counts per minute) was present only in fractions
9 through 12 at 4 days after bleomycin treatment and in
fractions 9 and 10 at 14 days (data not shown). No sub-
stantial uptake of [*H]TdR (<2 x background counts per
minute) was observed in blood monocytes, controls, or
any fractions at 28 days after bleomycin treatment. Taken
together, these data suggest that DD-AM subpopula-
tions have differential divisional properties that contribute
to the change in AM population composition. Moreover
changes in cell volume in the absence of cell growth may
indicate changes in activation state or function of a par-
ticular DD-AM subpopulation or subpopulations.
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Figure 1. The effects of bleomycin treatment on cell number in
density-defined subpopulations of AM at 4 days (A), 14 days (B),
and 28 days (C) depicted as percent of control. Each datum point
represents the mean *+ SEM for three experiments and is depicted as
a normalized percent of total cells applied to Percoll for fraction-
ation. Control values (n = 11 experiments; normalized to 100%
of control) are represented by the solid line in all panels. ANOVA
Jor all time points P < 0.01. Student’s t test values for comparisons
of test and control fraction data are represented as follows: *P <
0.05; **P < 0.02; and ***P < 0.01.
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Figure 2. The effects of bleomycin treatment on AM subpopulation cellular volume. Cellular volume was determined as described in
Materials and Methods. Each point represents the mean * SEM for three experiments with control values (n = 11) presented in (D). A:
Cellular volume for AM subpopulations at 4 days, ANOVA, P < 0.01. Duncan’s multiple range test (P < 0.05): fractions 3 or 4 versus fractions
5-20; fraction 5 versus fractions 10-20; fraction G, 7, or 8 versus fractions 11-14; and fraction 9 versus fraction 14. The P values as
compared with control values are depicted as: *P < 0.05; **P < 0.02; and ***P < 0.01. B: Cellular volume for AM subpopulations at 14 days,
ANOVA, P < 0.01. Duncan’s multiple range test (P < 0.05): fraction 3 or 4 versus fractions 5-20, fraction 5 versus fractions 7-20, fraction
G or 7 versus fraction 8-20, and fraction 8 versus fraction 12. The p values as compared with control values are depicted as: *P < 0.05 and
***P < 0.01. C: Cellular volume for AM subpopulations at 28 days, ANOVA, P < 0.01. Duncan’s multiple range test (P < 0.05): fraction 3
versus fractions 5-20, fraction 4 or 5 versus fractions 6-20, fraction 6 versus fractions 7-20, and fraction 7 versus fractions 11-14. The P
values as compared with control values are depicted as: *P < 0.05; **P < 0.02; and ***P < 0.01. D: Cellular volume for control AM
subpopulations, ANOVA, P < 0.01. Duncan’s multiple range test (P < 0.05): fraction 3 or 4 versus fractions 5-20; fraction 5 versus fraction
7-20; fraction G versus fractions 8-20; fraction 7 versus fractions 10—14; fraction 17 versus fractions 10—-12; fraction 8, 15, 16, 18, 19, or
20 versus fractions 11-12.

Effects of Bleomycin Treatment on TNF-a TNF-a secretion was a generalized phenomenon of AM
Secretion by AM or due to a specific subpopulation of AM, DD-AM super-

natants were tested for TNF-a secretion. Similar to results
The possibility was examined that bleomycin treatment of obtained using heterologous AM, the control values for
rats induced the production and secretion of TNF-a by each DD-AM fraction did not differ as a function of time of
AM. To this end, 24-hour supernatants collected from cul- death (ANOVA, P > 0.05; Figure 4A). Striking differences
tures of heterologous (unfractionated) populations of AM in TNF-a secretion profiles were observed, however, in
derived from saline-treated (control) or bleomycin-treated DD-AM supernatants derived from animals treated with
animals were tested for the presence of TNF-a (Figure 3). bleomycin for 4, 14, and 28 days (Figure 4B-D). Tumor
Although TNF-a levels in control supernatants remained necrosis factor-a secretion remained relatively low and
relatively low, TNF-a levels in AM supernatants collected unaffected at 4 days after bleomycin treatment (Figure
from 4-, 14-, and 28-day bleomycin-treated rats trended 4B), but increased substantially and as a function of time
upward, albeit not significantly (P > 0.05), as a function of at 14 (Figure 4C) and 28 (Figure 4D) days after bleomy-
time after bleomycin treatment. Although these data are cin treatment, particularly in fractions 11 and 12 through
suggestive of enhanced TNF-a secretion by M® subse- 14. Although the trend toward increased TNF-a secretion
quent to bleomycin treatment of the animals from which began at 14 days after bleomycin treatment, a statistical
they were derived, they do not differentiate whether this significance of P <0.005 was achieved only at 28 days
function is particular to a given subpopulation of AM. after bleomycin treatment in fraction 11.

Therefore in efforts to differentiate whether this enhanced Confirmatory experiments indicated that the observed
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Figure 3. The effects of bleomycin treatment on TNF-a secretion by
beterologous AM. TNF concentrations were quantitated as de-
scribed in Materials and Methods in 24-hour supernatants derived
from beterologous (unfractionated) AM samples from animals
treated with saline () or bleomycin (O) for the indicated dura-
tions. Data points are expressed as the mean of quadruplicate TNF
determinations for each of two to three different experimental sam-
Dles per time point. Each experimental sample was derived from
AM pooled from two to three animals. Data for animals

treated with saline or bleomycin are deptcted by dashed and soltd
curves, respectively.

TNF activity was indeed mediated by M®-derived TNF-a..
Specifically, the inclusion of polyclonal anti-murine TNF-a
antiserum neutralized the activity of representative super-
natants containing substantial levels of TNF activity (de-
rived from bleomycin-treated animals) and murine
ITNF-a in TNF assays (Table 2). Similar neutralizations
were observed in selected control supernatants (derived
from saline-treated control animals, which contained triv-
ial, but detectable, levels of TNF), in multiple samples of
those depicted in Table 2, and in representative super-
natants derived from heterologous (unfractionated) AM
cultures (data not shown). In conjunction with the evi-
dence above, these data indicate that bleomycin treat-
ment of rats induces specific DD-AM subpopulations to
secrete high levels of TNF-a and that these levels in-
crease as a function of time after bleomycin treatment.

Discussion

Recent studies have focused on the capacity of AM to
act as modulators of events associated with pulmonary
fibrosis.’ 112527 Several studies have shown that AM
produce factors that suppress fibroblast growth and col-
lagen production by proliferating lung fibroblasts.227 In
more recent studies, AM have been demonstrated to
synthesize factors that stimulate collagen production by
lung fibroblasts.''28 In another study, it was found that
after bleomycin treatment AM synthesized and released
a growth factor for fibroblasts that was modulated by the
lipoxygenase inhibitor nordihydroguiaretic acid.?® These
diverse capacities of AM suggest that they are com-
posed of discrete subpopulations of cells having different

functions. Recent findings by our laboratories and others
have shown that the AM population is composed of sev-
eral subpopulations that differ biochemically, morpholog-
ically, and immunologically.'>' The results of the
present study indicate that there are dramatic shifts in the
composition of AM subpopulations and in their morpho-
logic and functional characteristics subsequent to bleo-
mycin treatment. In this regard, general differences were
observed between test (bleomycin-treated animals) and
control (saline-treated animals) data using heterologous
(unfractionated) AM. Several possible mechanisms
present themselves for alveolar macrophage heteroge-
neity and alterations in alveolar macrophage population
composition. Alveolar macrophages could reflect matu-
rational states in a continuum of cellular functions. Re-
search into colony-forming ability of alveolar macro-
phages could arise from multiple committed progenitor
cells. Our data do not allow us to determine which mech-
anisms are generating these subpopulations or shifts in
subpopulations. Specific differences, however, were
made evident by analyzing DD-AM separated using
Percoll density gradients.

Previous studies have shown that the composition of
unfractionated AM changes during inflammatory or dis-
ease states. Alveolar macrophages harvested by bron-
choalveolar lavage from patients with acute and chronic
lung disease exhibit differences in size, soluble mediator
synthesis, and antigenic determinants.’2'-'® Acute
lung injury was characterized by the predominance of
small and medium-sized AM. In chronic lung disease,
however, the cellular size of the AM population was in-
creased."” In patients with idiopathic pulmonary fibrosis,
the number of AM was increased, and a neutrophil che-
motactic factor and a growth factor for lung fibroblasts
was evident."? In sarcoidosis, AM expressed higher
amounts of the human leukocyte antigen-DR (la antigen)
membrane marker and expressed monocyte surface an-
tigens, suggesting changes in the composition of the AM
population.'® Similarly changes have been noted in the
bleomycin model for pulmonary fibrosis in which AM
have been characterized as immature in appearance
and increased in number; however, examination of pos-
sible shifts in AM subpopulation was not reported.'2°

Changes in the AM subpopulation composition and
function could have dramatic effects on the inflammatory
and fibrotic responses of the lung. In previous studies, we
have shown that AM subpopulations have differential
abilities to synthesize and release cyclo-oxygenase
products such as prostaglandin (PG) E, PGl,, and throm-
boxane A,."® This is interesting in view of earlier findings
indicating that circulating levels of PGE, PGl,, and throm-
boxane A, were altered during the development of bleo-
mycin-induced pulmonary fibrosis.3° Furthermore PGE
has been shown to be inhibitory to the synthesis of col-
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Table 2. Neutralization of TNF-a Activity by Anti-TNF-a Antiserum

Percent TNF-a-mediated cell death of WEHI
164 clone 13 cells (mean + SD)

Additions to culture

Sample Concentration Media NRS* Anti-TNF-a
Medium — 0x0 00 0+0
Murine rTNF-a 5 ng/ml 628 +20 60.4 + 1.0t 00t
Culture supernatant from

bleomycin-treated animals'

(day 14 sample) 1:100 dilution 35114 33.5 + 1.6t 00t
Culture supernatant from

bleomycin-treated animals"

(day 28 sample) 1:100 dilution 408 + 1.6 416 = 25t 0.8 £ 0t

* Normal rabbit serum.

1 <18% nonspecific effect by 1:400 dilution of heat-inactivated NRS by comparison to dose-response curve.

} >99% neutralization by 1:400 dilution of heat-inactivated polyclonal rabbit anti-TNF-a antiserum by comparison to dose-response curve.

I' Supernatants were generated from pooled cells derived from two to three animals as described in Materials and Methods. Representative
samples containing substantial levels of TNF activity were tested for TNF-a specificity by neutralization with anti-TNF-a antiserum as described

in Materials and Methods.

lagen,?>2” whereas PGl, was correlated with collagen
accumulation in bleomycin-induced pulmonary fibro-
sis.® Therefore it is possible that alterations in AM sub-
populations in the early stages of the development of
bleomycin-induced fibrosis could contribute to changes
in levels of cyclo-oxygenase products and consequent
changes in collagen deposition. With regard to other me-
diators that can affect fibroblast growth and function, AM
have been found also to produce compounds that stim-
ulate fibroblast replication and collagen synthesis.'! In
a study by Clark and Greenberg,® it was shown that AM
produced a factor or factors that increased collagen pro-
duction by fibroblasts, but only after treatment of fibro-
blast cultures with indomethacin.?® Another factor that
could modulate fibroblast activity is TNF. Alveolar mac-
rophages have been identified as a primary source of
TNF.3" The exact role that alterations in TNF play in the
genesis of bleomycin-induced fibrosis is not well under-
stood. Nonetheless TNF could be an important factor in
modulating prostaglandin synthesis or fibroblast prolifer-
ation, because TNF has been demonstrated to stimulate
the synthesis and release of prostaglandins.32=° The rel-
atively low levels of TNF in the early phases of bleomycin-
induced fibrosis could allow for increased collagen syn-
thesis by lung fibroblasts. This hypothesis is indirectly
supported by the data of Clark and Greenberg men-
tioned above.?® It is thus possible that in vivo TNF levels
modulate the synthesis of prostaglandins and thus colla-
gen synthesis by lung fibroblasts. Alternatively TNF could
directly affect fibroblast function and collagen synthesis.
These findings are controversial, however, because both
inhibition and stimulation of fibroblast proliferation and
collagen synthesis have been reported.36-3°

The data in the present study support the ability of
TNF to stimulate fibroblast proliferation and collagen syn-
thesis. Previous work by this laboratory has shown that

the number of fibroblasts increases dramatically during
the period of 4 to 21 days after bleomycin treatment,*
the same period characterized by increased TNF-a ac-
tivity in supernatants derived from in vitro—cultured AM.
Although these data indicate that AM derived from bleo-
mycin-treated animals secrete high levels of TNF, they do
not exclude the possibility that fibrosis is mediated by
production of a TNF-induced secondary factor or factors.
Nonetheless these data parallel in vivo increases in fibro-
blast numbers. Moreover the data presented here cor-
roborate the work of Piguet and colleagues,2° which in-
dicated that lung TNF mRNA was increased in bleomy-
cin-induced fibrosis, and injection of anti-TNF antibodies
markedly prevented development of pulmonary fibrosis.
These workers further suggested that perhaps alveolar
and interstitial macrophages were the source of TNF;
however, the cellular source of TNF was undetermined.
Therefore our data extend their findings to indicate that, at
least in part, it is indeed the AM that secrete high levels of
TNF in bleomycin-induced fibrosis and suggest that the
ability of AM to modulate the fibrotic response is at least
partially a result of this enhanced TNF-a secretion.

The present study demonstrates alterations in AM
subpopulation composition after bleomycin treatment. Al-
though the source of these alterations is unknown, sev-
eral possibilities exist. The changes in the AM subpopu-
lation composition could result from the maturation of
specific subpopulations resulting in numeric increases in
a more mature subpopulation or subpopulations. Alter-
natively the increase in a specific subpopulation could be
due to the selective recruitment of interstitial macro-
phages or blood monocytes that rapidly mature into AM
once they have entered the alveolus. This hypothesis is
supported by the findings of Hance and co-workers'®
indicating that the AM population in sarcoid patients ex-
hibited higher expression levels of monocyte membrane



markers. Lastly the changes in AM subpopulation com-
position could be derived from growth within the alveolar
compartment itself. Indeed division was observed in frac-
tions 9 through 12 (densities 1.061 to 1.083 g/ml) and 9
through 10 (densities 1.061 to 1.068 g/ml) at 4 and 14
days, respectively, after bleomycin treatment. These
changes could constitute a decrease in the cell number
of AM subpopulations in fractions 9 and 10 at these same
time points with the progeny cells contributing to one of
the other fraction subpopulations.

In summary, the AM subpopulation composition and
function (TNF-a secretion) are altered during the devel-
opment of bleomycin-induced fibrosis. Therefore these
data are consistent with a key role for the function of spe-
cific subpopulations of AM in mediating bleomycin-
induced pulmonary fibrosis.
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