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2. In conclusion, Hev b 12 seems to be a clinically relevant

allergen in patients with an nsLTP allergy, although further

studies are needed in larger study populations and additional
geographic areas.

Margaretha A. Faber, MD"

Vito Sabato, MD*

Chris H. Bridts, MT"

Ajay Nayak, PhD"

Donald H. Beezhold, PhD"

Didier G. Ebo, MD, PhD"

From “the Faculty of Medicine and Health Science, Immunology-Allergology-Rheuma-
tology, University of Antwerp and Antwerp University Hospital, Antwerp, Belgium,
and °the Health Effects Laboratory, National Institute for Occupational Safety and
Health, Morgantown, WV. E-mail: immuno@uantwerpen.be.

The findings and the conclusions in this report are those of the authors and do not neces-
sarily represent the views of the National Institute for Occupational Safety and
Health.

V.S. is a Clinical Researcher of the Research Foundation Flanders (FWO: 1700614N).
D.G.E. is a Senior Clinical Researcher of the Research Foundation Flanders (FWO:
1800614N). This study was partially funded by the agency for Innovation by Science
and Technology (IWT TBM 140185).

Disclosure of potential conflict of interest: The authors declare that they have no relevant
conflicts of interest.

REFERENCES

1. Schuler S, Ferrari G, Schmid-Grendelmeier P, Harr T. Microarray-based
component-resolved diagnosis of latex allergy: isolated IgE-mediated sensitization
to latex profilin Hev b8 may act as confounder. Clin Transl Allergy 2013;
3:11.

2. Ebo DG, Hagendorens MM, De Knop KJ, Verweij MM, Bridts CH, De Clerck LS,
et al. Component-resolved diagnosis from latex allergy by microarray. Clin Exp
Allergy 2010;40:348-58.

3. Beezhold DH, Hickey VL, Kostyal DA, Puhl H, Zuidmeer L, van Ree R, et al.
Lipid transfer protein from Hevea brasiliensis (Hev b 12), a cross-reactive latex
protein. Ann Allergy Asthma Immunol 2003;90:439-45.

4. Pamies R, Oliver F, Raulf-Heimsoth M, Rihs HP, Barber D. No rHev b 12-specific
IgE-response in children sensitized to natural rubber latex. Allergy 2005;60:
709-10.

5. Rihs HP, Rueff F, Lundberg M, Rozynek P, Barber D, Scheurer S, et al. Rele-
vance of the recombinant lipid transfer protein of Hevea brasiliensis: IgE-
binding reactivity in fruit-allergic adults. Ann Allergy Asthma Immunol 2006;
97:643-9.

6. Pomponi D, Bernardi ML, Liso M, Palazzo P, Tuppo L, Rafaiani C, et al. Allergen
micro-bead array for IgE detection: a feasibility study using allergenic molecules
tested on a flexible multiplex flow cytometric immunoassay. PLoS One 2012;7:
€35697.

7. Ebo DG, Swerts S, Sabato V, Hagendorens MM, Bridts CH, Jorens PG, et al. New
food allergies in a European non-Mediterranean region: is Cannabis sativa to
blame? Int Arch Allergy Immunol 2013;161:220-8.

8. Faber MA, Van Gasse A, Sabato V, Hagendorens MM, Bridts CH, De Clerck LC,
et al. Marihuana allergy: beyond the joint. J Investig Allergol Clin Immunol 2015
[in press].

9. Palomares O, Villalba M, Quiralte J, Polo F, Rodriguez R. 1,3-beta-glucanases as
candidates in latex-pollen-vegetable food cross-reactivity. Clin Exp Allergy 2005;
35:345-51.

Available online January 30, 2015.
http://dx.doi.org/10.1016/j.jaci.2014.12.1919

Intracellular residency of Staphylococcus
aureus within mast cells in nasal polyps: A
novel observation

To the Editor:

Chronic rhinosinusitis (CRS) with or without nasal polyps
(NPs) (CRSwNP and CRSsNP, respectively) is one of the most
common conditions encountered in medicine.' CRS is a disease of
the mucosa lining the sinonasal cavity characterized by recurrent
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episodes of inflammation resulting in chronic symptoms such as
nasal obstruction, facial pain, rhinorrhea, and reduction in sense
of smell."' CRS affects up to 15% of the general population in Eu-
rope and the United States, ranking it second in prevalence among
chronic conditions,’ and significantly affecting quality of life and
health care resources.” Despite the massive expenditure on medi-
cal and surgical therapies for this condition, a subset of patients
remains resistant to all established treatments.” Identification of
either a host or an environmental cause has been unsuccessful.
Proposed mechanisms of CRS pathophysiology include the role
of superantigens, abnormal cell-mediated immune responses,
changes in the inflammatory cytokine cascade, epithelial defects,
osteitis of the sinus walls, and viral, bacterial, and fungal factors.
Recent guidelines propose the classification of CRSwNP and
CRSsNP into 2 distinct pathological entities primarily based
on differences in inflammatory cytokine profiles." A CRSWNP
Ty2-mediated profile is characterized as eosinophilic with
elevated IL-5, IgE, RANTES, and eotaxin,' and a CRSsNP Ty1-
mediated profile is characterized as neutrophilic with elevated
TNF-a, IL-8, and IFN-y."

Emerging evidence implicates bacterial biofilms as mediators
of the inflammatory reaction in CRS.' Several studies provide
strong evidence that bacterial biofilms perpetuate inflammation
in CRS and are associated with more severe preoperative disease,
persistence of ongoing mucosal inflammation, and poor postsur-
gical outcomes.” Staphylococcus aureus has been identified as
the commonest biofilm-forming microbe in CRS and colonizes
the sinonasal cavities in 27% of the patients with CRSsNP and
in 60% of the patients with CRSwNP.*

Around 20% of the patients with CRS develop NPs,' and
although studies have clearly identified bacterial biofilms on the
sinonasal mucosa of patients with CRS, little data pertain to the
bacterial profiles specifically in NPs. We conducted a preliminary
study characterizing bacterial profiles in NPs, comparing them
with those on nonpolypoidal sinonasal mucosa from the same pa-
tients and with non-CRS sinonasal mucosa as control tissue.

A prospective study with full ethical approval was conducted in
9 patients with CRSwNP undergoing functional endoscopic sinus
surgery and 5 control patients undergoing transsphenoidal pitu-
itary surgery. Nonpolypoidal sinonasal mucosa and NPs were
collected from each patient with CRSwNP and sinonasal mucosa
from controls. The bacterial profiles were assessed using
fluorescence in situ hybridization with confocal laser scanning
microscopy (CLSM) and immunohistochemistry. Hybridization
conditions were optimized for CRS tissue using appropriate con-
trols (see the Methods section in this article’s Online Repository
at www.jacionline.org).

CLSM demonstrated surface-related bacterial biofilms on the
nonpolypoidal sinonasal mucosa of all 9 CRS samples (Fig 1, A),
but not on the epithelial surface of NPs. However, subepithelial
and intracellular bacteria were observed in the cytoplasm of
host cells in all 9 NP samples (Fig 1, B). The CLSM Z-axis
view indicated that intracellular bacteria were subepithelial in
all cases (Fig 1, C). Bacteria were confirmed within host cells us-
ing 4',6-diamidino-2-phenylindole, a nucleic acid stain that re-
solves the host cell nucleus, surrounded by densely packed
bacteria filling the cytoplasm (Fig 1, D). Biofilms were not
observed in any control samples. Species-specific fluorescence
in situ hybridization identified brightly fluorescent bacteria in
CRS samples including S aureus in 78%, Haemophilus influenza
in 33%, and Pseudomonas aeruginosa in 33% of the patients
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FIG 1. Intracellular S aureus in ex vivo NPs. Representative CLSM images of sinus mucosa and NP tissue
following FISH showing Staphylococcus aureus (yellow), Staphylococcus genus biofilms (red), and bacteria
hybridized only with a eubacterial probe (green). A, Aggregated bacteria are widely distributed over the
epithelial surface of sinus mucosa. B, In contrast, bacterial reservoirs surround host cell nuclei in NP bi-
opsies (white arrows). C, XYZ view: staphylococcal aggregates (white arrow) clearly visible beneath the
epithelial surface (yellow arrow). D, Intracellular S aureus reservoirs (pink) colocalized with DAPI-stained
host nuclei (gray). E, Imnmunohistochemistry staining with mouse anti-S aureus (brown) in an NP biopsy
section demonstrating S aureus within the cytoplasm of host cells (black arrows) (X40 magnification).
DAPI, 4'-6-Diamidino-2-phenylindole, dihydrochloride; FISH, fluorescence in situ hybridization.

(see Table EI in this article’s Online Repository at www.
jacionline.org). Immunohistochemistry confirmed our finding of
subepithelial intracellular S aureus, using an S aureus mAb (Fig
1, E). Immunohistochemical colocalization on sequential sections
identified the S aureus—harboring host cells as mast cells (MCs)
(Fig 2, A-D).
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Our study directly compared nonpolypoidal sinonasal mucosa
with NPs from the same patient (thus controlling for host
genetics) and is the first to observe both subepithelial bacteria
in ex vivo NP tissue and intracellular localization of S aureus
within MCs. This contrasts with recent studies that have shown
intracellular S aureus in nonpolypoidal CRS sinonasal mucosa.’
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