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Procedure for Quantitation of BD2 in the Stratum Corneum

Healthy < AD - Psoriasis
the stratum corneum (3 strips tapes)

First Extraction of BD2 Subsequent Extraction of protein

‘

With TBS/Tween 20 for overnight

ppt (the stratum corneum+Tape) :
....... e

..................... "
[ 1

...................... Hexane Treatment
Treated with Anti-BD2 antibody overnight © ale earme

with Protein G-beads overnight Filtration
| | Immunoprecipitation | | of Stratum Corneum Cells
Centrifuged T
a:: :u:jgeected to PAGE Extraction with 8M Urea,
50mM Tris,
. 1% SDS, 100mM 2ME,
l Western Blottmg III(;M DTT
Immunoblotting y
1° Ab: anti-BD2 RC DC Protein Assay

2° Ab: anti-Rb IgG-HRP
+ ECL Advance visualization

Standard Curve using rec -Defensin(BD2) by
Immunoprecipitation /Western Blotting

Blank Tapes Western Blotting
w/ IP w/o IP
Overnight extraction
with TBS/T(O.I% Tween20) recBD2 (ng) 0 01 0205 1 2 5 10 5
A
Addition of recBD2

Overnight Incubation with Ant-BD2
¥ Immunoprecipitation
Overnight Treatment with Protein G-DynaBeads Yeild 56%

Centrifuged Rec BD2 standard curve
60000

SDS-PAGE
l Western Blotting 50000 :

Immunoblotting
1° Ab anti-BD2 @ 1 : 1.5k /
2° Ab anti-Rb IgG-HRP @ 1 : 45k
+ ECL Advance Visualization

40000

30000

Band Intensity

20000

Detectable level:0.2~0.5 ng 100007 g

0 . . . . .
0 2 4 6 8 10 12

Rec BD2 content (ng)
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Immunoprecipitation/Western Blotting of BD2 in the Stratum Corneum
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Comparison of beta—defensin-2 levels
among atopic dermatitis, psoriasis and healthy control



Tape stripping (# 16 strips) of the
stratumcorneum layers
(Atopic Dermatitis/Non-Lesion
and Healthy Control)

}

[Pooling of Strips]

#2, #3, #4 strips: pool 1
#5, #6, #7 strips : pool 2
#8, #9, #10 strips : pool 3
#11, #12, #13 : pool 4
#14, #15, #16 : pool 5

l

Quantitation of BD2
for Each Pool

‘ Immunoprecipitation/Western Blotting of BD2 ‘

Tape i AD-1 AD-2 ' rec
Blank | 2 3 4 511 2 3 4 5!BD

AD
, AD-3 AD-4
Tape | ' | rec
Blank 1 2 3 4 5 41 2 3 4 5 \BD2
|
AD -
! v
Tape AD-5 . AD-6 s
Blank{ | 2 ! 4 51BD2
AD
Tape | HEaT He-2 rec
Blank | H 5
Healthy

Control

Comparison of beta-defensin-2 level through the stratum

corneum layers depending on the depth
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Relationship between b-defensin-2 Content and S. Aureus Colonization in
the Lesional and Non-Lesional Stratum Corneum of AD
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