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Summary

Purpose: A considerable body of non clinical evidence has accumulated to support peroxisomal
proliferator-activated receptor gamma agonists as candidate anti-inflammatory drugs in
asthma. We utilized rosiglitazone as a tool compound in the inhaled allergen challenge model
of asthma.
Methods: A single centre, double-blind, randomised, placebo controlled, two period cross-
over study. Subjects received rosiglitazone 4 mg and placebo twice daily for 28 days in random
order. On day 28, inhaled allergen challenge was performed 1 hour post-dose. A methacholine
challenge was performed on day 29 and an adenosine monophosphate challenge on day 14.
Exhaled nitric oxide was measured on days 1, 14, 28, 29. Blood was collected pre dose on days
1, 14 and 28 and analysed for markers associated with PPAR activity and systemic markers of
inflammation.
Results: The late asthmatic reaction (LAR) change from post saline FEV1 from 4e10 hrs post
allergen on day 28 was statistically significant for the weighted mean LAR. The difference in
weighted mean was 0.06 L (95% CI 0.01 to 0.11) which equates to a 15% attenuation of the
response during placebo treatment. This was accompanied by trends in other markers of effi-
cacy and anti-inflammatory activity but none were considered major effects.
Discussion: Treatment with a PPARg agonist (rosiglitazone) was associated with a modest (15%)
reduction in the late asthmatic reaction in the allergen challenge model of asthma. Based on
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the results of this study, PPARg agonist monotherapy is unlikely to represent a clinically useful
intervention in human asthma.

Registered with www.clinicaltrials.gov (NCT00318630).
ª 2009 Elsevier Ltd. All rights reserved.
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Figure 1 Study design.
Background

Inhaled glucocorticoids are highly effective and form the
mainstay of asthma preventive therapy. Nevertheless they
are not universally effective and may be associated with
adverse systemic effects, especially at high doses. There
remains substantial unmet need for effective alternative
anti-inflammatory treatments in asthma. The peroxisome
proliferator-activated receptors (PPARs) comprise three
closely related members, PPARa, PPARd and PPARg.
Synthetic ligands for PPARg such as rosiglitazone (a thia-
zolidinedione) have benefits in diabetes mellitus via tran-
scriptional regulation of lipid and glucose metabolism.1,2

PPARg receptors are expressed in a several important
immune cells, which has prompted investigation of their
potential as immune regulators and anti-inflammatories.

The PPARg receptor has been shown to be up-regulated
in asthmatic epithelium,3 and PPARg agonists in vitro have
a range of effects on inflammatory cells including macro-
phage function, inhibition of tumour necrosis factor
production, inhibition of T-cell proliferation and cytokine
production. These and other observations have prompted
investigation of PPARg agonist effects in various models of
allergic asthma and airway inflammation. Positive results in
these studies have led to suggestions that PPARg agonists
might have utility for the treatment of human allergic
asthma and chronic obstructive airways disease.4 Most
recently a study in smoking asthmatics showed an
improvement in FEV1 after 4 weeks rosiglitazone treatment
compared with beclometasone treatment.5

Rosiglitazone (GSK) is licensed for the treatment of type
II diabetes mellitus and we utilized it as a tool compound to
explore the potential for an anti-inflammatory effect in
mild asthmatics using the well-established inhaled allergen
challenge model.

We performed a randomised double blind, placebo
controlled, 2 period crossover study in steroid naı̈ve asthma
patients comparing the effects of rosiglitazone and placebo
on airway hyper-reactivity and markers of inflammation.

Methods

Subjects

Thirty four steroid naı̈ve patients with physician diagnosed
asthma for at least 6 months were recruited. Subjects were
required to be aged 18 to 55 years and non-smokers for at
least 6 months with less than a 10 pack year history. At
screening patients were required to have an FEV1> 70%
predicted, have a positive skin test to either house dust
mite, grass pollen or cat allergen, and to demonstrate both
an early and late asthmatic reaction to one of these aller-
gens when inhaled. The early asthmatic response (EAR)
included a fall of �20% from the post saline value on at
least one occasion between 10 and 30 minutes after the
final concentration of allergen. The late asthmatic response
(LAR) included a fall of �15% from the post saline value on
at least three occasions, two of which were consecutive,
between 4 and 10 h after the final concentration of
allergen. They were also required to have an adenosine
monophosphate (AMP) and methacholine PC20 (provocative
concentration causing a 20% fall in FEV1) less than 100 mg/
ml and 8 mg/ml (or PD20� 3.2 mg) respectively. All
patients provided written informed consent. The study was
approved by the local research ethics committee.

Study design

This was a single centre, double-blind, randomised,
placebo controlled, two period cross-over study. Fig. 1
shows the study design. Eligible subjects received rosigli-
tazone 4 mg and matched placebo twice daily for 28 days in
random order. During each treatment period subjects were
instructed to take the study medication at the same time of
day. The washout period was 14e28 days between treat-
ment periods to allow sufficient time between allergen
challenges and flexibility of study visit scheduling. Subjects
had observed dosing on days 1, 14, 28 and 29 and were
required to refrain from short-acting beta agonist use for 8
hrs prior to each clinic visit. Heart rate, blood pressure and
forced expiratory volume in 1 second (FEV1), were
measured on days 1, 14, 28, and 29. Pedal oedema was
measured on days 1, 14, and 28. On day 14, subjects
underwent an AMP challenge within 1e3 hours post-dose.
On day 28, an inhaled allergen challenge was performed
1 hour post-dose. A methacholine challenge was then per-
formed on day 29 at 23 hours post allergen challenge
(24 hours post dose). Details of the bronchial challenges are
provided in the online data supplement. Exhaled nitric
oxide (FENO) was measured using the NIOX analyser at
a flow of 50 mL/s. Measurements were taken pre dose on
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Figure 2 Flow of patients through study, showing number
screened, randomised, withdrawn, and completed. Excluded
patients did not fulfil the inclusion criteria (majority did not
demonstrate a late asthmatic reaction).
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days 1, 14, 28, pre challenge on day 29, and post challenge
on days 14 and 29. Blood was collected pre dose for
biomarker analysis on days 1, 14 and 28; it was analysed for
markers of PPAR-g activity (specifically adiponectin) and
for systemic markers of inflammation. Sputum was
collected pre dose on Day 1, and post challenge and after
exhaled nitric oxide measurement on Days 14 and 29.
Adverse events and beta agonist use were monitored
throughout the study with the aid of diary cards.

Statistical analysis

Bronchial challenge endpoints were analysed using mixed
effect models with treatment and period fitted as fixed
effects and subject fitted as a random effect. Subject’s
overall mean baseline and period baseline were fitted as
covariates (fixed effects). Confidence intervals (CI) where
quoted are two-sided 95% CIs. Statistical significance at the
5% level is concluded where the 95% confidence interval for
the treatment difference excludes 0 for the challenge
endpoints and excludes 1 for the exhaled NO endpoints.
Further details regarding the statistical methods are
described in the online data supplement.

Results

Thirty four subjects (see Table 1 for demography) were
planned and randomised of whom thirty two completed the
study. One subject was withdrawn following Period 1
(rosiglitazone) on Day 50 due to a protocol violation (posi-
tive drugs of abuse test). One subject was withdrawn prior
to completing Period 1 (rosiglitazone) on Day 10 due to an
adverse event of tachycardia associated with a feeling of
nervousness. The numbers of patients screened, excluded,
randomised and withdrawn are summarised in Fig. 2.

Study medications were well tolerated. The most
frequently reported adverse event was headache (reported
by 12 subjects (38%) on placebo, 14 (41%) on rosiglitazone).
Five adverse events (AEs) were rated as severe intensity; no
events fulfilling the criteria for a Serious Adverse Event
were reported. Following rosiglitazone, the AEs judged to
be of severe intensity were one episode of sinusitis, two
episodes of muscle spasm, and one episode of influenza.
Following placebo, one subject reported a severe AE of
sinusitis, which resolved and was judged to be unrelated to
treatment. This subject had also reported severe sinusitis
Table 1 Subject demography.

Age, yr 30.5 (20e46)
Duration of asthma, yrs 21.94 (8e39)
Sex 21 male/13 female
FEV1, L 3.45 (1.93e5.69)
FEV1, % predicted 89.3 (71.0e123.4)
FENO, ppb 69.3 (16.1e216.1)
Allergens used for

bronchial challenge
20 dust mite, 7 cat hair,
5 grass mix

Definition of abbreviations: FENO Z exhaled breath nitric oxide.
Data were collected before the first treatment period. Values
represent mean (range), except for FENO data, which are pre-
sented as geometric mean (range).
following rosiglitazone. No treatment related trends were
observed in safety laboratory parameters, blood pressure,
ECG parameters, beta agonist reliever use and pre-dose
FEV1 values. Most pedal oedema ratings were grade
0 (<1 mm) throughout the study. One subject had an
oedema rating of grade 2 (3 to 5 mm) at Day 28 on placebo
and one subject had an oedema rating of grade 2 at Day 28
on rosiglitazone. None of the cases of peripheral oedema
were considered clinically significant.

Allergen challenge

Early asthmatic response (EAR)
The EAR FEV1 change from post saline baseline on day 28
was similar during treatment with roglitazone and placebo
(Fig. 3). There was no significant difference for either the
minimum FEV1 or weighted mean FEV1 change from base-
line endpoints (Table 2).

Late asthmatic response (LAR)
The change from post saline baseline FEV1 from 4e10 hrs
post allergen on day 28 was not statistically significant for
the minimum LAR during treatment with rosiglitazone
compared with placebo but was statistically significant for
the weighted mean LAR (Fig. 3; Table 2). The difference in
weighted mean was 0.06 L (95% CI 0.01 to 0.11) which
equates to a 15% attenuation of the response during
placebo treatment.

Methacholine challenge

The adjusted geometric mean methacholine PC20 (mg/ml)
performed23 hoursafter theallergenchallengewere0.06 (95%
CI 0.05 to 0.08) and 0.07 (95% CI 0.05 to 0.09) after treatment
with rosiglitazone and placebo respectively. There was no
statistically significant difference between the methacholine
reactivity during dosing with rosiglitazone and placebo (mean
doubling dose difference �0.20, 95% CI �0.62 to 0.22).

AMP challenge

During the course of the study a problem emerged with the
supply of AMP challenge agent that made it impossible to



Figure 3 Early and late asthmatic response to inhaled
allergen challenge after 28 days of treatment with either
rosiglitazone or placebo. Adjusted means and 95% confidence
intervals of change in FEV1 compared with post-saline value are
shown.
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continue with this part of the investigation. AMP challenge
data were therefore missing for 12 subjects in each of the
treatment groups owing to this supply problem.

The adjusted geometric mean AMP PC20 (mg/mL) 1e
3hrs post-dose on day 14 were 1.01 (95% CI 0.55 to 1.89) and
1.49 (95% CI 0.79 to 2.80) after treatment with rosiglitazone
and placebo respectively. There was no statistically
significant difference between the AMP reactivity during
dosing with rosiglitazone and placebo (mean doubling dose
difference �0.55, 95% CI �1.59 to 0.48).

Exhaled NO

Geometric mean and 95% confidence intervals for pre-dose
FENO concentrations on days 1, 14, and 28 are shown in
Table 3. Measurements were also made pre-challenge on
day 29 (24 hours post allergen challenge) and after the
challenges on days 14 (AMP) and 29 (methacholine); these
data are summarised in the supplement (online data
supplement Table E1). FENO (pre dose) in the rosiglitazone
group was reduced on average by 16% from baseline on Day
14 and by 24% on Day 28. In the placebo group, FENO was
reduced on average by 5% from baseline on Day 14 and by
12% on Day 28. There was statistical evidence of a differ-
ence in pre-dose FENO between the rosiglitazone and
Table 2 Early and Late asthmatic FEV1 responses.

Absolute Change from
Baseline Endpoint (L)

Adjusted Mean (95% CI)

Rosiglitazone (N Z 34) Placebo (N Z

Early Asthmatic Response (EAR)
Minimum �1.37 (�1.54, �1.19) �1.30 (�1.48
Weighted Mean �0.37 (�0.48, �0.26) �0.34 (�0.45

Late Asthmatic Response (LAR)
Minimum �0.84 (�0.93, �0.74) �0.90 (�1.00
Weighted Mean �0.32 (�0.37, �0.27) �0.38 (�0.43

a A 95% CI for the treatment difference excluding 0 indicates statis
placebo treatment groups on days 14 and 28. On average,
pre-dose FENO was reduced by 12% (95% CI 1.3 to 22%
reduction) on Day 14 and 14% (95% CI 1.5 to 25% reduction)
on Day 28 following administration of rosiglitazone
compared with placebo.

Biomarkers

Adiponectin was measured as a pharmacodynamic measure
of PPARg activity (and hence also of compliance). There
was a substantial increase in the average blood concen-
tration of adiponectin (7.1 mg/L on Day 1 to 17.2 mg/L on
Day 28), as expected after treatment with rosiglitazone. No
elevation of adiponectin was observed during treatment
with placebo (Day 1 7.5 mg/L; Day 28 6.5 mg/L). There were
no major effects on hsC-reactive protein, interferon (IFN)-
g, interleukin (IL)-4, IL-6, IL-13, matrix metalloproteinase
(MMP)-9 or tumour necrosis factor (TNF)-a, although these
markers tended to be decreased after rosiglitazone (online
data supplement Table E2). There were no trends observed
in the blood differential white cell count measured on days
1, 14, and 28 (online data supplement Table E3).

Sputum differential counts were not analysed and are
not presented owing to the low proportion of samples that
were assessed as viable.

Discussion

PPARg is expressed widely in the lung, in inflammatory,
resident, and structural cells.6 There is a considerable body
of in vitro findings suggesting that PPARg agonists have
anti-inflammatory effects. For example, they reduce TNF,
IL1 and IL6 production in airway epithelial cells, they
reduce eosinophil migration and killing, and reduce IL2, IL5
and IFNg production by T cells.7e9

The in vitro work has been supplemented by work in the
mouse ovalbumin model of airway hyper-responsiveness.
Treatment with a PPARg agonist (ciglitazone) during sensi-
tization, or immediately prior to allergen challenge mark-
edly reduced airway hyper-responsiveness and
inflammatory infiltrate into the lungs.10,11 The doses of
ciglitazone administered are similar to those required in
animal models of diabetes.

In man there is evidence that PPARg is upregulated in
the airway epithelium and smooth muscle cells of those
with asthma.3 Treatment with corticosteroids reduces
Treatment Difference (95% CIa)
Rosiglitazone - Placebo

% Attenuation
from Placebo
Response

32)

, �1.12) �0.07 (�0.28, 0.15) �5
, �0.23) �0.03 (�0.15, 0.09) �9

, �0.80) 0.06 (�0.03, 0.16) 7
, �0.32) 0.06 (0.01, 0.11) 15

tical significance at the 5% level.



Table 3 Summary of exhaled nitric oxide data (FENO ppb).

Day Time Placebo (N Z 32) Rosiglitazone (N Z 34)

n Geometric Mean
(95% Confidence Interval)

n Geometric Mean
(95% Confidence Interval)

1 Pre-dose 32 68.23 (54.48, 85.41) 34 74.09 (59.07, 92.92)
14 Pre-dose 30 66.05 (51.18, 85.23) 32 60.34 (47.72, 76.29)
28 Pre-dose 32 64.18 (50.02, 82.33) 33 53.54 (42.62, 67.24)
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expression of PPARg, but this observation does not eluci-
date whether this is because PPARg contributes to the
pathophysiology or is simply a marker of inflammatory
process. There are 2 case reports of patients with asthma
reporting reduced wheeze when given a PPARg agonist
(pioglitazone) for the treatment of type II diabetes.12

Taken together these data suggest that PPARg agonists
may have anti-inflammatory effects that are of clinical
benefit in asthma, but evidence in humans is lacking. This
study used rosiglitazone as tool compound to explore this
further in humans.

Rosiglitazone is a high affinity (IC50 Z 10 nM) PPARg
agonist.13 It also demonstrates considerable selectivity for
PPARg over other PPAR subtypes (a and d).14

The inhaled allergen challenge model is a well estab-
lished one in which the LAR (4-10 hours post allergen)
appears to correlate with the extent of airway inflamma-
tion and disease activity. Recruitment of activated eosin-
ophils, key cells in the pathogenesis of asthma, underlies
the late bronchoconstrictor response to allergen chal-
lenge.15 The inflammatory response initiated by allergen
challenge extends beyond the changes in FEV1 seen in the
early and late asthmatic response, and can be observed as
increased bronchial hyper-responsiveness for several days
after allergen challenge.16 Inhaled corticosteroids
(including budesonide and fluticasone) reduce the airway
hyper-responsiveness seen after allergen challenge
compared to placebo. The inclusion of a methacholine
assessment on Day 29 increased the sensitivity of the study
to detect an anti-inflammatory effect of treatment with
a PPARg agonist.

AMP is an indirect stimulus of bronchoconstriction,
although its precise mechanism of action is unknown. It is
best validated in terms of the action of corticosteroids.17,18

This challenge was included on day 14 as a secondary
endpoint because studies of inflammatory biomarkers have
shown a statistically significant effect of treatment with
rosiglitazone by Day 14 (the effect is maximal by Day 28
when the allergen challenge (primary endpoint) was
assessed).19

Treatment with PPARg agonists is associated with a rise
in plasma adiponectin and this is a useful pharmacodynamic
marker. Treatment with rosiglitazone 4 mg bid for 28 days
in this study was associated with a substantial rise in plasma
adiponectin. The magnitude of the change was similar to
that which has previously observed in patients with type II
diabetes during treatment with rosiglitazone.20 The dose of
rosiglitazone was selected on the basis that, of the regi-
mens tested, this was associated with the greatest effect
on plasma glucose in patients with type II diabetes,21 and
has a safety profile appropriate for investigative adminis-
tration to patients with mild asthma.

Treatment with rosiglitazone was not associated with
any effect on the EAR. The EAR is mediated by acute
inflammatory mediators such as prostaglandins and leuko-
trienes; rosiglitazone was not expected to have an effect
on this response. By contrast, treatment with rosigliata-
zone was associated with a statically significant reduction
in the weighted mean LAR compared with placebo. The
magnitude of the effect was however modest (15%). Clini-
cally effective anti-inflammatories such as corticosteroids
are associated with an approximately 90% attenuation of
the LAR.22,23 Montelukast, a leukotriene antagonist widely
used in asthma but considered to have limited anti-
inflammatory effects, has its principal effect on the EAR,
but is also associated with approximately 25% attenuation
of LAR.23,24 In this context, the 15% attenuation associated
with rosiglitazone is unlikely to be associated with
a substantial impact during treatment of clinical asthma.
The methacholine response on day 29 supported this
conclusion: rosiglitazone required a lower concentration of
methacholine to achieve at least a 20% fall in FEV1 when
compared with placebo, but this did not reach statistical or
clinical significance. The dataset for the stand alone AMP
challenge on day 14 is limited but is consistent with the
response observed for the methacholine challenge.

Exhaled NO is widely used as a measure of airway
inflammation.25,26 Consistent with the LAR findings, treat-
ment with rosiglitazone in this population of mild asth-
matics was associated with a (pre-dose) reduction in FENO

that was statistically greater than that observed during
treatment with placebo. The blood biomarker data only
show substantial effects on adiponectin, a marker of PPAR
activation. Trends towards a reduction in inflammatory
markers were observed (e.g. IL-4, IL-6, IL-13), but none of
these were considered major effects. There were no trends
observed in the blood differential white cell count.

Like all models, the allergen challenge has its limita-
tions, but it is a sensitive measure of the potential for
clinically effective anti-inflammatory drugs. All drugs that
have clinically useful anti-inflammatory actions have
a beneficial effect on the LAR.27 In view of the modest
effect on the allergen challenge the ability of the
biomarker data to inform on the mechanism of the
observed effect is limited. The observed reduction in FENO

is consistent with in vitro observations that PPARg agonist
activity is associated with an inhibition of NO synthase.
Although statistically significant the magnitude of the
reduction is smaller than observed with inhaled cortico-
steroids (e.g. fluticasone).28 The findings of this study are
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consistent with in vitro studies but the concentrations
associated with effects on nitric oxide synthase in vitro are
observed at high concentrations (10 mM) and there is some
evidence that these actions may be PPARg independent.29

This raises the possibility that much higher doses of a PPARg
agonist may be required to achieve all the anti-inflamma-
tory effects observed in vitro; this is however somewhat
speculative given the good evidence for substantial PPARg
activation seen in this study. In addition PPARg agonists are
associated with dose-related adverse effects such as weight
gain (probably secondary to fluid retention), therefore
substantially higher doses may not associated with a posi-
tive benefit/risk profile in asthma.

It is of note that Spears et al observed a clinically rele-
vant improvement in FEV1 in smoking asthmatics treated
with rosiglitazone for 4 weeks. The population in that study
is markedly more severe than that studied here (FEV 70e
75% predicted vs 89% in this study; clinical requirement for
inhaled corticosteroids).5 Smoking asthmatics show corti-
costeroid insensitivity. The mechanisms underlying this are
not fully characterized but have been postulated to involve
a change in cytokine profile resulting in altered glucocor-
ticoid receptor signalling, a reduction in the activity of
HDAC, and an increase in competing molecular events.30

Which of these may be responsible for the differences
observed is not known.

Conclusion

Treatment with a PPARg agonist (rosiglitazone) was asso-
ciated with a modest (15%) reduction in the late asthmatic
reaction in the allergen challenge model of asthma. This
was accompanied by trends in other markers of efficacy and
anti-inflammatory activity but none were considered major
effects. In conclusion the findings of this study would imply
that a PPARg agonist alone is unlikely to be a clinically
effective anti-inflammatory in mild asthma when used
alone. The intriguing differences between the results of
this study and another in smoking asthmatics would benefit
from further mechanistic evaluation.
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Exclusion Criteria 
Exclusion criteria were the presence of other significant medical conditions, known 
hypersensitivity to rosiglitazone, cardiac failure or history of cardiac failure (NYHA 
stages I to IV), hepatic impairment and use of insulin [Hepatic impairment is defined 
as ALT, AST, total bilirubin, GGT and alkaline phosphatase >2.5 times the ULN or 
cirrhosis (Child-Pugh class B/C)], a respiratory tract infection in the previous 4 weeks, 
a previous history of a life threatening asthma exacerbation, oral steroid therapy 
within 5 weeks or inhaled steroid therapy within 1 week of screening (21-55 days 
prior to study treatment), on-going allergen desensitisation and ECG and laboratory 
abnormalities. 
 
 
AMP and methacholine challenges 
AMP and methacholine challenges were performed using a Koko Dosimeter (nSpire 
Health) if the FEV1 was >65% predicted. All inhalations were performed slowly from 
FRC to TLC over 3 seconds followed by breath holding for 6 seconds. There were 
five inhalations at each dose level. FEV1 was measured at 60 and 180 secs and the 
highest recorded. Initially, 0.9% saline control was used. Subjects with a post-saline 
decrease >10% on three consecutive occasions did not receive AMP or methacholine. 
For AMP, subjects were administered doubling concentrations (DC) from 0.039 to 
320mg/ml, until a >20% fall in FEV1 was achieved or the highest concentration of 
AMP was administered. 
For methacholine, subjects were administered doubling concentrations from 0.03125 
to 32 mg/ml until a >20% fall in FEV1 was achieved or the highest concentration of 
methacholine was administered.  
The provocative concentration required to reduce the FEV1 by 20% of the post-saline 
baseline value (PC20) was derived by linear interpolation between the lowest 
concentration that caused a >20% fall and the preceding concentration. If the FEV1 

did not fall by more than 20% following the highest concentration then the PC20 was 
set to the highest concentration given in the challenge. If the FEV1 fell by more than 
20% following the first concentration the PC20 was derived as [20x lowest 
concentration]/ [% fall following lowest concentration]. 
 
Allergen Challenge 
Bronchial allergen challenges were only performed if the FEV1 was >75% predicted, 
and were performed using a Koko Dosimeter (nSpire Health) as described for AMP 
and methacholine. 
Allergen for skin prick tests (Soluprick SQ, Alk Abelló (UK) Ltd) was stored at 4°C; 
each subject was assessed for sensitivity to house dust mite, cat, grass pollen, and 
positive and negative controls. The allergen for inhalation was selected according to 
the largest skin test wheal (positive >3 mm) and clinical history. Fresh solutions of 
allergen were made up in 0.9% saline in doubling concentrations from 250 SQ-U/ml 



to 32 000 SQ-U/ml. Subjects inhaled five breaths of saline as control followed by five 
breaths of the lowest concentration of allergen. 
FEV1 was measured at 5 and 10 minutes after inhalation and the highest value 
recorded for analysis. If the fall in FEV1 was <10% of the post-saline value, a further 
five breaths of a quadruple concentration of allergen was inhaled. If a 10–15% fall in 
FEV1 was achieved, a further five breaths of a doubling concentration was inhaled. 
Challenges were terminated when a fall in FEV1 of at least 15% from the post-saline 
value was recorded or the maximum concentration had been given. FEV1 was 
measured at 15, 20, 30, 45 and 60 minutes and every 30 minutes thereafter for a total 
of 10 hours after the challenge. The early asthmatic response (EAR) was defined as a 
fall in FEV1 of ≥20% from the post saline value, on at least one occasion, between 10 
and 30 minutes. The late asthmatic response was defined as a fall in FEV1 of ≥15% 
from the post saline value, on at least three occasions, two of which were consecutive, 
between 4 and 10 hours after the final concentration of allergen. Minimum LAR was 
derived as the minimum FEV1 value over 4-10 hrs post allergen challenge. Minimum 
EAR was derived as the minimum FEV1 over 0-2 hrs post allergen challenge. 
Weighted mean LAR and EAR endpoints were derived by calculating the AUC over 
the relevant time interval using the linear trapezoidal rule and dividing by the time 
interval. The post-saline timepoint (i.e. 0 hrs) was excluded from the derivation of 
minimum EAR. 
 
The concentration identified at screening to be associated with a fall in FEV1 of 
>15% from the baseline value was then administered as a single dose on allergen 
challenge days during treatment periods. 
  

Procedure for Induction and Processing of Sputum Samples 
Baseline FEV1 was measured on three occasions (with best of 3 taken as the retained 
value). All subjects were given bronchodilator 15 minutes prior to post bronchodilator 
baseline spirometry. After 15 minutes resting, the post-bronchodilator FEV1 was 
measured on three occasions and the best value recorded. This value was used to 
calculate any subsequent fall in FEV1 during the procedure. 20 ml of hypertonic saline 
was placed into the cup of the nebulizer.  The subject inhaled the mist through the 
mouthpiece (tidal breathing) for 7 minutes. Saline inhalation was performed in 3 
periods of 7 minutes. 
At the end of each 7 min period, the subject was asked to perform 3 steps:  
1. Rinse and gargle their mouth with water then expectorate (leaning forward) 
2. Scrape and clear the back of their throat (but not a cough) then expectorate 
3. Blow their nose. 
Following these steps the subject then performed a cough attempt. The cough must be 
a “chesty type” cough that does not contain any scraping from the back of the throat 
in order to bring the sample up and then expectorated into the pre weighed specimen 
cup.  
The FEV1 was measured before commencing the next nebulization.  If the FEV1 fell 
by 20% or greater of the post bronchodilator value, the procedure was terminated and 
bronchodilator therapy given as needed.  



Sputum processing  
1. Prompt processing: Sputum samples were kept on ice at all times and were 

processed immediately (and at least within 2 hrs.).  
2. Sputum selection: The sputum sample was poured onto a Petri dish for visual 

examination or inspection. The colour, purulence and signs of blood 
contamination are noted. All solid or dense looking material (defined as sputum 
plug), usually gelatinous and mucoid, was selected from the clear salivary fluid 
with sterile blunt-ended forceps and placed into a pre-weighed polypropylene test 
tube.  

3. Reagents: A 1% stock of Dithiothreitol (DTT) was made up monthly and kept in 
the fridge.  A working solution of 0.1% DTT was freshly prepared each day of 
processing by adding 9 ml of 1X Phosphate Buffered Saline (PBS) to 1 ml of 1% 
stock DTT.  The working DTT solution and PBS was kept at 4°C. 

4. Addition of DTT: DTT was added in a ratio of 4 ml DTT to 1 g sputum plugs. 
5. Liquefaction: The sample was gently agitated (at room temperature) on a rolling 

mixer for 15 minutes.  If the sample was not dispersed completely, it was 
aspirated gently with the pipette to complete the homogenisation of the sample.  
PBS (in the ratio of 4:1 as per DTT) was added to the sputum sample and the 
sample is inverted gently.  

6. Filtration: The sample was filtered using a 60µm pore nylon mesh filter. 
7. Dilution Factor: The dilution factor for analysing fluid phase constituents was 

one volume sputum to eight volumes liquid: i.e. a 9 times dilution.   
8. Centrifugation: The filtrate was centrifuged at 4°C for 10 minutes at 1500 rpm to 

precipitate the cells into a soft pellet.  
9. Supernatant aliquots: The supernatant was aliquoted into appropriately labelled 

screw-cap polypropylene storage tubes.  All sputum supernatant aliquots were 
stored at approximately -80ºC until required for analysis.   

10. Resuspension: The cell pellet was resuspended in an appropriate volume of PBS 
(i.e. 1mL) to ensure the cell pellet was fully resuspended.  This suspension was 
mixed by gentle pipetting.  

Preparation of slides for differential cell count 
1. Hemocytometry: 25µl of trypan blue was added to 25µl aliquot of the cell 

suspension reserved on ice. It was gently pipette aspirated 2-3 times to ensure 
good mixing. 10µl of the mixture was placed in the hemocytometer under the 
microscope for cell counting using an improved Neubauer hemocytometer.  A size 
number 1 cover slip was used.  If the cells were too dense for an accurate count, 
the procedure was repeated with additional dilution until satisfactory for an 
accurate count.  Cells are counted in the bottom left, right, and top left and right 
quadrants of the hemocytometer grid.  

2. Calculation: The total leukocyte count per ml (average number of viable and dead 
cells) was calculated, taking into account the dilution factor of trypan blue, by 
using the following formula: 



Total leukocyte 
count 

Cells/ml 

= Average no of 
viable + dead 

leukocytes 

x trypan blue 
dilution factor 

 

x 104

• Cytospin preparation: After calculation of total leukocyte count, the sputum cell 
suspension was adjusted to 1,000,000 leukocytes/mL.  Four cytospin blocks were 
prepared, using labelled coated slides. 60µl aliquots are loaded onto the blocks. 

3. Staining: The four slides were left to air-dry.  Once dry, two slides were fixed in 
ethanol for 5 seconds, air dried overnight, and stored without cover slip mounting 
at room temperature.  The remaining two slides are stained with Diff-Quik stain as 
per manufacturer’s instructions and stored at room temperature. 

Differential cell counts were determined by assessment of 400 cells (squamous and 
non-squamous) on the Cytospin. Two independent readers read each slide using the 
same reading method, for example, starting at the centre of the slide and moving 
outwards to the top left then clockwise. Each reader’s observation was recorded on a 
separate spreadsheet. A total of 400 cells were counted and the following parameters 
will be recorded: 
a) absolute number of eosinophils, neutrophils, macrophages, and lymphocytes, 
squamous and bronchial epithelial cells 
b) differential count (% out of total number of non-squamous cells) of eosinophils, 
neutrophils, macrophages, bronchial epithelial cells and lymphocytes (as % of 
nucleated cells excluding squamous cells).  
Slide quality check: a sample with <50% viability (Trypan Blue exclusion staining 
under the hemacytometer) or >30% squamous epithelial cells (Diff Quik staining of 
cytospin) was considered unacceptable.  
 
Statistical Analysis 
Objectives: The primary objective was to evaluate the effect of treatment with 
rosiglitazone  compared with placebo on the LAR. The secondary objectives were to 
perform the same comparisons for rosigliazone against placebo for methacholine 
reactivity following allergen challenge, AMP challenge, the EAR, FeNO and 
biomarkers of iNOS activity from bronchoscopy.  
Sample Size: The sample size calculation was mainly based on the primary endpoint; 
The minimum LAR change from post saline FEV1 baseline measurement. The 
smallest mean change from baseline placebo response observed for minimum LAR in 
previous allergen challenge studies was -1.108L and the largest within-subject 
standard deviation was 0.532.  Based on this placebo response and standard deviation 
22 subjects were required in order to detect a 50% attenuation (i.e. improvement) in 
the minimum LAR compared to placebo with 90% power, at the two-sided 5% 
significance level. This sample size was also expected to be sufficient to detect a 2 
doubling dose difference between active and placebo treatments for the AMP and 
methacholine challenges based on previous data. 34 patients were recruited into the 
study to allow for dropouts and to give more confidence in detecting smaller 
treatment effects if they were present.   
Randomisation: Subjects were assigned to treatment in accordance with the 
randomisation schedule generated by the GlaxoSmithKline in-house web server-based 



clinical trials randomisation system.  Subjects were randomised to one of the 
following two treatment sequences: ‘Rosiglitazone/Placebo’ or 
‘Placebo/Rosiglitazone’.  A block size of 2 was used when generating the 
randomisation code. 
Statistical Methods:  All analyses were peformed in the GlaxoSmithKline in-house 
reporting system which used SAS version 8.2 on a UNIX platform.  All confidence 
intervals presented are two-sided 95% confidence intervals. 
Absolute change from post-saline baseline LAR and EAR endpoints (minimum and 
weighted mean over the relevant time interval) were analysed using a mixed effects 
model with treatment and period fitted as fixed effects and subject fitted as a random 
effect.  The subject’s post-saline baseline within a period and the mean of the baseline 
across the two treatment periods were fitted as covariates (fixed effects).   The same 
statistical model was fitted for the analysis of the methacholine and AMP challenge 
PC20 endpoints.  The PC20 data (including baseline within period and the mean of 
the baseline across both periods) were log2-transformed prior to analysis in order to 
interpret the results as a doubling dose difference.   Statistical significance at the 5% 
level was concluded where the 95% confidence interval for the treatment difference 
excludes 0.   
FeNo data at all timepoints were summarised.  In addition, FeNO change from 
baseline ratio was analysed for the pre-dose timepoints on days 14 and 28 and pre-
challenge on day 29 using a repeated measures analysis. A mixed effects model was 
fitted with period, treatment group, baseline (pre-dose day 1) within each period and 
the mean of the baselines across both periods, day, treatment group by day interaction 
term and baseline by day interaction term and the mean baseline by day interaction 
term fitted as fixed effects, and subject fitted as a random effect.  FeNO change from 
baseline ratio and baseline data was loge-transformed prior to analysis due to the 
distribution of the data. Statistical significance at the 5% level was concluded where 
the 95% confidence interval for the treatment difference excludes 1.   
 
 
Supplement table E1 
Summary of post challenge Exhaled Nitric Oxide Data (FENO ppb) 

Placebo 
(N= 32) 

Rosiglitazone 
(N=34) 

Day Time 

n Geometric Mean 
(95% Confidence 

Interval) 

n Geometric Mean 
(95% Confidence 

Interval) 
14 Post-AMP1 18 63.59 

(43.28, 93.43) 
19 57.46 

(39.15, 84.33) 
Pre-challenge 32 97.15 

(79.24, 119.11) 
33 87.52 

(72.81, 105.19) 
29 

Post-
methacholine1

28 99.34 
(77.90, 126.67) 

28 98.61 
(82.22, 118.26) 

 
 



 
Online Data Supplement Table E2 
Summary of pre-dose blood biomarker data 
 

Rosiglitazone                      Placebo  
 

 
Day n Geometric 

Mean 
95% 

Confidence 
Interval 

n Geometric 
Mean 

95% 
Confidence 

Interval 
1 33 7113 5737, 8820 32 7510 5771, 9774 
14 33 14299 11300, 18094 32 7017 5479, 8986 

Adiponectin 
(ng/mL) 

28 33 17221 13332, 22245 32 6502 5182, 8158 
1 33 0.06 0.05, 0.08 32 0.06 0.04, 0.09 
14 33 0.04 0.03, 0.05 32 0.07 0.05, 0.10 

hsCRP 
(mg/dL) 

28 33 0.04 0.03, 0.06 32 0.07 0.05, 0.10 
1 33 1.93 0.94, 3.96 32 2.27 1.10, 4.69 
14 33 2.06 1.00, 4.24 32 2.68 1.321.33, 5.42 

IFNγ 
(pg/mL) 

28 33 1.83 0.89, 3.75 32 3.07 1.49, 6.31 
1 33 10.73 4.69, 24.55 32 9.77 4.34, 21.98 
14 33 8.84 3.77, 20.73 32 10.72 4.91, 23.43 

IL-4 
(pg/mL) 

28 33 7.98 3.29, 19.31 32 12.22 5.94, 25.13 
1 33 9.19 6.28, 13.46 32 8.04 5.22, 12.39 
14 33 7.93 5.18, 12.15 32 8.07 5.23, 12.44 

 
IL-6 
(pg/mL) 28 33 7.48 4.68, 11.96 32 8.79 5.87, 13.18 

1 33 0.83 0.39, 1.76 32 0.64 0.29, 1.38 
14 33 0.73 0.33, 1.59 32 0.71 0.34, 1.47 

 
IL-13 
(pg/mL) 28 33 0.58 0.27, 1.24 32 0.72 0.33, 1.57 

1 33 136552 117640, 158504 32 133713 112927, 158325 

14 33 119391 100660, 141609 32 133554 115397, 154568 
MMP9 
(pg/mL) 

28 33 109086 93293, 127552 32 143880 123287, 167912 

1 33 3.03 2.22, 4.14 32 2.87 2.13, 3.88 
14 33 2.91 2.10, 4.04 32 2.84 2.10, 3.85 

 
TNFα 
(pg/mL) 28 33 2.80 2.02, 3.88 32 3.01 2.19, 4.15 
CRP=C-reactive protein; IFN=interferon; IL=interleukin; MMP=matrix metalloproteinase; 
TNF=tumour necrosis factor. 

 



 
Online Data Supplement Table E3 
Pre-dose peripheral blood differential cell counts 
 

Rosiglitazone                      Placebo  
Cell Count 

GI/L 

 
Day n Geometric 

Mean 
95% 

Confidence 
Interval 

n Geometric 
Mean 

95% 
Confidence 

Interval 
1 34 6.26 5.86, 6.69 32 5.90 5.36, 6.48 

14 3433 5.74 5.32, 6.18 32 5.81 5.40, 6.25 
White Blood 
Cells 

28 33 5.48 5.02, 5.98 32 5.92 5.49, 6.38 
1 34 0.39 0.30, 0.50 32 0.37 0.28, 0.48 

14 3433 0.35 0.27, 0.45 32 0.37 0.29, 0.47 
Eosinophils 

28 33 0.33 0.26, 0.42 32 0.38 0.29, 0.48 
1 34 1.91 1.76, 2.07 32 1.84 1.71, 1.98 

14 3433 1.87 1.74, 2.01 32 1.83 1.69, 2.00 
Lymphocytes 

28 33 1.85 1.69, 2.03 32 1.86 1.73, 2.00 
1 34 0.48 0.44, 0.53 32 0.47 0.42, 0.52 

14 3433 0.49 0.44, 0.54 32 0.45 0.41, 0.50 
Monocytes 

28 33 0.46 0.42, 0.51 32 0.47 0.42, 0.53 
1 34 3.21 2.87, 3.58 32 2.97 2.57, 3.42 

14 3433 2.84 2.50, 3.22 32 2.93 2.63, 3.27 
Neutrophils 

28 33 2.62 2.31, 2.98 32 3.00 2.69, 3.34 
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