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Abstract

Fermented materials with enterobacteria isolated from fusiform fish, have strong
anti-angiogenesis effect and anti-cell adhesion effect. PLM-f74 got from 74th
fraction of size exclusion chromatography from fermented material, showed strong
anti-cell adhesion effect between HUVECs and U937 monocytic cell.

Adhesion of U937 cell to HUVEC stimulated with IL-1b was clearly inhibited
by PLM-f74 in a dose-dependent manner by 121, 21.2, 509, and 78.2%, when
U937 cells treated with each of the PLM-f74 and stimulated with PMA (100 mg/L)
was added onto untreated and unstimulated HUVEGCs , adhesion was observed by
15.8, 31.9, 70.8, and 102%, when both cell types were pretreated with PLM-{74, the
adhesion was prominently decreased by 83.7, 99.2, 110, and 120.8%, with 0.74, 3.7,
74, and 18.5ug/mL of PLM-{74, respectively. PLM-{74 ,also, reduced IL-1-stimulated
HUVEC expression of adhesion molecules, VCAM-1, ICAM-1, and E-selectin
dose-dependently by ELISA method.
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T2l 54L& 165 rDNA sequencing®. 2 3}%3l, #52] chromosomal DNAS
Wizard genomic DNA purification kit(Promega, USA)E °]83] #&lg & 165
rRNA sequencing®] A}M&3}= universal primerql 27F (5-AGAGTTTGATCAT
GGCTCAG-3)%} 1492R(5-GGATACCTTGTTACGACTT-3) primerS AHi-3te] PCR
FZ39cHl). %8 PCR A4HE2 Wizard SV Gel and PCR clean-up system
(Promega, USA)S ©]-83t] Attt AAE PCR 452 ABI PRISM 3700 DNA
Analyzerg o|&3l @7IMEE &4 3tk I = BLASIN 23S o8
3}a] GENEBANKS] ribosomal DNA sequence$} H] 1 38}%.0.1, sequence?] ‘542
Clustal X ¢} Mega 2 program=- ©]-838} H] {43 0H2).
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program2 o|-8-3}o] A" e AolE FA3th U937 human monocytic cell
line& RPMI-1640 medium#}x|o] 10% FBS, 2 mM L-glutamine$} 1x 10° U
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Cell adhesion
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b) U937 cell adhesion assay:
24-well plateo|] HUVEGE- confluencyol] =25 A vjdels of2 s=°] PLMHAE 3
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7CollA 20A17hel%sla1%2] FBS7F &Hr¥ PBSZA|23F 3 10 ng/mLe] recombinant
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o HZale] 37C oA 30%7F WRSA7 )3 B3 A] ¢S U937 cell S PBSH %FBSE 31 A%
B cello] ¥-2 S B8] 5522 #9s}e] NIH Image analyzer program®. 2 -
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c) Determination of cell adhesion molecules by ELISA:
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Fig. 1. TLC for PLM-f74 (a) plate for amino acid composition, a: aspragine, b: proline, c:
cystein, d: PLM-f74, (b) plate for saccharide composition, a: glucose, b: galactose,
c: fructose, d: maltose, e: PLM-f74.
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Fig. 2. Identification of ramda-28 strain with 16S ribosomal DNA sequencing

3) Cell adhesion

a. U937 cell adhesion to IL-14 stimulated HUVECs

U937 cell& #A=7] ¢h-& HUVEGsH] disire Ao ¥2o] dou}x] ghgto
IL-132 843t @ F celle] F-3o] Bo] dojd 2 & F JUtholFA *
cell& PLM-f749] A3} #-&o2 Fxo weh I FE&o] Eo] =€ S & F
t}. PLM-749] =7} 0.74, 3.7, 74 2 185 ug/mL Yuj z}z} U9372] 23 #3882
121, 21.2, 509 2 782%° 2 uEldthHFig. 3).
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Fig. 3. U937 cell adhesion Fig. 4. PMA-stimulated Fig. 5. U937 cell adhesion to
to IL-1B stimulated U937 cell adhesion HUVECs when both cells
HUVECs to HUVECs were treated with PLM-f74:

b. PMA-stimulated U937 cell adhesion to HUVECs

PLM-f742 U937 cellS Ax2]d & PMAZ B8N 55 A3 A|7)7] e
HUVECso| #7}stdSu B3 a 7= Fig. 49} o] Yehgton, e FxdA 158,
319, 708 2 102%9] #3}&L Bk
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c. U937 cell adhesion to HUVECs when both cells were treated with

PLM-f74:

U937 2 HUVEGCsE %5 PLM-f742 ZAxjg] 3 ¥ HUVECs IL-15 2 &4d3}
ANAS © 59 ¥4 837, 92, 110 2 1208%2] Asi&5 vehfo] ¢eigt ]
a2 el AckFig 4).
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