Additional file 1. HPLC data for Bacillus megaterium samples (the second strategy for the
optimization)

Total

sample o DCW'  CN? CN® CN*  Ad° AD® Ad’ 12 B12°
No. o/l Area  g/0.5ml Lo/l Area 19/0.5 ml Lo/l o/l Egé\l/s
1 4 722 08113 1.736 8.681 30433 18.575 92.8731 101.554 14.065
2 17 778  0.1634 0.341 1.748 21577 13.169 65.8477  67.5961 8.688
3 7 1333 5111  11.152 55.760  4.8725 29.739 148.695  204.456 15.338
4 13 6.94 009422 2.016 10.081 11239 6.859 34.2983  44.3801 6.394
5 8 125 26056 5.576 27.880 25268 15.422 77111  104.992 8.399
6 5 1444  o.m71 0.893 4463 15532 9.479 47.3994  51.8625 3.591
7 15 1153 16247 3.477 17.384 21359 13.036 65.1818  82.5665 7.1610
8 1 5 0.0252  0.0539 0.269  (.3537 2.159 10.7939  11.0636 2.2126
9 14 1389 (5146 1.101 5506  0.8303 5.0677 253385  30.8448 2.220
10 12 1583 16864 3.609 18.045 19644 7.717 38.5873  56.6323 3.577
11 6 722 0.4095 0.876 4382  0.0419 0.256 1.27867  5.66044 0.783
12 11 11.11 0.78 1.669 8.346  po711 5.927 29.6354  37.9817 3.418
13 10 556  0.9593 2.052 10.265 (.3744 2.285 11.4258  21.6906 3.901
14 2 833  1.9975 4.275 21.373  0.1186 0.723 3.61934  24.9932 3.000
15 3 833  0.7795 1.668 8.341  .8919 5.444 27.2183 355592 4.268
16 16 8.89  0.6372 1.36 6.818  0.3946 2.408 12.0416  18.8598 2.121
17 9 555  .8024 1.717 8586 6321 3.858 19.2898  27.8757 5.023

Dry cell weight (DCW).
*The peak area of the sample during the retention time of the cyanocobalamin.

3The concentration of the cyanocobalamin (L) in the concentrated sample from 100 ml culture to
0.5 ml = peak area <100 ( standard concentration) / 46.7277 (the peak area for the standard).

*The concentration of the cyanocobalamin in the sample (ug) per liter = the concentration of
cyanocobalamin per 0.5 ml (CN®) x0.5 < 10.

>The peak area of the sample during the retention time of the adenosylcobalamin.

®The concentration of the adenosylcobalamin (pg) in the concentrated sample from 100 ml
culture to 0.5 ml = peak area > 70.8 (standard concentration) / 11.6 (the peak area for the
standard).

"The concentration of the adenosylcobalamin in the sample (jg) per liter = the concentration of
adenosylcobalamin per 0.5 ml (Ad®) 0.5 x10.

®Total concentration of vitamin B12 (cyanocobalamin &adenosylcobalamin).

®Concentration of vitamin B12 per gram dry cell weight (1g/1g Dcw) = Total vitamin B12 (B12") /
Dry cell weight (DCW?).



1. HPLC chromatograms of standards (cyanocobalamin (CN) and
adenosylcobalamin )(Ad)
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2. HPLC chromatograms of sample No. 1
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HPLC chromatograms of sample No. 2
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HPLC chromatograms of sample No. 3
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HPLC chromatograms of sample No. 4
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HPLC chromatograms of sample No. 5
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7.

HPLC chromatograms of sample No. 6
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HPLC chromatograms of sample No. 7
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9. HPLC chromatograms of

sample No. 8
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10. HPLC chromatograms of sample No. 9
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11. HPLC chromatograms of sample No. 10
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12. HPLC chromatograms of sample No. 11
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13. HPLC chromatograms of sample No. 12
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14. HPLC chromatograms of sample No. 13
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15. HPLC chromatograms of sample No. 14
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16. HPLC chromatograms of sample No. 15
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17. HPLC chromatograms of sample No. 16
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18. HPLC chromatograms of sample No. 17
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Mass spectrometry spectrum of the cyanocobalamin standard ( 1355.5545) and
adenosylcobalamin standard (1579.6501)

41Inten. (x10,000)
13555675
251 1356,5772
b A A A AT A
0.2‘\\\17\\\1\\\\1\\\\1\\,\\1\\\\1\\\\1\\\Y!\\\\1\\'\(\1\\\\1\\\\1\\‘\1\\
1B10 1320 1330 1340 1350 1360 13670 130 1300 1300 13610 13620 mz
Infen. (x10,000)
o] 1579.7172
50
25
0.0\‘\\\\‘\\\\‘\\\\‘\\\\‘\\\\‘\\\\‘\\\\‘\\\‘\‘\\\\‘\\\\‘\\\\‘\\\\‘\
1562500 1565000 1567500 1570000 1572500 1575000 1577500 1580000 1582500 1585000 1587500 1590000 mz

Mass spectrometry spectrum of the corrinoids purified from B. megaterium.
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