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A novel lectin has been purified from the fruiting bodies of the mushroom, Fomitelia fraxinea,
which belongs to bracket fungi by a combination of ion—-exchange chromatography on DEAE-
cellulose and gel filtration chromatography on Sephacryl S-200 HR. The lectin, designated as
FFrL, was a homotetrameric protein with a molecular weight of 50 kDa as demonstrated by SDS-
PAGE (sodium dodecyl sulfate—polyacrylamide gel electrophoresis) and MALDI-TOF-MS (matrix
assisted UV laser desorption/ionization time-of-flight mass spectrometry). When amino acid
composition was analyzed, FFrl was found to be rich in acidic amino acids. FFrL agglutinated
various cells including the erythrocytes of mouse and rat, the thymocytes of mouse, RAW 264.7
and sarcoma 180 murine cell lines, THP-1 and Hela human cell lines but did not agglutinate
human erythrocytes. D{+) fructose and methyl-D mannopyranoside inhibited hemagglutinating
activity of FFrL. The immunomodulatory activity of FFrL was demonstrated by its potent
proliferative activity toward murine spienic lymphocytes. The mitogenic activities of FFrL
determined by flow cytometric analysis and XTT assay were more potent than those of Con A.
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Chemopreventive Allylthiopyridazines, K compounds, Inhibit Invasion, Migration and
Angiogenesis in SK-Hep—-1 Hepatocarcinoma Cells Possibly via MMP-2
Downregulation

Lee Eun-Jung®, Shin lichung, Kwon Soon—-Kyung, Moon Aree *
College of Pharmacy, Duksung Women's University, Seoul 132-714, Korea

Dietary organosulfur compounds have been shown to inhibit the proliferation of tumor cells.
Synthetic suifur-containing compounds including oltipraz exert chemopreventive and
hepatoprotective effects. We previously showed that synthetic allylthiopyridazine derivatives
designated as K compounds induced apoptosis in SK-Hep-1 hepatocarcinoma cells (Eur. J.
Cancer: 37, 2104-10, 2001). In the present study, we investigated the effects of the K
compounds on invasive and migrative properties of SK-Hep—1 cells. Here, we show that 3-
methoxy—6-allylthiopyridazine (K6) and 3—propoxy—6-allylthiopyridazine (K17) efficiently inhibit
SK-Hep-1 cell invasion and migration. A prominent downregulation of matrix metalioproteinase
(MMP)-2 was observed, suggesting that the compounds inhibit invasion and migration possibly
through a specific downregulation of MMP-2. Since hepatocellular carcinoma is characterized as
a hypervascular tumor, we further investigated the possible inhibitory effect of the K compounds
on angiogenesis. The compounds exerted anti-angiogenic activity as evidenced by tube
formation of human umbilical vein endothelial cells (HUVECs). Taken in conjunction with the fact
that hepatocellular carcinoma is one of the most lethal malignancies and there is no effective
preventive measure to date, our findings may be critical to the chemopreventive potential of the
compounds for hepatocellular carcinoma.
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Characterization of 2—-hydroxymuconic semialdehyde dehydrogenase from
Burkholderia cepacia G4

A Matta Reddy®. Min Kyung Rak, Kim Youngsoo

College of Pharmacy, Chungbuk National University

218



2-Hydroxymuconic semialdehyde dehydrogenase catalyzes the conversion of 2-hydroxymuconic
semialdehyde (HMS) to an enol form of 4-oxalocrotonate which is a step in the catechol-meta
cleavage pathway. A tomC gene encoding 2-HMS dehydrogenase of Burkholderia cepacia G4, a
soil bacterium that can grow on toluene, cresol, phenol or tricholoro ethylene, is identified in
between catechol 2,3-dioxygenase gene and HMS hydrolase gene, its sequence is analysed and
the enzyme is characterised. The 2-HMS dehydrogenase from B. cepacia G4 is able to oxidize
many meta cleavage products (MCPs) in the presence of NAD+. The oxidative activity of the
enzyme is spectrophotometrically detected with the observation of a gradual time dependent
decrease in absorbance at A375 in the presence of 2-HMS and NAD+. All the tested MCPs
served as substrates for 2-HMS dehydrogenase and thus it is evident that the enzyme has
broader substrate specificity. But the activity of the enzyme is much lower for both 3—-methyl
HMS and 2-hydroxy 6-oxo 6—phenylhexa 2,4—-dienoic acid {HOPDA) when compared with 2-
HMS, 4-methyl HMS and 4-chloro HMS. Km and Vmax of 2-HMS dehydrogenase for 2-HMS, 4-
Methyl HMS, 4-chloro HMS and for NAD+ are calculated from Lineweaver—Burk plots. The kinetic
parameters showed that the enzyme has high catalytic efficiency in terms of Vmax/Km towards
4-methyl HMS followed by 2-HMS but very low for 4-chloro HMS. On the other hand the
catalytic efficiency of the enzyme is overall low for NAD+ in the presence of different MCPs. The
sequence analysis shows the open reading frame (ORF) corresponding to tomC consists of 1458
base pairs with ATG initiation codon and TGA termination codon. This gene can encode a
polypeptide of molecular weight 52 KDa containing 485 amino acid residues. The deduced
amino acid sequence of 2-HMS dehydrogenase encoded by tomC gene from B. cepacia G4
exhibited a highest 78% homology with that of corresponding enzyme encoded by aphC gene of
Comamonas testosteroni, 64%-78% homology with those of reported HMS dehydrogenases, and
29%-70% homology with those of different kinds of dehydrogenases. From the alignment of
amino acid sequence putative cofactor NAD+-binding regions and catalytic residues were
identified. The 2-HMS dehydrogenase from B. cepacia showed significant phylogenetic
relationship not only with the same enzyme from other bacteria, also with different
dehydrogenases from evolutionarily distant organisms.
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Differential regulation of gene expression by RNA polymerase Il in response to DNA
damage

Heo JeongHwa®. Han JeungWhan, Lee HyangWoo, Cho EunJung
Lab. of Biochem. & Mol. Biol., College of Pharmacy, Sungkyunkwan University

RNA polymerase |l (pol I} is known to cycle between hyperphosphorylated and
hypophosphorylated forms during transcription cycle. These extensive
phosphorylation/dephosphorylation event occurs in the C-terminal domain (CTD) of the largest
subunit of pol Il which consists of a tandemly repeated heptapeptide motif with consensus of
YSPTSPS. Since different phosphorylation pattern of CTD is the hallmark of transcription
regulation, we asked whether changes in CTD phosphorylation is involved in global regulation of
transcription in response to DNA damage.

Taking the advantage of chromatin immunoprecipitation assay, we have demonstrated that pol |l
or pol Il with nonphosphorylated CTD uniformly associated with a transcribed gene from a
promoter to a coding region. While TFIIF (Tfg2) or TFIIH (Kin28) associated predominantly at a
promoter region. With several antibodies against selected transcription factors and also
antibodies against different CTD phosphorylation epitopes. we describe the response of
transcription compiex in terms of CTD phosphorylation and its role in gene expression upon DNA
damage induced by various sources.
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