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Abstract

The experiment was conducted to validate anti-inflammatory effects of pinitol from bean. It was evaluated for
some molecule targets by wound healing assay and RT-PCR. The results of wound healing assay was shown
dose-dependent inhibition of cell migration in cancer cells and inhibited RNA expression of ICAM-1, CD 44, MMP-17,
MMP-14 and ARF2. Immune suppression activity in a mouse provoked by DNFB observed that inflammatory reaction
with pinitol were reduced ear swelling and inflammatory cells infiltration in mouse atopic models. The result confimmed

that pinitol have the effect of dose-dependent immune suppression activity.
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Fig. 1. Chemical structure of pinitol.

Wound healing assay

Wound healing assay+= BI16F1 A ZE culture dishol|] &
Sk o, CO, v 7]l A M7} confluent$t e} 7} 2
w) 7hA] v ST Bl -2 RPMI 1640 Bl 2|0l 10% FBSE
A7Vste 5% CO, incubatoroll 4] 37C=E  wjstSich
Wound® yellow tipS ©]-83F ¢F 1| mm9] FHE e
O, s wAS & A58 sEHEE Ayt
1% 2407t B mj et Ao ARAEEE A S
E3lo] #3313tk Wound healing Bl &2 3n| 73S £3}
o Folle A7t S 5= AT F A F(width)=
S35 v, FA g Blaste AAEA HEE Bl
SFATH(11).
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RT-PCR

RPMI 1640 # Z]¢ll 10% FBS, 5% CO2, 37°C¢] incubator
oA %= A= BI6F1A X pinitolS 0, 100, 300,
1000 M 992 A3t 20 hr FU HjSsIATH
Tri-Reagent (MRC, USA)E ©]§-3}] RNAS F&3 H,
RT-kit (Intron, Korea)S ©]-8-3}o] GAAE 3131, PCR WHS-
Z718 94°C (45 sec), 54°C (45 sec), 72°C (45 sec)e] Z710.
Z 34 cycles AAIEHA L PCR primerZ = ICAM-1, CD44,
VEGF-A, MMP-17, MMP-14, ARF-2 -+ 2}(Table 1) ©|
&3t

Table 1. List of oligonucleotide primers for RT-PCR

No Name Sequence (5°-3%)

F AGGCATGGCACACGTATGTA
1 mICAM-1

R CGAAGGTGGTTCTICTGAGC

F TCGATTTGAATGTAACCTGCC
2 mCD44

R TGGTGTGTTCTATACTCGCCC

F GAGACCCTGGTGGACATCTT
3 mVEGF-A

R AACGCGAGTCTGTGTTTTITG

F AGGCGAAGCATTCTTTTTCA
4 mMMP-17

R GCCGTGTGTGGTCATCATAG

F GGCCTGGAACATTCTAACGA
5 mMMP-14

R GCATTGGGTATCCATCCATC

F CACAGTCTGGGATGTTGGTG
6 mARF-2

R TTCGTAAAGCCCATCTCCAC

F ATGTTCCAGTATGACTCCAC
7 GAPDH

R GCCAAAGTTGTCATGGATGA
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olEy] fut FERE-L CSTBL/6 PH-222] 7ol DNFB
(dinitrofluorobenzene, Sigma Chemical, MO)S *]2]3}o]
ESL, PH-A 45579 $A vheAE 159 3P
A AH-3139.2.™ animal care= KGLP2| guidelines- S4=3}
H 283599t} 41 0.5% DNFB (acetone : olive oil = 4:1)
25 uLE w2 B} X 8sta 5¢ ¥, 02% DNFB 4
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% Th(Fig. 2, Table 2). Pinitol #12]%= 02% DNFBE # 2]}
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hematoxiline-eosin (HE) 3 44-&- 3o M|z o] HEHAS #
23 A TH12).
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Fig. 2. Experimental schedule for the DNFB-induced atopic animal model.

Table 2. Experimental schedule for pinitol treatment on an
atopic-induced model

No 029%DNEB &zl Treatment of Compound Note

1 No treatment Negative control

2 0.2%DNFB 30% Acetone Asthmainduced model
3 0.2%DNFB Pinttal (100mi) Experiment group

Wound healing assay
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Fig. 3. Effects of wound healing activity by pinitol.

A. Analysis of BI6F1 migration at a concentration of 10, 30, and 100 uM of pinitol.

B. Quantification of the wound healing. Cell migration was quantified by a method
to recover the wound width after 20 hr on the cells. Data show the mean=SD
of three independent determinations.
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RNAE FZ3te] Wy Aol& vlustnt. 1 A
Age UES Fxd 9EZOE ICAM-1, CD44,
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Fig. 4. Comparison of mRNA expression levels by RT-PCR.
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Fig. 5. Analysis of anti-atopic activity.

A. Effects of pinitol on histological features of the atopic-induced ear. Hematoxyline-eosin
stained section from ears in the control (NT), atpoic-induced (0.2% DNFB), pinitol
groups was shown.

B. Measurement of ear thickness levels of the atopic model.
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