
Amano et al.  Supplementary Fig. 4�Glycan profiling of hPod before and after sialylation on lectin microarray.
Proteins (200 ng or 50 ng each) were applied to the lectin microarray.  hPod/TN-1, hPod/T-1, hPod/TN-3 and
hPod/T-3 refer to hPod produced by TN-1, T-1, TN-3 and T-3 cells,respectively.

     Each protein (50 or 200 ng) was applied to the lectin array and the array was then incubated at 20ºC for 12
h.  After incubation, the reaction solution was discarded and the glass slide was washed three times with PBST.
Biotinylated NZ-1(13) antibody (0.17 μg/ml) in PBS was applied to the array and then the array was incubated at
20°C for 3 h.  After washing three times with PBST, Cy3-labeled streptavidin (GE Healthcare) was added and
then the array was incubated at 20ºC for 30 min.  The glass slide was rinsed with PBST and scanned using an
evanescent-field fluorescence scanner.

     hPod/TN-1 and hPod/TN-3 mainly gave signals on GalNAc specific lectins, whereas the signals of hPod/T-1
and hPod/T-3 were found on Gal specific lectins substantially.  These results suggested that hPod/TN-1 and
hPod/TN-3 contain O-linked GalNAc, and hPod/T-1 and hPod/T-3 possess core1 structure, respectively. The
signal  intensities on lectin microarray were different obviously between hPod/TN-1 and hPod/TN-3 (and also
between hPodT-1 and hPod/T-3), and it might be due to the differences of positions and numbers of O-
glycosylation sites on hPods, which are dependent on introduced ppGalNAc-T.  The signal pattern of hPod/T-1
after sialylation is much similar to that of hPod produced by CHO cells(12).

Abbreviations are used as follows: ABA, Agaricus bisporus agglutinin; ACA, Amaranthus caudatus agglutinin;
BPL, Bauhinia purpurea lectin; ConA, concanavalin A; HPA, Helix pomatia agglutinin; Jacalin, Artocarpus
integrifolia lectin; MPA, Maclura pomifera agglutinin; PNA, peanut agglutinin; VVA, Vicia villosa agglutinin; WFA,
Wisteria floribunda agglutinin; WGA, wheat germ agglutinin.
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