Experimentalievidence ol a xylose-cataolic
pathway enithe PA@L megaplasimnicioi
ArthreaCtEr NICOHNGYOARS

Methods
Introduction

ham, Biosciences,
| for Western-Blots.
1L (Biomerieux, France) per

ORF41 ORF42

se
f’lorﬁifgsps sequence 119-AGKHIFTEKP-128
e sugar-dehidrogenases motif - AGKHVxCEKP

D-xylose
= | E IE B
- —pAO1+ pAO1+, D-xylose
—pAO1- —pAO1-, D-xylose

GntR was purified to homogenity as a
agged recombinant protein. As indica

OxRe was purified as a 45 kDa His-tagged protein was
purified. The native molecular mass of 163 kD
determined by GPC indicated that the protein was @
tetramer 1n solution. Metal content analysis of the
purified preparates (table 1) showed that the enzyme

contain a winged helix-turn-helix (WHTH) domai
vinds 2 Zn2+ atoms/protein monomer.

esponsible for DNA binding, and not a Zn-finge
or any other metal containing domains.

0O 5 10 15 20 25 30 35 40 45 50
: Hours
IMA(C} [1l11{‘1ﬁed A. nicotinovorans pAO1+ and pAO1- growth curve on citrate
medium and on citrate medium + D-Xylose
o IMAC purified
. : OxRe
Anti-GntR Anti-OxRE
- 45
Purified + -

GntR Purified

n -

36

CFE extracts of Arthrobacter
nicotinovorans pAQO1 growth
on citrate media (-) and on
citrate media supplemented
with D-xylose (+)

Conclusions

OxRe

CFKFE extracts of Arthrobacter
nicotinovorans pAO1 growth
on citrate media (-) and on
citrate media supplemented
with D-xylose (+)

Although our previous in-silico blind docking experiments indicated tagatose as the putative ligand for several proteins in the pathway (Mihasan, 2010), the current work showed that tagatose 1s degraded by both the
pAOI1+ and pAOI1- strains. Nevertheless, the docking scores always placed xylose among the top five ligands. Here, the Western-Blots show a clear connection between the pAO1 encoded proteins and the D-xylose
metabolism and thus identifying the substrate of the second catabolic pathway coded by the A. nicotinovorans megaplasmid.
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