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FIG. 3. Overexpression and purification of recombinant FenC adenylation
domains. Proteins were purified from cells overexpressing AD-FenCl1 (lanes 1 to
5), AD-FenC2 (lanes 6 to 9), and ADS-FenC2 (lanes 10 to 14). Cell extracts were
prepared before (lanes 1, 6, and 10) or after (lanes 2, 7, and 11) IPTG induction.
Cell extracts were centrifuged and separated into pellet (lanes 3, 8, and 12) and
supernatant (lanes 4, 9, and 13) fractions. Recombinant AD-FenC1 (lane 5) and
ADS-FenC2 (lane 14) were further purified with a His-Bind column. Proteins
were analyzed by SDS-PAGE and stained with Coomassie blue. Arrows indicate
overexpressed recombinant proteins. The positions of molecular mass markers
(M) are shown at the left.
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FIG. 5. Determination of the transcription start site. A, C, G, and T denote
the dideoxynucleotides used to terminate the reactions. Asterisks indicate the 5
terminus of RNA; arrows indicate the cDNA products of primer extension; (6)
and (20) denote RNA prepared from cells cultured for 6 and 20 h, respectively.




TABLE 2. ATP-PP, exchange activity of FenB

Amino acid Exchange activity (cpm)“ % Activity
Isoleucine 107,038 100
Glutamic acid 284 0.26
Alanine 3,370 3.1
Proline 1,384 1.2
Ornithine 1,582 1.4
Threonine 2:171 2.0
Tyrosine 1,834 417
Valine 13,630 12.7
Blank 1,497 1.4

4 The reaction mixture consisted of 84 wg of recombinant FenB. The reaction
was allowed to proceed for 10 min.
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Plasmids were 1solated according to the method of Kado and Liu.

Plasmids were 1solated according to the alkaline-lysis method of Kado and Liu.
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