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Immunomodulatory effect of endotoxin on the
development of latex allergy

Michael D. Howell, PhD,a Vesna J. Tomazic, PhD,b Tina Leakakos, PhD,c

Wava Truscott, PhD,d and B. Jean Meade, DVM, PhDa Morgantown, WVa, Rockville, Md,

San Diego, Calif, and Roswell, Ga
Background: Although numerous studies have been conducted

delineating the clinical manifestations of latex allergy and

characterizing the protein allergens, little is known regarding

the natural history of the disease.

Objective: These studies were undertaken to investigate the

immunomodulatory role of inhaled endotoxin on the develop-

ment of latex-specific IgE-mediated responses to natural rubber

latex (NRL) proteins by using a mouse model.

Methods: Female BALB/c mice were exposed to 25 mg of NRL

proteins with or without increasing concentrations of endotoxin

(50-25,000 EU) through the respiratory tract. Serum antibody

levels were evaluated biweekly during the study. After

sensitization, mice were challenged with methacholine or NRL

proteins, and airway hyperreactivity (AHR) was evaluated with

whole-body plethysmography. After NRL challenge, lungs were

excised for histopathology, and lung-associated lymph nodes

were removed for cytokine mRNA evaluation.

Results: When compared with mice exposed to latex alone, mice

exposed to latex and endotoxin demonstrated up to 50% lower

levels of latex-specific IgE and decreased latex-specific AHR and

mucin production. Conversely, these same animals demon-

strated increased levels of latex-specific serum IgG2a and IgA

antibodies and an increase in IFN-g and IL-12 mRNA levels in

the draining lymph node cells. Concurrent exposure to LPS with

nonammoniated latex resulted in increased alveolitis and

nonspecific AHR on respiratory challenge with methacholine.

Conclusion: Coexposure with LPS and allergen decreased

latex-specific IgE but augmented nonspecific AHR. These

studies demonstrate that endotoxin associated with NRL gloves

can modulate the development of allergic responses to NRL

proteins. (J Allergy Clin Immunol 2004;113:916-24.)

Key words: Latex, endotoxin, mouse model, IgE, airway hyperre-

activity

Over the past 2 decades, natural rubber latex (NRL)
gloves have been used extensively in health care settings
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to prevent occupational exposure to blood-borne patho-
gens and hazardous chemicals. As a result, health care
workers have experienced extensive dermal and respira-
tory NRL protein exposure, and an increased prevalence
of latex allergy in this population has been reported.1-4

Latex allergy manifests as urticaria, rhinitis, asthma, and
potentially anaphylaxis.5-10

Significant levels of endotoxin have been found in NRL
gloves, and it has been suggested that these levels are
capable of inducing respiratory symptoms similar to those
associated with latex allergy.11 The inflammatory proper-
ties of endotoxin are well documented. Studies have
shown that exposure to endotoxin induces (1) respiratory
complications on inhalation,12,13 (2) macrophage and
neutrophil infiltration into the lungs of exposed mice,14,15

and (3) increased proinflammatory (TNF-a, IL-1, IL-6,
and IL-8) and TH1 (IL-12 and IFN-c) cytokine message
levels in activated T cells and macrophages.16-19

Numerous studies have investigated the effects of
endotoxin or NRL proteins on the immune system; how-
ever, few have examined the modulatory role of endotoxin
in the development of latex sensitization. These studies
were conducted to evaluate the role of endotoxin in the
induction of IgE to nonammoniated latex (NAL) protein,
nonspecific and specific airway hyperreactivity (AHR),
and cytokine message levels in the lung-associated lymph
nodes.

METHODS

Mice

Female BALB/c mice were purchased from Harlan Sprague

Dawley, Inc (Indianapolis, Ind) and were received between 6 and 12

weeks of age. On arrival, mice were maintained under conditions

specified within National Institutes of Health guidelines20 and

quarantined for at least 1 week before use, as previously described.21

Nitrile gloves were worn while handling mice during study

procedures to prevent unscheduled latex exposure.

Test articles

LPS isolated from Salmonella typhimurium (3 3 106 EU/mg;

1 3 106 EU/mg), Salmonella typhosa (lot no. 78H4059, 5 3 106

Abbreviations used

AHR: Airway hyperreactivity

AU: Arbitrary unit

NAL: Nonammoniated latex

NRL: Natural rubber latex

PenH: Enhanced pause
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EU/mg), and Escherichia coli (lot no. 684091, 3 3 106 EU/mg) was

purchased from Sigma Chemical Co (St Louis, Mo). NAL was

generously provided by Dr Che Hasma Hashim of the Rubber

Research Institute of Malaysia.

Murine exposures

Before the initial exposure, mice were weighed and assigned to

homogenous weight groups (n $ 5). Mice were tail bled before the

initial exposure and weekly or biweekly thereafter to monitor

antibody levels. The dose of NAL to be administered (25 lL) was
based on previous dose-response studies conducted in this laboratory.

A concentration in the middle of the dose-response curve was chosen

so that either an augmentation or suppression of the response could be

evaluated.22

Intranasal exposures. Mice were manually restrained in a supine

position while 10 lL of vehicle or test article was applied to the

external openings of both nares (5 lL/nare).22 Mice were exposed to

25 lg of NAL proteins, 50 to 25,000 EU of endotoxin, or both 5 days

a week for up to 72 days. Endotoxin tested was from S typhimurium,

S typhosa, or E coli. All dosing solutions were prepared in Goodyear
Preservative (50% glycerol, 67 mmol/L NaHCO3, and 2 mmol/L L-

cysteine) and diluted 1:7 in PBS. Single-vehicle (n = 10) and latex-

only (n = 10) exposure groups were used in the experiment

evaluating the 3 different strains of bacterial endotoxin to reduce

animal numbers.
Intratracheal exposures. Intratracheal aspirations were per-

formed on mice to localize exposure to the trachea and lung.23

Mice were lightly anesthetized with isoflurane (Abbott Laboratories,

Chicago, Ill) inhalation by using a Bell jar and were restrained in

a vertical position on a plexiglass stand by the upper and lower teeth.

While withdrawing the tongue to prevent swallowing, 50 lL of the

dosing solution was pipetted into the oropharynx. The tongue was

held withdrawn until the dose was aspirated. Mice were dosed every

fifth day for up to 76 days with 25 lg of NAL proteins, 50 to 25,000

EU of endotoxin, or both.

Total IgE ELISA

Total IgE serum levels were measured by using a standard

sandwich ELISA, as described by Manetz and Meade.24 The capture

antibody (B1E3), secondary antibody (R1E4), and anti-DNP IgE

standard antibodies were purified from hybridoma cell lines

generously provided by Dr Daniel Conrad (Medical College of

Virginia/Virginia Commonwealth University, Richmond, Va).

Latex-specific antibody levels

Latex-specific antibody levels were measured as previously

described,21 with minor modifications. Wells of Immulon-2 plates

(Dynex,Chantilly,Va)were coated overnightwith 100lLof 5lg/mL

rat anti-mouse IgE (R1E4), 2 lg/mL rat anti-mouse IgG1 (A85-3;

Pharmingen, San Diego, Calif), 2 lg/mL rat anti-mouse IgG2a

(Igh-1a, Pharmingen), or 2 lg/mL rat anti-mouse IgA (C10-3,

Pharmingen). After blocking, serum samples (100 lL/well) were

added (1:10 for IgE and IgA or 1:1000 for IgG1 and IgG2a) and

incubated for 2 hours at 378C.NAL, antibodies, enzyme, and substrate

were subsequently added, as previously described. Arbitrary units

(AUs) for the neat sera were determined by multiplying the dilution

for each sample by the optical density. Average AU values were

calculated for eachmouse and then used to determine the overallmean

AU ± SE for each exposure group.

Whole-body plethysmography

Nonspecific and antigen-specific AHR was evaluated by using

whole-body plethysmography (Buxco Electronics, Sharon, Conn), as

previously described.21 Before all respiratory challenges, mice were

placed into plethysmography chambers and monitored for 5 minutes
to establish baseline enhanced pause (PenH) values. PenH, an in-

dicator of brochoconstriction, was calculated as follows25:

ðexpiratory time=relaxation time� 1Þ
3 peak expiratory flow=peak inspiratory flow:

Methacholine challenge. On day 47 after initial exposure, mice

were nonspecifically challenged with increasing concentrations of

methacholine (10, 25, and 50mg/mL). After the baseline period, mice

remained in the plethysmography chambers, and methacholine was

delivered with a nebulizer (DeVilbiss HealthCare Inc, Somerset, Pa).

Mice were exposed to each concentration of methacholine for 3

minutes, followed by exposure to dry air for 2 additional minutes.

Changes in AHR were determined by calculating the percentage

increase in PenH over baseline for each mouse at each concentration

of methacholine. These data were then used to determine the

mean ± SE for each exposure group at each concentration of

methacholine.
NAL challenge. Animals were challenged with NAL on days 67

and 76. After baseline measurement, mice were removed from the

plethysmograph chambers and lightly anesthetized (Isoflurane,

Abbott Laboratories, North Chicago, Ill) to allow for intratracheal

aspiration of 300 lg of NAL in 50 lL of PBS. Mice were returned to

the Buxco chambers within 1 minute of challenge, and PenH values

were monitored for an additional 25 minutes. Changes in AHR were

determined by calculating the percentage increase in PenH over

baseline for each mouse and determining the mean ± SE for each

exposure group.

Histopathology

Twenty-four hours after the final intratracheal NAL challenge,

mice were killed by means of exsanguination after CO2 anesthesia.

Lungs were insufflated through intratracheal instillation of approx-

imately 1 mL of 10% buffered formalin and excised for histopathol-

ogy. Paraffin-embedded tissues were cut in 5-lm sections and stained

with hematoxylin-eosin stain, 0.5% Chromotrop 2R for evaluation of

eosinophilia, or Alcian blue and periodic acideSchiff to visualize

mucous production. Pathologic changes were evaluated in the left

lungs of all animals.

RNA isolation and cDNA amplification

After death, the lung-associated draining lymph nodes were

excised, snap-frozen in liquid nitrogen, and stored at �808C. RNA

was isolated according to the manufacturer’s recommendation by

using RNeasy and QiaShredder Kits (Qiagen, Valencia, Calif).

Complementary DNA was generated by using TaqMan reverse tran-

scription reagents (Applied Biosystems, Branchburg, NJ), according

to the manufacturer’s recommendations. Each sample was prepared

with 2 lg of total RNA in a total volume of 50 lL for each reaction,

and reverse transcription was carried out by using the GeneAmp PCR

system 6700 thermocycler (Applied Biosystems).

Real-time PCR

Cytokine mRNA (IL-4, IL-10, IL-12, and IFN-c) levels were

determined by using real-time PCR. Complementary DNA, PCR

master mix (Applied Biosystems), and probe-primer kits (reduced

glyceraldehydes-phosphate dehydrogenase, IL-4, IL-10, IL-12, and

IFN-c; Applied Biosystems) were mixed in a total volume of 20 lL
and added to 96-well Bio-Rad iCycler iQ plates. The reaction was

carried out on the iCycler iQ (Bio-Rad, Hercules, Calif), according to

the manufacturer’s recommendations.

mRNA levels were determined on the basis of the relative ex-

pression of the target gene compared with reduced glyceraldehyde-

phosphate dehydrogenase. In brief, a cycle threshold was determined

for both the endogenous control and target genes on the basis of nu-

clease degradation and the subsequent release of fluorescence. These
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FIG 1. Serum antibody levels in mice intratranasally exposed to NAL, endotoxin, or NAL and endotoxin from

S typhimurium. Day 65 total serum IgE (A), latex-specific IgE (B), IgG2a (C), and IgA (D) levels were evaluated

in mice concurrently exposed to NAL and concentrations of endotoxin ranging from 50 to 25,000 EU (n = 5 for

all exposure groups except the vehicle-exposed and NAL-only groups, in which n = 10). Bars represent

means ± SEs for each exposure group. Statistical significance was determined by using a Dunnett t test.

**P< .01 compared with vehicle alone; WP< .05 and WWP< .01 compared with NAL alone.
cycle thresholds (Cts) were then used to calculate the relative

expression of the target gene by using the following formula:

2�DDCt � DDCt ¼ DCtðSampleÞ � DCtðVehicleÞ � D
Ct ¼ CtðGAPDHÞ � CtðTargetÞ:26;27

Statistics

All statistical analyses were conducted with Graph Pad Prism,

version 3.01 (San Diego, Calif). Body weights, serum immunoglob-

ulin levels, and PenH data were analyzed by means of 1-way

ANOVA. When significant differences were detected (P< .05), test

groupswere comparedwith the control groups by using aDunnett test

or an unpaired t test. Dose-response relationships were determined

using linear regression.

RESULTS

Endotoxin downregulated total
and NAL-specific IgE

In an initial experiment, mice were exposed through
the intranasal route to 25 lg of NAL alone or with in-
creasing concentrations of 1 of 3 different endotoxins
(S typhimurium, S typhosa, or E coli) for 65 days. Mice
exposed to NAL alone demonstrated significantly in-
creased levels of total IgE, reaching greater than 1500 ng/
mL by day 65. Total IgE levels in mice exposed to NAL
mixed with S typhimurium endotoxin were approximately
50% lower (P < .05; Fig 1, A). Analysis of the NAL-
specific antibody levels revealed a decrease in latex-
specific IgE levels to approximately one third (4 AU) of
those observed in mice exposed to NAL alone (12.5 AU;
Fig 1, B). In contrast, endotoxin induced a dose-dependent
increase in NAL-specific IgG2a, reaching a 3-fold
increase in levels compared with those of mice exposed
to NAL alone (Fig 1, C). Additionally, concurrent
exposure to NAL and endotoxin concentrations of 1250
EU or greater resulted in a significant (P < .01) increase in
latex-specific IgA compared with that seen in mice
exposed to NAL alone (Fig 1, D). Similar trends in
latex-specific serum antibody levels were observed in
mice concurrently exposed to NAL with endotoxin from
either S typhosa or E coli (data not shown).

In subsequent experiments mice were exposed in-
tratracheally to NAL mixed with endotoxin from one
source (S typhimurium) every fifth day for 76 days.
Intratracheal exposures resulted in a greater IgE response,
with significant increases (P< .01) detected as early as day
37 and peak production in mice exposed to NAL alone on
day 58 reaching levels greater than 20,000 ng/mL. In mice
exposed to NAL mixed with endotoxin (50-5000 EU),
total IgE levels were approximately 50% to 70% less than
in mice exposed to NAL alone (Fig 2, A). Sera obtained
from mice on the final day of the study were analyzed for
latex-specific antibodies. Mice exposed to NAL proteins
alone demonstrated significant increases (P < .01) in latex-
specific IgE, IgG2a, and IgA levels. Latex-specific IgE
levels in NAL- and endotoxin-exposed mice were
decreased by as much as 75% (Fig 2, B). Both IgG2a
(Fig 2, C) and IgA (Fig 2, D) levels in mice exposed to
NAL and as little as 500 EU reached greater than 2-fold
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FIG 2. Serum antibody levels in mice intratracheally exposed to NAL, endotoxin, or NAL and endotoxin from

S typhimurium. Total IgE time course (A) and day 79 levels of latex-specific IgE (B), IgG2a (C), and IgA (D)

were evaluated in serum obtained from intratracheally exposed mice. Bars represent the means ± SEs for

each exposure group (n = 5 for all exposure groups except the vehicle-only group, in which n = 4).

**P< .01 compared with vehicle alone; WP< .05 and WWP< .01 compared with NAL alone.
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increases over the levels found in animals exposed to NAL
alone.

TH1 cytokines were upregulated after
administration of endotoxin

Twenty-four hours after the final respiratory challenge
(day 76), mice were killed, and the lung-associated lymph
nodes were excised for evaluation of cytokine mRNA
levels. IL-4, IL-10, IL-12, and IFN-c mRNA levels were
evaluated by using semiquantitative real-time PCR. No
significant differences in the levels of IL-4 or IL-10
mRNA were observed in mice from any exposure groups
when compared with vehicle-treated animals (data not
shown). In contrast, endotoxin (S tyhphimurium) exposure
induced a greater than 50-fold increase in IL-12 and an 8-
fold increase in IFN-c mRNA levels. Mice exposed to
latex alone showed negligible increases in TH1 cytokines,
whereas mice exposed to NAL and endotoxin demon-
strated an endotoxin dose-dependent increase in IL-12
(40-fold) and IFN-c (4-fold) production (Fig 3).

Increased nonspecific AHR in animals
exposed to endotoxin

On day 47, mice were challenged with increasing
concentrations of methacholine to assess nonspecific
AHR. For each methacholine dose, the levels of AHR
(percentage increase in PenH over baseline) in mice ex-
posed to NAL, endotoxin, or both were compared with
levels in the vehicle-exposed control group for signifi-
cance. No significant increases in nonspecific AHR were
observed in mice exposed to NAL alone or NAL mixed
with either 50 or 1250 EU of endotoxin. However,
exposure to NAL with 5000 EU of endotoxin resulted in
a significant (P< .05) increase in AHR on challenge with
either 25 or 50 mg/mL methacholine compared with
vehicle-exposed mice. Mean AHR in mice exposed to
5000 EU of endotoxin alone were similar to those ob-
served for mice exposed to NAL and 5000 EU of endo-
toxin (Fig 4, A).

Decreased NAL-specific AHR in mice
concurrently exposed to endotoxin

After methacholine challenge, mice continued to re-
ceive intratracheal exposures and were then challenged
through intratracheal aspiration with NAL proteins on
days 67 and 76 after initial exposure. The development of
antigen-specific AHR was then evaluated. A 2-fold
increase (P< .05) in AHR was observed in mice exposed
to NAL alone (Fig 4, B) when compared with mice
exposed to vehicle alone. Mice exposed to 5000 EU of
endotoxin alone did not demonstrate increased AHR after
latex challenge. Mice exposed to NAL and increasing
concentrations (50, 1250, or 5000 EU) of endotoxin
demonstrated up to 50% lower levels of AHR than mice
exposed to NAL alone (Fig 4, B). The decrease observed
in NAL-specific AHR on day 76 in mice concurrently
exposed to NAL with increasing amounts of endotoxin
corresponded with decreased total serum IgE levels for
these animals on day 79 for each exposure group.

Decreased mucin production and increased
cellular infiltration in coexposed mice

Sections of tissue from the left lung lobe were analyzed
for the degree of cellular infiltration and mucin pro-
duction. All vehicle-exposed animals demonstrated low
levels of peribronchial histocytic alveolitis, presumably
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because of repeated intratracheal exposure to PBS. Mice
exposed to endotoxin alone exhibited perivascular and
peribronchial alveolitis with increased numbers of mac-
rophages over those seen in control animals. Latex
exposure resulted in multifocal peribronchial and peri-
vascular alveolitis. The severity of pathology appeared to
increase with endotoxin concentration as animals exposed
to 5000 EU and NAL demonstrated severe diffuse
alveolitis with large numbers of macrophages (Table I
and Fig 5).

Whereas exposure to both NAL and endotoxin resulted
in the infiltration of macrophages, lymphocytes, and
neutrophils, an increase in eosinophils was not observed in
mice from any of the exposure groups. Differential mucin
responses were observed between exposure groups. Lung
sections were scored on a +/� scale on the basis of the
degree of mucin production in the bronchial epithelium,
and the severity of the response is summarized in Table I.
Although 3 of 4 and 3 of 5 lung sections from mice
exposed to vehicle (Fig 6, A) and endotoxin alone (Fig 6,
B), respectively, demonstrated positive (+) staining,
increased production of mucin was observed in mice
exposed to NAL alone, as evidenced by scoring
of ++ or +++ in all mice (Fig 6, C). Mice exposed to
endotoxin (50 EU) with latex demonstrated a decrease in

FIG 3. Cytokine gene expression on day 76 in mice exposed to

endotoxin, NAL, or concurrently to NAL and endotoxin. Increases

in expression of the genes encoding IL-12 (A) and IFN-c (B) were

determined for each exposure group by calculating the fold

increase over vehicle levels, as described in the Methods section.

Bars represent means ± SEs for each group (n = 5 for all exposure

groups except the vehicle-only group, in which n = 4).
the severity of the response as scores for mucin production
were e to ++ (Fig 6, D). With coexposure, the mucin
production score decreased to e or + for mice exposed to
NAL and 1250 EU (Fig 6, E), and only one mouse scored
positively for mucin production among the mice exposed
to NAL and 5000 EU of endotoxin (Fig 6, F).

DISCUSSION

The role of endotoxin in the development of allergic
disease has been the subject of considerable interest.
Because of its presence in both environmental and
occupational settings and its ability to alter the TH1/TH2
balance, endotoxin has the potential to significantly
influence allergic disease. Studies have shown that acute
exposure to endotoxin before ovalbumin challenge
downregulates the allergen-specific serum IgE level and
AHR response in previously sensitized mice.28,29 Recent
evidence has also suggested an association between
exposure to inhaled endotoxin early in life and a reduction

FIG 4. Levels of nonspecific and latex-specific AHR inmice exposed

to NAL, endotoxin, or NAL and increasing concentrations of

endotoxin. Numbers in parentheses represent the mean total

serum IgE levels at the time of nonspecific (day 58; A) and latex-

specific (day 79; B) challenge for each corresponding exposure

group. Bars represent means ± SEs for each group (n = 5 for all

exposure groups except the vehicle-only group, in which n = 4).

For each challenge dose of methacholine, exposed mice were

compared with vehicle-exposed animals, and statistical signifi-

cance was determined by using a Dunnett t test. *P< .05.
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TABLE I. Histopathologic analysis of the lung after concurrent exposure to latex and increasing concentrations of

endotoxin from S tyhphimurium

Exposure

group

Mucin

score*

No. of

responders� Hematoxylin-eosin evaluation

No. of

responders�

Vehicle � 1/4 Mild peribronchial alveolitis 1/4

+ 3/4 Moderate peribronchial alveolitis 2/4

Moderate peribronchial and perivascular alveolitis 1/4

5000 EU � 2/5 Multifocal perivascular and peribronchial alveolitis 5/5

+ 3/5

NAL ++ 2/5 Multifocal peribronchial and pervascular alveolitis 5/5

+++ 3/5

NAL and 50 EU � 1/5 Multifocal peribronchial and pervascular alveolitis 5/5

+ 2/5

++ 2/5

NAL and 1250 EU � 1/5 Multifocal peribronchial and pervascular alveolitis with

areas of diffuse alveolitis

5/5

+ 4/5

NAL and 5000 EU � 4/5 Severe diffuse alveolititis 5/5

+ 1/5

*Lung sections were scored � to +++ on the basis of the degree of mucin production, as visualized by staining with Alcian blue and periodic acid-Schiff stain.
�Represents the number of mice in each exposure group with the particular response.

FIG 5. Histopathologic evaluation of cellular infiltration after respiratory exposure to NAL, endotoxin, or NAL

and endotoxin from S tyhphimurium. Lungs were excised 24 hours after intratracheal challenge with latex

proteins and stained with hematoxylin-eosin stain. Lung sections are representative of mice previously

intratracheally exposed to vehicle (A), 5000 EU of endotoxin (B), NAL (C), NAL and 50 EU of endotoxin (D), NAL

and 1250 EU of endotoxin (E), and NAL and 5000 EU of endotoxin (F; original magnification, 203). Bars

represent 50 lm.
in the incidence of allergic disease.30,31 The studies
presented here demonstrate that endotoxin modulates the
development of latex-specific IgE in BALB/c mice when
mice are concurrently exposed to endotoxin and allergen.

One other study has investigated the role of endotoxin
in the development of latex-specific IgE. Slater et al32

demonstrated that coadministration of endotoxin aug-
mented rHev b 5especific IgE and IgG1 levels in
BALB/c mice. Although similar exposure methods were
used in the 2 studies, in the present studies mice co-
exposed to NAL and endotoxin demonstrated decreased
latex-specific IgE levels. Additionally, increased mucin
production was observed in mice exposed to NAL
without endotoxin, whereas exposure to rHev b 5 did
not influence mucin production.32 Key differences
between the studies that might explain the divergent
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FIG 6. Mucin production in mice after respiratory exposure to NAL, endotoxin, or NAL and endotoxin from

S tyhphimurium. Lungs were excised 24 hours after intratracheal challenge with latex proteins and stained

with Alcian blue/periodic acideSchiff stain for visualization of mucin production. Lung sections are repres-

entative of mice previously intratracheally exposed to vehicle (A), 5000 EU of endotoxin (B), NAL (C), NAL and

50 EU of endotoxin (D), NAL and 1250 EU of endotoxin (E), and NAL and 5000 EU of endotoxin

(F; original magnification, 203). Bars represent 50 lm.
responses include the following: (1) the amount of endo-
toxin used for exposures in the current studies is ap-
proximately 10,000 times lower than those used by
Slater et al32; (2) rHev b 5 is a single antigenic protein,
whereas the NAL used in these studies contains
approximately 60 antigenic proteins, 12 of which have
been identified as allergenic or IgE binding; (3)
a different dosing regimen was used; and (4) there
was a different time of histopathologic evaluation of the
lungs after the final respiratory exposure.

Serum IgE levels are in part modulated by TH2
cytokines, including IL-4. After intranasal exposure to
30 lg of NAL proteins, Kurup et al33 demonstrated
increased IL-4 and IL-5 mRNA levels in the spleens of
mice, which correlated with an increase in latex-specific
serum IgE levels in the same animals. In the present study
intratracheal exposure to latex alone did not significantly
alter TH2 cytokine expression in the draining lymph
nodes. However, mice exposed to endotoxin alone
or concurrently to latex and endotoxin demonstrated
increased levels of TH1 cytokines (IFN-c and IL-12).
Previous literature has described the downregulatory role
of these 2 cytokines in the development of IgE.34-37

Additionally, increased levels of IL-12 and IFN-c
corresponded to increased levels of IgG2a and IgA and
an increase in macrophage and neutrophil infiltration of
the lungs. IL-12 produced by macrophages indirectly
downregulates the IgE response by inducing IFN-c
production by natural killer cells and T cells.36,37 IFN-c
acts directly by inhibiting germline e-chain transcription
and inducing a class switch to IgG2a.38 This suggests
a strong relationship between the induction of a TH1
cytokine response after endotoxin exposure and the subse-
quent downregulation of the latex-specific IgE response.

In addition to downregulating the allergen-specific IgE
response, IFN-c and IL-12 have been shown to inhibit the
development of allergen-specific AHR.39-41 In a study by
Huang et al,42 Brown Norway rats treated with exogenous
IFN-c before ovalbumin sensitization demonstrated
a significant reduction in AHR and decreases in IL-4,
IL-5, and IL-10 mRNA levels on aerosol challenge with
ovalbumin. Schwarze et al43 demonstrated that local
administration of IL-12 reduced the AHR and TH2
cytokine (IL-4 and IL-5) production in previously
ovalbumin-sensitized mice. Gerhold et al44 observed
a decrease in ovalbumin-specific AHR on sensitization
with ovalbumin and endotoxin that could be reversed on
administration of a neutralizing IL-12 antibody. Mice
concurrently exposed to latex and increasing concen-
trations of endotoxin in these studies demonstrated
decreased allergen-specific AHR that coincided with
increases in both IL-12 and IFN-c, as well as IgG2a and
IgA antibody levels. The observed increase in latex-
specific IgA might also modulate AHR in that antigen-
specific IgA downregulates the specific airway response
on subsequent respiratory challenge.34

Unlike allergen-specific AHR, nonspecific AHR can
occur in both sensitized and nonsensitized individuals.
Inhalation of LPS has been shown to induce nonspecific
bronchoconstriction in both nonatopic and atopic
patients,13 and a positive relationship between the influx
of neutrophils after endotoxin exposure and nonspecific
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AHR to methacholine has been demonstrated.45 After
chronic exposure to endotoxin, Vernooy et al15 demon-
strated the development of chronic lung inflammation
with increased numbers of macrophages and lymphocytes
in the peribronchial regions of the lung. Macrophages
recruited to the site of exposure release excessive amounts
of nitric oxide on exposure to endotoxin, which induces
contraction of the smooth muscle, resulting in
bronchoconstriction.46 In the studies presented here, mice
concurrently exposed to 5000 EU of endotoxin and latex
exhibited increased levels of nonspecific AHR that corre-
lated with an increase in the mixed cellular alveolitis (ie,
macrophages and neutrophils).

In summary, these studies demonstrate that endotoxin is
capable of downregulating the development of latex-
specific IgE and AHR while enhancing nonspecific AHR
and alveolitis. These data illustrate the importance of
understanding the role of concurrent environmental or
occupational exposures in modulating IgE responses to
allergens and interpreting clinical observations attributed
to allergic diseases.

We thank Ann Hubbs, DVM, PhD, DACVP, for comments on

the histopathologic slides and Patsy Willard, HT, ASCP, for slide

preparation and staining.
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