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Table 1. Lectins used in this study
Lectin Abbreviation Sugar specificity
Soybean Agglutinin SBA a-or Binked terminal N-acetylgalactosamine
Vicia Villosa Lectin VVL a-or Binked terminal N-acetylgalactosamine
Wisteria Floribunda Lectin WFL terminating inN-acetylgalactosamine linked alpha or beta to the 3 or 6 position of galactose
Ulex Europaeus Agglutinin I UEA T a-inked fucose
Wheat Germ Agglutinin WGA N-acetylglucosamine /sialic acid
Euonymus Europaeus Lectin EEL galactosyl (a-,3) galactose
Lotus Tetragonolobus Lectin LTL a-inked L-{ucose

LZ=FEMATE NCTC 11168 2 HEHZ
Figure 1. Lectin blotting results of whole—ell C. jejuni NCTC 11168 proteins. Western blots of whole—cell C. jejuni

NCTC 11168 cellular proteins probed with biotinylated lectins. SBA, VVL, WFL, UEAI, WGA, EEL and LL

represent biotinylated lectins used in the study.
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Figure 2. Two-dimensional gel of the proteins captured by biotinylated SBA. The proteins were separated on two dimensional gel in pH 3 =10, and

then coomassie brilliant blue (c¢bb) stained. The identities of the spots, shown by their Cj numbering, were determined by mass spectrometry of

their tryptic digests. A full list of the identified proteins is given in Table 2.
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Table 2. Results obtained by mass spectrometry analysis

n

GI Score  Annotation

Cj1259 441 major outer membrane protein

Cjo107 490 FOF1 ATP synthase subunit beta

Cjl1478 up 377 outer membranefibronectin-binding protein
Cj1478 down 257 outer membranefibronectin-binding protein
Cj1182¢ 173 30S ribosomal protein S2

Cjl1267¢ 195 Ni/Fe-hydrogenase small chain

Cjo404 260 succinate dehydrogenaseiron-sulfur subunit
Cj1663 108 putative ABC transport system ATP-binding protein
Cjo409 414 fumarate reductase

Cjl266¢ left 411
Cjl266¢ right 285

Ni/Fe-hydrogenase large subunit
Ni/Fe-hydrogenase large subunit

Cjo105 473 FOF1 ATP synthase subunit alpha
Cj0633 up 220 putative periplasmic protein
Cj0633 down 271 putative periplasmic protein
Cjos11 180 putative secreted protease

Cjo114 up 432 putative periplasmic protein

Cjo114 down 165
Cjl1670c¢ up 99
Cj1670c middle 153
Cj1670c down 133

putative periplasmic protein
putative periplasmic protein
putative periplasmic protein

putative periplasmic protein

Cjo073¢ 216 hypothetical protein Cj0073¢
Cj1170¢ 191 outer membrane protein

Cj1228¢ 126 serine protease (protease DO)
Cj0289¢ 106 major antigenic peptide PEB3
Cj1221 150 60 kDa chaperonin (cpn60)
Cjo755 184 putative iron uptake protein
Cjo074c 87 iron-sulfur cluster binding protein
Cjo640c 149 aspartyl tRNA synthetase

" Scores greater than 81 are meaningful results. Up, middle, down, left
and right in the table show the relative position of the same protein in

different points on two dimensional gel.
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Abstract: [Objective] To screen glycoproteins from Campylobacter jejuni NCTC 11168. [Methods] We introduced a
screening sirategy based on specific affinity between lectins and glycoproteins. First, the specific affinity between Soybean
Agglutinin (SBA ) and glycoproteins in C. jejuni was confirmed by western blotting. Then, magnetic beads coating with
Soybean Agglutinin (SBA) were used to capture the putative glycoproteins. Putative glycoproteins were competitively
eluted by N-acetylgalactosamine and separated by two-dimensional gel electrophoresis. Spots in gels were further analyzed
by mass spectrometry. [Results] A total of 22 proteins were identified by mass spectrometric analysis, of which 5 have
ever been identified to be glycoproteins. Others including Cj0633 have not been proved to be glycosylated so far.
[Conclusion] The method could be used to screen glycoproteins in bacteria.
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