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Figure S1. Inactivation of the teil0*, tei3*, teill*, teil3* and tei30* genes. A Results of the
PCR amplification of the teil0* gene from the chromosomal DNA of the Ateil0* mutant (1, 3,

5) and the wild type strain (2, 4). B Results of the PCR amplification of the tei3* gene from the
chromosomal DNA of the wild type strain (1) and the Atei3* mutants (2, 3). C Results of the

PCR amplification of the teill* gene from the chromosomal DNA of the wild type strain (1) and
the Atei3* mutants (2, 3). D Results of the PCR amplification of the teil3* gene from the
chromosomal DNA of the wild type strain (1) and the Ateil3* mutant (2). E Results of the PCR

amplification of the tei30* gene from the chromosomal DNA of the Atei30* mutant (1) and the

wild type strain (2).



1850.3 1181.2
10071 Ms @ 4.4 min 100
1564.0
= 925 9 1563.1 m 50 N [T E
1360.1 '
° ! Lkla 4.2 0
100: ) 100 1810
MS @ 4.7 min
1562.9
50
932 s 1563.2 @ 0 USSSA 44021
g o l 0 | .,||| T A
1878.6 1181.0
S 100 100
2 MS @ 5.0 min
=1
2
; 50 @ 50 1153.0 1564.8
] 939 7 1563.3 1402.4
K] |
¥ o 0 u Loaball o1
100 1892.5 100 11811
MS @ 5.2 min
946 o 15633 Lsso| 1402515629
0 1906.3 0 T
11815
100 100
MS @ 5.5 min
1563.1
954 0 14015 15635
s o o o o | pesipespel Tt 0
500 1000 1500 2000 500 1000 1500
m/z

2000

I
3
5
O=( 2
£7]o0
.
o
.
.
5
O 4
Zzz 0
o
.
o El ?:o o
zT . ;
o
o
Lo
;
z o
n:
{e]
TQ O
.
.
LA
m
:
3
:

OH Calc. m/z 1180.2

NI N
., .
o
H
2 o
&_>ron
o

HO
Calc. m/z 1401.3

Loss of CO

%y

Calc. m/z 1152.2

Figure S2. MS/MS analysis of teicoplanins shown in Figure 1 illustrating that they all fragment

in an identical manner, and therefore differ in the nature of the acyl chain attached to the

glucosaminyl group on amino acid 4. Fragment peaks differ by +

1 due to the variety of

teicoplanin isotope peaks that can be selected for fragmentation.
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Figure S3. High-resolution MS/MS analysis of AGT-mannose (1, panel A) and AGT (2, panel

B) produced by A. teichomyceticus Ateil0*. The magnified MS spectrum indicates some unusual

peaks spaced by 0.5 mass units, which could reflect the presence of [2M+2H]** in the mass

spectrometer. This would be consistent with the ability of many glycopeptides to dimerize,

although this phenomenon was not observed for all compounds identified in this study.
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Figure S4. MS/MS analysis of 3 produced by A. teichomyceticus Atei3*.
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Figure S5. MS/MS analysis of 5 (panel A) and 6 (panel B) produced by A. teichomyceticus

Ateill*.
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Figure S6. MS spectrum of deschloro 5 produced by A. teichomyceticus Ateill*. The isotope

pattern is

C70HesCINgO27").
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Figure S7. Relative proportion of compounds produced by A. teichomyceticus Ateill*. m/z 1521

is compound 5, m/z 1487 is a deschloro version of 5, and m/z 1724 is compound 6.
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Figure S8. Corﬁparaﬁve sequence alignment of the Teil3* with well-characterized fatty acyl-
AMP ligases (FAALSs) and fatty acyl-coenzyme A ligases (FACLSs) based on an analysis from J.
Mol. Biol. 2011, 406, 313. The acyl-activating enzyme (AAE) consensus motif [LIVMFY]-X-X-
[STG]-[STAG]-G-[ST]-[STEI]-[SG]-X-[PASLIVM]-[KR] (Plant Physiol. 2003, 132, 1065) is
highlighted in bold, and additional motifs are color-coded as described in J. Mol. Biol. 2011,
406, 313: yellow = gate motif of adenylation active site; green = insertion motif characteristic of
FAALs; cyan = hinge region between domains; red = active site loop motif. Proteins used in
alignment: DptE = daptomycin pathway acyl-AMP ligase from Streptomyces roseosporus; RevS
= reveromycin pathway FACL from Streptomyces sp. SN-593; ECFAAL = Escherichia coli
FAAL; LpFAAL = Legionella pneumophila FAAL; MtFAAL = Mycobacterium tuberculosis
FAAL; AsFACL = Alcaligenes sp. FACL; TtFACL = Thermus thermophiles FACL.

Tei13* DptE RevS EcFAAL LpFAAL MtFAAL AsFACL TtFACL

Tei13* 100 42.02 37.12 29.58 31.96 34.1 19.75 2181
DptE 42.02 100 37.25 29.43 32.74 36.22 20.37 21.76
RevS 37.12 37.25 100 31.39 35.07 40.63 19.29 19.33
EcFAAL 29.58 29.43 31.39 100 30.36 30.48 20.37 19.49
LpFAAL 31.96 32.74 35.07 30.36 100 34.51 17.22 17.72
MtFAAL 34.1 36.22 40.63 30.48 34.51 100 18.72 21.62
AsFACL 19.75 20.37 19.29 20.37 17.22 18.72 100 26.31
TtFACL 2181 21.76 19.33 19.49 17.72 21.62 26.31 100

Figure S9. Percentage identity matrix of proteins shown in Figure S8.
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Figure S10. Comparative sequence alignment of the Tei30* with well-described type Il
thioesterase RifR from Amycolatopsis mediterranei and SrfA from Bacillus subtilis. Residues of
the catalytic triad are highlighted in yellow, amino acids important for the activity of the
catalytic center are colored in green, and residues that differ in proteins are depicted in red. Fully

conserved residues are denoted with asterisk, amino acids with strongly similar properties — with
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