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Table S1: Primers used for the PCR amplification of various constructs (full-length and truncated) of ant(3")-li/aac(6')-1ld

gene 5’ primer 3’ primer
ant(3")-lilaac(6')-1ld (NHis) ~ TTAGACCATATGAGTAACGCAG TCGATGCTCGAGTTAGGCATCCTGCG
ant(3")-lilaac(6')-1ld (CHis) ~ TTAGACCATATGAGTAACGCAG ATGGAACTCGAGGGCATCACTGCG
aac(6')-11d(261-463) (NHis) GCCACTCATATGCTTGGTGCCCATGCC TCGATGCTCGAGTTAGGCATCCTGCG
aac(6')-11d(261-463) (CHis) GCCACTCATATGCTTGGTGCCCATGCC TCGATGCTCGAGTTAGGCATCCTGCG

aac(6')-11d(264-463) (NHis) CTTGGTCATATGCCAGTGATGTCTAAAAC TCGATGCTCGAGTTAGGCATCCTGCG
aac(6')-11d(264-463) (CHis) CTTGGTCATATGCCAGTGATGTCTAAAAC TCGATGCTCGAGTTAGGCATCCTGCG
aac(6')-11d(267-463) (NHis) ATGCCACATATGTCTAAAACAAAGTTAG TCGATGCTCGAGTTAGGCATCCTGCG
aac(6')-11d(267-463) (CHis) ATGCCACATATGTCTAAAACAAAGTTAG TCGATGCTCGAGTTAGGCATCCTGCG

ant(3")-1i(1-260) (CHis) TTAGACCATATGAGTAACGCAG CATGGCCTCGAGCAATTTAGTGGCTTC
ant(3")-1i(1-260) (NHis) TTAGACCATATGAGTAACGCAG TGGCATCTCGAGTCACAATTTAGTGGCTTC
ant(3")-1i(1-263) (CHis) TTAGACCATATGAGTAACGCAG CATCACCTCGAGGGCACCAAGCAATTTAG
ant(3")-1i(1-263) (NHis) TTAGACCATATGAGTAACGCAG AGACATCTCGAGTCAGGCACCAAGCAATTTAG
ant(3")-1i(1-266) (CHis) TTAGACCATATGAGTAACGCAG TGTCACCTCGAGCACTGGCATGGCACCAAG
ant(3")-1i(1-266) (NHis) TTAGACCATATGAGTAACGCAG CTTTGTCTCGAGTCACACTGGCATGGCACCAAG

The introduced restriction sites are underlined for each primer. All of the 5° primers introduced an Ndel restriction site. All of the 3’ primers
introduced an Xhol restriction site.
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Fig. S1. Coomassie blue-stained 15% Tris-HCl SDS-PAGE gel showing the purified 55.0-kDa NHis,o-tagged
ANT@3")-1i/AAC(6")-11d (Lane 1), 30.3-kDa CHise-tagged ANT(3")-1i(1-266) (Lane 2), and 24.0-kDa NHis¢-tagged
AAC(6)-11d(267-463) (Lane 3). L = BenchMark™ Pre-Stained Ladder from Invitrogen. 6 ug of each protein was
loaded on the gel.
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Fig. §2. Michaelis-Menten and Lineweaver-Burk kinetics for a variety of AGs and AcCoA during acetylation by
AAC(6")-11d(267-463).
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Fig. §3. Michaelis-Menten and Lineweaver-Burk kinetics for a variety of AGs and AcCoA during acetylation by
ANT(3")-1i/AAC(6")-11d.
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Fig. $4. Standard curve for P; concentrations.
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Fig. §5. Michaelis-Menten and Lineweaver-Burk kinetics for SPT as well as for a variety of NTPs and dNTPs
during nucleotidylation by ANT(3")-1i/AAC(6")-11d.
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Fig. §6. Michaelis-Menten and Lineweaver-Burk kinetics for SPT as well as for a variety of NTPs and dNTPs
during nucleotidylation by ANT(3")-1i(1-266).



A AMK Ac-AMK Ac-GEN C,, Ac-GEN C, Ac-KAN
100 calc. 5g6.09 98630 628.65 100 calc. 492.30 492 59 506.61 100 52715 calc. 527.54
obs. 586.30 628.25 obs. 492.30 506.25 obs. 527.15
80 628.25 80 506.25 80
=® 60 *® 60 ® 60
40 40 40
20 20 | | 20 | ‘ |
0 s b AIPRRRL| P ol Ll o b 0 |I||| |||I|I|II.'.|I|..II
570 590 610 630 485 490 495 500 505 510 525 530 535 540 545
m/z m/z m/z
Ac-NEO Ac-NET Ac-SIS
100 { calc. 657.69 657.35 100 518.25 calc. 518.62 100 490.10  calc. 490.57
obs. 657.35 obs. 518.25 obs. 490.10
80 80 80
R 60 X 60 ® 60
40 40 40
20 20 20
[0} TTENEN M TS FT R PR |I.||.| . 0 | | L 1 0 L L | f 11
635 645 655 665 510 520 530 540 485 495 505 515
m/z m/z m/z
B AMP-SPT dAMP-SPT phospho-SPT
1004 calc. 662.22 662.10 100 calc. 646.22 646.00 1004 calc. 413.31 435.95
obs. 662.10 obs. 646.00 obs. 435.95 (+Na)
80 80 80
*® 60 X 60 ® 60
40 40 40
20 20
0 0 di .I.I.Ia I. Jn._. athtbannen biunds L J_.lll
620 640 660 680 620 640 660 680 340 360 380 400 420 440 460
m/z m/z m/z
UMP-SPT dUMP-SPT
100 639.05 calc. 639.19 100 calc. 623.20
obs. 639.05 obs. 623.00

660.75 (+K)

0- 0
620 630 640 650 660 670 680 620 640 660 680
m/z m/z

Fig. S7. Representative mass spectra for A. the acetylation of various AGs, and B. nucleotidylation of SPT with
various NTPs, dNTPs, and TP by ANT(3")-1i/AAC(6")-11d.



