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FIGURE S1: The mass spectrum of mb-SB2, focusing in on the m/z region containing -2 charged
species. The m/z values used to calculate the neutral exact mass are shown and include the m/z
values for the -1 and -3 charged formed (data not shown).
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Figure S2: (A) The proposed structure for mb-SB2 based on the NMR analysis, and (B) a summary of
the correlation observed in 2D NMR experiments, which were used to determine the proposed
structure for mb-SB2 shown in (A) and in Figure 5.
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Figure S3. The long-range 'H-13C correlations observed in an 'H-13C-HMBC experiment that was run
on the isolated product after hydrolysis and decarboxylation of the oxazolone B-ring in mb-SB2.
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Table S2: 'H and !3C Resonance assignments for metal-free methanobactin from Methylocystis species SB2 after

hydrolysis of the Oxazolone B ring. Data were collected in either H2O/D>0 or D>0O at 5°C.*

Resonances (ppm)

Resonances (ppm)

Atom 'H 13C Atom 'H 13C
4-Guanidino- Ca 180.85 ThrB C 170.55
butanoyl- P 2794 (27.57) Ce 5782 (51.91)
Cv 2543 (25.51) CB 74.72 (75.48)
C 40.37 (40.11) Cv 16.99 (16.99)
Ct 156.06 HN 8.44
HB! 270 (2.60) He 455 (4.94)
HP! 270  (2.797) HP 489 (4.77)
HY 191 (1.89) HY 139 (1.35)
H® 323 (322) GlyB C 199.83
He 7.36 Ca 49.30
Hn! 6.37 HN 8.55
H»2 691 Hao! 423
Imidazolone A C2 138.78 He2 433
Co 190.92 Ala3 C 172.20
H! 11.15 Ca 55.00 (52.98)
Ala! C 175.46 CP 17.07 (17.40)
Ca 55.00 (55.36) HN 9.54
CB 1707 (16.75) He 481 (492)
HN 11.81 Hb 149 (149
He 490 (4.80) Ala* C 179.69
HB 1.58  (1.58) Ca 50.78 (50.83)
Ser? C 172.02 CB 16.84 (17.09)
Ca 5526 (55.37) HN 8.20
cp 60.50 (60.56) H 410 (411)
HN 8.54 HB 132 (1.33)
He 455 (4.54)
Hp! 389 (391)
Hp? 393 (391)

* The values in parentheses are the corresponding assignments for unhydrolyzed mb-SB2 in D,O at 5°C. The values highlighted in bold type

are are those values that differ more than 1.0 ppm for '3C and 0.1 ppm for 'H.



