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Atopic dermatitis is a chronic inflammatory skin disease caused by a variety of genetic and
environmental factors, dysregulation of immunological response, as well as dysfunction of the skin
barrier proteins. The purpose of this study is to develop an ELISA kit suitable for evaluating the
expression of skin barrier proteins. Proteins were obtained from the skin via AriNo and D-Squame
patches. The efficiency of protein collection from the skin, using the Arino patch, was shown to be
more effective than using D-Squame; while the efficiency of lysis using 0.1% Triton-X100 was
higher than that of other lysis solutions, including 0.1 M Tris—HCL, 0.1% Tween-20, and 5 mM KOH.
Recombinant skin barrier proteins, such as filaggrin and involucrin, were produced by molecular
biological methods. Monoclonal antibodies against filaggrin and involucrin were produced by
immunization of mice, fusion of spleen cells and myeloma cells, as well as a selection of
antibody-producing hybridoma cells. The filaggrin expression in the skin of subjects suffering from

atopic dermatitis was lower than that in normal mice. Involucrin expression was not altered Corresponding author: Ji-Sook Lee
between normal individuals and subjects with atopic dermatitis. These findings contribute to an Department of Clinical Laboratory Science,
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development of a diagnostic kit for atopic dermatitis.
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Table 1. Primer sequences of filaggrin and involucrin
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Target gene Primer Accession number
Filaggrin F . 5'-ttccatatg catgaacagtctgagtccge-3' NM_002016.1
R : 5'-ccgctcgag ttaagatcctgaatgtccagacg-3
Involucrin F . 5'-ttccatatg atgtcccagcaacacacact-3' NM_005547.2

R : 5'-ccgctcgagttatagetgetgatecctttgtg -3

www.kjcls.org



5. Sandwich ELISA
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0.1 M 0.1% 5 mM 0.1%
Tris-HCL Tween-20 KOH Triton- X100

‘Wrist Elbow
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] 1.69 cm?
ee 25 cm2

D-Squame AriNo

Figure 1. Efficacy of AriNo patch for
collection of protein from skin. (A)
Comparison of the AriNO patch with
D-Squame applied for protein col-
lection. (B) Comparison of protein col-
lection depending on patch size. (C)
Comparison of the indicated lysis solu—
tions during protein collection. (D)
Comparison of protein collection from
the wrist and elbow.
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Figure 2. Production of recombinant
filaggrin and involucrin. (A) cDNA of
filaggrin and involucrin. (B) SDS-PAGE
analysis of recombinant protein of
filaggrin (FLG) and involucrin (IVL).
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Figure 3. Production of antibody
20 30 against filaggrin and involucrin, Wes-
tern blotting using anti-filaggrin (FLG)
20 or involucrin (IVL) antibody (A) and
anti-His antibody (B).
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