Letter to the Editor

A novel method for assessing unchallenged
levels of mediators in nasal epithelial lining
fluid

To the Editor:

There is a need to develop noninvasive methods to sample
epithelial lining fluid (ELF) from the respiratory system. The
nasal mucosa is easily accessible, and it has long been recognized
that there is a strong functional and immunologic relationship
between the nose and bronchi.'

It is possible to obtain samples of ELF by means of nasal
lavage,” which has been used to measure inflammatory protein
secretion after nasal allergen challenge. However, nasal allergen
challenge exaggerates natural exposures, and the unknown dilu-
tion factor from nasal lavage is a significant confounder and might
dilute the mediators to less than the detection limit of the .':1ssay.3
Therefore there is a need to measure mediators in the undisturbed
ELF.

We propose a method for sampling nasal ELF using a synthetic
absorptive matrix (SAM), separating the fluid by means of
centrifugation, and analyzing the sample with a multiplex quan-
titative protein assay for a panel of inflammatory mediators. The
advantage of this technique is that it analyzes undiluted ELF at the
tissue interface without need for stimulation of the mucosa.

We conducted a case-control study of children with sympto-
matic allergic rhinitis and healthy control subjects from the
Copenhagen Prospective Study on Asthma in Childhood birth
cohort® to assess whether unchallenged levels of nasal mediators
could be detected in ELF collected with SAM and whether such
levels associated with symptoms of allergic rhinitis.

The study was conducted August to September 2008 and was
approved by the Copenhagen Ethics Committee.

Case status was determined based on allergic rhinitis® with
troublesome symptoms in the previous 24 hours, and control

TABLE I. Cytokine and chemokine levels in SAM eluates

status was determined based on the absence of any rhinitis symp-
tom and any allergic sensitization. Ten cases (mean age, 8.3 years
[SD, 1.1]; 70% male) and 15 control subjects (mean age, 8.2 years
[SD, 1.1]; 73% male) were enrolled. Before investigation, sub-
jects were not allowed to use antihistamines for the last 48 hours
and nasal steroids or cromones for 14 days.

Nasal ELF was sampled with a strip of SAM (5§ X 25 mm)
inserted gently by means of direct vision into the nasal cavity
laterally against the anterior portion of the inferior turbinate (see
Figs E1 and E2 in this article’s Online Repository at www.jacion-
line.org). A nasal clip was applied, and the SAM was left for ab-
sorption for 2 minutes. Thereafter, the SAM strip was removed
and immediately stored at —80°C.

After thawing, the SAM was immersed in 300 pL of assay
buffer and then placed in the cup of a tube filter within an
Eppendorf tube and centrifuged for 5 minutes in a cooled
centrifuge at 16,000g. The levels of IL-1(3, IL-2, IL-4, IL-5,
IL-10, IL-12p70, IL-13, IFN-y, TNF-a, CXCLS8 (IL-8), CCL11
(eotaxin-1), CCL26 (eotaxin-3), CXCL10 (IFN-inducible protein
10 [IP-10]), CCL2 (monocyte chemoattractant protein [MCP] 1),
CCL13 (MCP-4), CCL22 (macrophage-derived chemokine
[MDC]), CCL4 (macrophage inflammatory protein [MIP] 1),
and CCL17 (thymus and activation-regulated chemokine
[TARC]) in the eluates were analyzed by using the MesoScale
Discovery multiplexed array system (MesoScale Discovery, Gai-
thersburg, Md). The sensitivities for all cytokines were 1 pg/mL
or less, and those for chemokines were 1 to 50 pg/mL.

SAM consists of Accuwik Ultra Medium, a synthetic, fibrous,
hydroxylated polyester medium that is commercially available
and designed for sample collection, storage, and conjugate
release. SAM is available in sheets of 8 inches X 10 inches
(catalog no. SPRO730; Pall Life Sciences, Ann Arbor, Mich) and
is cut into small strips for nasosorption. The material is hydro-
philic with low biomolecular binding, and protein-containing

Patients with allergic rhinitis

Patients with allergic rhinitis vs

Healthy control subjects healthy control subjects

Nasal mediator Median Range Median Range P value
IL-1B8 11.5 0.6-168.0 229 3.3-65.7 45
1L-2 2.8 0.9-6.1 33 0.6-5.6 74
L4 0.1 0-0.3 0.1 0.05-0.8 .66
IL-5 2.6 0.4-8.7 1 0.5-24 .01
1IL-10 8.7 3.9-16.2 8.1 2.9-16.4 91
IL-12p70 0.9 0.5-1.8 1.3 0.3-2.3 .26
1L-13 1.5 0.7-4.7 1.1 0.5-1.6 .01
IFN-y 1.4 0-6.1 2 0.003-15.1 .28
TNF-a 6.7 2-11.8 8 2.3-20.7 .66
CXCLS8 (IL-8) 3,313.9 1,305-10,634.7 4,764 739.8-14,274.4 45
CXCLI10 (IP-10) 28,650.8 8,492-49,344.6 12,413.9 346.7-39,635.0 .03
CCL2 (MCP-1) 41.2 18.6-107.2 22.2 10.7-86.4 .05
CCL4 (MIP-1B) 56.2 18.8-235.8 17.9 4.2-151.1 .01
CCL11 (eotaxin-1) 152.4 41.7-770.9 71.5 3.3-784.8 .04
CCL13 (MCP-4) 19.2 0-110.6 34 0-66.8 .70
CCL17 (TARC) 31.8 14.6-495.6 7.1 0-41.5 .02
CCL22 (MDC) 12 0-38 15.5 0-64.2 .68
CCL26 (eotaxin-3) 158.7 14.4-1,555 93 0-533 93

All levels are presented as picograms per milliliter.
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FIG 1. Levelsof IL-5(A) and IL-13 (B) in nasal secretions sampled with SAM in 25 children with allergic rhinitis
and healthy control subjects. Horizontal bars represent median values for each group. After thawing, the
SAM was immersed in 300 pL of Milliplex assay buffer (catalog no. L-AB; Millipore, Billerica, Mass) and
then placed in the cup of a cellulose acetate 0.22-pm pore size tube filter (Spin-X Centrifuge Tube Filter,
catalog no. CLS8161; Sigma-Aldrich, St Louis, Mo) within an Eppendorf tube and centrifuged for 5 minutes
in acooled centrifuge at 16,000g. The levels of IL-1B, IL-2, IL-4, IL-5, IL-10, IL-12p70, IL-13, IFN-y, TNF-a,, CXCL8
(IL-8), CCL11 (eotaxin-1), CCL26 (eotaxin-3), CXCL10 (IP-10), CCL2 (MCP-1), CCL13 (MCP-4), CCL22 (MDC),
CCL4 (MIP-1B), and CCL17 (TARC) in the eluates were analyzed with the MesoScale Discovery multiplexed
array system (Human 10-plex Ty1/Ty2 cytokine assay and 9-plex chemokine assay). Assays were conducted
according to standard manufacturer’s protocols, and samples were read with the Sector Imager 6000. The
sensitivities for all cytokines were 1 pg/mL or less, and those for chemokines ranged between 1 and 50 pg/mL.

samples are stable during storage at —80°C. The SAM is highly
absorbent, and the fiber surfaces have been modified to enhance
water wettability.

Differences in mediator levels in cases versus control subjects
were tested by using the nonparametric Wilcoxon rank sum test.

Further details of the methods are outlined in this article’s
Online Repository at www.jacionline.org.

Unchallenged levels of 12 of the 18 mediators (IL-1f3, IL-2, IL-
5, 1L-10, IL-12p70, IL-13, TNF-a, CXCLS [IL-8], CXCL10 [IP-
10], CCL2 [MCP-1], CCL4 [MIP-1B3], and CCL11 [eotaxin-1])
were detectable in all samples, and IL-4, IFN-y, CCL13 (MCP-4),
CCL22 (MDC), and CCL17(TARC) were detectable in approx-
imately two thirds of the samples (Table I).

Levels of the cytokines IL-5 and IL-13 (Fig 1), as well as the
chemokines CCL11 (eotaxin-1), CCL17 (TARC), CCL2 (MCP-
1), CCL4 (MIP-1), and CXCL10 (IP-10), were significantly
increased in patients with symptomatic allergic rhinitis compared
with those seen in healthy control subjects (Table I).

Assay specificity was suggested from the association between
levels of IL-5 and IL-13 (B-coefficient, 1.11; 95% CI, 0.7-1.6;
P <.0001; * = 0.52).

Thus we were able to detect nasal mediators in the ELF at
undisturbed baseline levels in healthy children. Children with
allergic rhinitis had increased levels of key Ty2-derived cytokines
(IL-5 and IL-13) and chemokines (CCL11 [eotaxin-1] and
CCL17 [TARC]) well known to be associated with eosinophilic
and allergic inflammation.' These findings provide a completely
new insight into the presence of mediators in healthy children
and children with symptomatic allergic rhinitis without prior al-
lergen challenge. Purely at a quantitative level, CXCL8 (IL-8)
and CXCL10 (IP-10) were detectable in all subjects at levels ex-
ceeding 300 pg/mL, suggesting that there might be a physiologi-
cal/pathophysiological function of these chemokines in ELF.

The major advantage of the SAM method is that it is nonin-
vasive and easy to perform. It enables characterization of

undisturbed immune mediator profiles in ELF of the upper

airways. It is suitable for use in children, and it enables detection

of many biomarkers that might be difficult to detect in the diluted

nasal lavage fluid.®

In conclusion, the proposed method to measure immune

mediator profiles in ELF is a feasible method to assess unchal-

lenged baseline levels of a broad spectrum of nasal mediators in

children with healthy and diseased nasal passages. The technique

enables important studies of early-life immune priming, upper

airway inflammatory endophenotypes,’ infections (eg, HIN1v in-

fluenza®), pharmacotherapy, and immune therapy and might be

used to characterize lower airway immunology by means of bron-
choscopic microsampling.’
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FIG E1. An SAM strip sized 5 X 25 mm cut from a sheet of 8 inches X 10 inches.
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FIG E2. Insertion of an SAM strip into the nasal cavity laterally against the anterior portion of the inferior
turbinate.
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