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Fig. 1. Flow cytometric analysis for plasmacytoidchdéte cells. A, lymphocyte gate
of R2. B, Lineage negative, HLA-DR positive gateR#f. C, Plasmacytoid dendritic

cells are gated base on CD123+ population. A anepBesentative case was shown.
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Fig. 2. Interferomx secretion in PBMCs with stimulation of CpG-ODN 122
PBMCs were stimulated by CPG-ODN 2216 for 24 hnterferon-a in culture

supernatants was analysised by ELISA.
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glowA S HEAIE HAbelA 4 2Ae B dxde] a9 A" 28

I+

35 (24 = 9/8) o9tk F @zl FAHA A, A Aot

Holx] gkekt(Table 1).

Table 1. Clinical characteristics

Control (n=17) Allergy (n=19) P value

Age 28+ 3.5 31+ 3.4 N.S.
Sex (Male) 9 9 N.S.
Skin test (Positive) 0 19 0.000
Nasal provocation test 0 19 0.000

N.S, not significant; Skin test, any positive résdtom skin prick test of five

allergen; Nasal provocation test, five point abmvehallenge test.

2.CD123 &% £A
FAANZY FAFAELE CD1232 FAste F T3he] Hwsich

<
s
oA H 0.25+ 0.23% Q153 ATl A= 0.1+ 0.04% A

o Z7be] EAAQ Aol BAE 4 $lAATHFig. 3).
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Fig. 3. Percentage of plasmacytoid dendritic aalBBMC from allergic patients.
After preparation of PBMCs that are negative foetige cocktail (CD3+, CD14+,
CD16+, CD19+, CD20+, CD56+), cell were stained wilbA-DR positive and
CD123 marker of pDC. Control group (n = 6) and guattigroup (n = 6) were

analysed.

3. TLRO mRNA £&
PBMCAlA]  TLR99] mRNA AHFZHQA EAoA iz AFT9

Zpol & gl 4 gl tET¥ AFT¢ PBMCOl TLR9 IH=

e

CpG-ODN 2216, &4 A== CpG - ODN 2208 533 3 147
AXZE, 127 7E7 24407 mRNA S 248 dujdFol 4] 24A13to] 7+
Z ZolE HoA 2427 mRNAZ H]1EITH CpG-ODN 22083
A=8k 4k ACt #E2 -1.9+ 0.53 ©] 13l TLRY =R 53 F9] ACt

7k 2.26 + 0.49 ATHFig. 4A). o] 2rHo} &4 tlZz Ay} Bl W] CpG-
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Fig. 4. TLR9 expression in PBMCs from allergic pats. Specific TLR9 mRNA
amounts of stimulated with ODN 2206 in mononucleglis from control (n = 12)

and allergic patients (n = 12) were analysed bytie® PCR. Each value represents

mean _ SD.

4. IFN-uw 45
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Fdeqith. a8y dixad gdEr7] 3AE Husls o

fZTol A= 1,095 + 888 pg/mle] EH|7F Al Ldl27] oAM=
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911+ 829 pg/mL= FAIHQl #Fol& &g 4 gl Tth(Fig. 5).

4000 W ODN 2206

£=0.00 [0 ODN 2216
£=0.00

w
g
T

Interferon alpha (pg/mL)
]
=
T

Lo
T T

g
T

Control Allergy
Group

Fig. 5. Secretion of interferont in PBMCs from allergic patients. PBMCs were
stimulated by CPG-ODN 2216 (TLR ligand) or CPG-ORRD6 (negative control).
After 24 hrs, Supernatant were harvested and agdlgg ELISA. Allergic patients

(n = 19) and control group (n = 17) were analysed.
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Abstract

Toll-like receptor 9 expression and interfer@secretion upon

CpG-ODN stimulation in allergic subjects

Man Yong Han

Department of Medicine

The Graduate School, Yonsei University

(Directed by Professor Kyu-Earn Kim)

Objectives:. The aim of the study was to determine whether fhikure of
plasmacytoid dendritic cell (pDC) to responds tdigem induces Th2 immune

deviation.

Subjects: In this study, 19 allergic subjects and 17 healtlojunteers were

subjected to skin and nasal provocation testsré\llevas defined as reporting ever
having had asthma or allergic rhinitis, confirmgdabphysician and a positive skin-
prick test to mites, cats, dogs or cockroaches,aapdsitive nasal provocation test

using sensitized allergen.
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Methods. Peripheral blood mononuclear cells (PBMCs) werdlected from

subjects and analyzed for the Lineage Cocktail (QCB314, CD16, CD19, CD20,
CD56) (-), HLA-DR (+), and CD123 (+) using flow oyhetry [fluorescence-
activated cell sorting (FACS)]. In addition, we bizad Toll-like receptor 9 mRNA
by reverse-transcriptase polymerase chain readoneover, the ability of PBMCs
to produce IFNx following stimulation with the TLR9 ligand CpG-ODRR16 was

evaluated in the subjects.

Results: FACS analyses of CD123 (+) revealed a nearly aindistribution for the
classical pDC markers in patients (041 0.04%) and in controls (0.2% 0.23%).

The mRNA levels of TLR9 on PBMCs were not differémtallergic patients (1.29
* 0.41) and in controls (1.2% 0.23). Similarly, IFN-a production in PBMCs
exposed to stimuli of the TLRY ligand CpG-ODN 220@s not significantly

different between patients (931829 pg/mL) and controls (1,095888 pg/mL).

Conclusion: These results suggest that TLR9-dependent immesponses in

human pDCs are not associated with allergic status.

Key Words : allergy, toll-like receptor glasmacytoid dendritic cell, interferon-

alpha.
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