Supporting Information for:

Bacterial self-resistance to the natural proteasome inhibitor salinosporamide A

Andrew J. Kale', Ryan P. McGlinchey', Anna Lechner', and Bradley S. Moore'*"

From the 'Center for Marine Biotechnology and Biomedicine, Scripps Institution of Oceanography and
*Skaggs School of Pharmacy and Pharmaceutical Sciences, University of California at San Diego, 9500
Gilman Drive, La Jolla, California 92093

*To whom correspondence should be addressed.

E-Mail: bsmoore@ucsd.edu
Address: 9500 Gilman Dr., MC 0204, La Jolla, CA 92093-0204
Tel: 858-822-6650
Fax: 858-534-1305

SUPPLEMENTAL FIGURES
a Inhibition of o/B; with salinosporamide A
7000 + *100 uM V.
*50 uM -
| 10uMm /"
6000 - 5uM /"’u'
“1uM -
5000 T1°+0.5uM j"“
* No inhibitor oA
o 4000 +1 °Z-VKM-amc el
[
3000
2000
1000 T

120 200
Minutes

RFU

2000 T

1500 T

Inhibition of a/Sall with salinospormide A

* 100 uM

*1uM
*0.5uM

* No inhibitor
- Z-VKM-amc

50 uM
10 uM
5uM

1000

500

WMM\‘WAM‘M*WM

PN g AN i e AN

120 160 200
Minutes

40 80

Supplementary Figure 1. Time-dependence of salinosporamide A inhibition on the a) o/p; and
b) a/Sall complexes. Various concentrations of salinosporamide A were premixed with
fluorogenic Z-VKM-amc substrate. Proteasome complex was then added at 20 ug ml™ and

substrate hydrolysis was measured once per minute. RFU = Relative fluorescence units.
Salinosporamide A is spontaneously hydrolyzed in aqueous buffer with an estimated half-life of
20-30 minutes at pH 8.0 (/).
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Supplementary Figure 2. Alignment of actinobacterial 20S proteasome 3-subunits, including
prosequences, with the CT-L B5-subunits of Saccharomyces cerevisiae and Homo sapiens.
Previously characterized B-subunit sequences from actinomycetes as well as organisms closely
related to S. tropica (see Figure 3) are listed above those from S. tropica. The sequences listed
below those from S. fropica are from organisms containing a secondary 3-subunit (Table 4).
Thrl is denoted by “*” above the alignment. Amino acid positions (from start of pro-
sequence/from Thrl) are indicated at the start of each 60 residue block. Residues 45-49, found
within the S1 binding pocket, are enclosed inside a box. Sequences obtained from the following
organisms: Saccharomyces cerevisiae, Homo sapiens, Rhodococcus erythropolis PR4,

Streptomyces coelicolor A3(2), Micromonospora aurantiaca ATCC 27029, Frankia s

ACNI14a, Salinispora tropica CNB-440, Streptomyces sp. IS360, Streptomyces avermitilis MA-
4680, Thermomonospora curvata DSM 43183, Streptomyces binchenggensis BCW-1.
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