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Table S1. The HPLC method used in this study

Time Solvent A (%) Solvent B (%)  flow rate
(min) 0.1% formic acid CH;0H (mL min1)
0.00 90.0 10.0 1.0

10.00 50.0 50.0 1.0

30.00 0.0 100.0 1.0

45.00 0.0 100.0 1.0

Table S2. Details of the plasmids and strains used in this study

plasmids or E. coli relevant properties

strain

pET-28a
pE-7GT forward

pE-7GT reverse

SO
S1

Plasmids
pBR322 ori, Kan’
Primers

CAAATGGGTCGCGGATCCATGGGTTCAGAAACTCAT
GTGGTGGTGGTGCTCGAGTCAGTGTCCAATAGTTGCAG

C
Strains

Transetta (DE3) harboring empty pET-28a
Transetta (DE3) harboring pE-Ep7GT

kD3

120—
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30—
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30—

23—

Figure S1. SDS-PAGE of recombinant His¢-Ep7GT purified by affinity
chromatography. Lane M: Protein Marker; Lane 1: His-tagged Ep7GT (predicted
M.W., 54.1 kDa) purified on Ni Sepharose column chromatography.
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Figure S2. Enzymatic reactions catalyzed by crude extracts of recombinant EpGTs
with baohuoside (1) as sugar accepter and UDP-glucose as sugar donor. A) EpGTS8
(Ep7GT); B) EpGT2; C) EpGT4; D) MS spectra of 1a and 1 at negative mode.
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PSPG motif
EpGTS QLNAT. EEGEEl RNRARVLKGLARKAVKEDGS SF TDLTRLI EELHHAATI G 478
AIUGT73C6 ELNGES DDAKERRRRAKELGES AHKAVEEGGS SHSNI TFLLQDI MQLAQSN 494
EpPF3RT SLNMVEVDG. . EVGKEI RGNHAKLRDVLLDKET QS GYLEQVLEELEKLAKGV 473
EpGT2 GLNES. EQGS VI RERVVKLS GEAKGAI TEAGSS VKALVNLVES WKL, . . . 458
EpGT4 GLMVES. EEGS VI RDRI VKLSREAKAAI SDGGSS VRAVADLEELVER. . . . . 477
EpGT1 EVNEG. EEGKKVRTKALDWKEKVF NACKEGGS S YKNF DRF VKDVLKLSN. . 479
EpGT3 GLNES. EEGNLI KERVVNLS GEAKARVDKDGS S EKSLS DL ADLWKTGNRDS 483
EpGTS AFVKSVSDKSLERVRI LDLCKANAGAI AN. . 8§LGDFVRALCEL. . . .. .. 454
EpGT6 VVVDG. PNSRELKRRALELKEAARKAVADGGS SDRNI QI FI DEI SVDDS. . 477
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Figure S3. Multiple alignment of the amino acid sequences of EpGT8 (renamed
Ep7GT), AtUGT78D1 (GenBank accession number NM 102790, from Arabidopsis
thaliana) and EpPF3RT (GenBank accession number MG264429, from E.

pseudowushanense) and other EpGTs.
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Figure S4. Ep7GT-catalyzed glycosylation of 8-prenylkaempferol (3) with different

sugar

donors.

A)

UDP-glucose;

B)

UDP-galactose;

C) UDP-N-

acetylglucosamine; D) UDP-xylose; E) MS spectra of 3 and the main products at
positive mode.
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Figure S30. The apparent K, values of recombinant Ep7GT for baohuoside (A),
kaempferol (B), UDP-glucose (C), UDP-N-acetylglucosamine (D) and UDP-xylose

(E).

Table S3. The apparent K,,, K. and K /K, values of recombinant Ep7GT for
different sugar donors with 1 as the accepter.

Sugar donors K, (uM) K.t (ST K./ K,, (ST mM )
UDP-glucose 146.9 0.13 0.88
UDP-N-acetylglucosamine 348.0 0.014 0.04
UDP-xylose 541.3 0.038 0.07
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Figure S31. The linear regression models and the regression equations of the external
standard method established for the quantitative analysis of baohuoside (A) and
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