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Figure S1. Batch reactions for the synthesis of dAdo (A), 6C2FP-dR (B) and 2,6DCP-dR (C) in 5 mL

scale or in EMR scale (92 ml). Nucleosides were enzymatically produced at 40 °C, 200 rpm, 25 mM of

Thd and 10 mM of sugar acceptor using purified NPs PyNP-02 and PNP-02. 2
Figure S2. Analysis of the reactor content by SDS-PAGE (at t(end)), supernatant and precipitate after
centrifugation were analysed (16,000 x g, 4°C, 10 min), marker: p7704 (NEB). Enzyme amounts in the

reaction: 150 U PyNP-02; 1050 U PNP-02. 3
Figure S3. HPLC analysis of the EMR permeate. Conversion/concentrations of dAdo and the side

products (dIno — 2’-deoxyinosine; Hx — hypoxanthine) were determined. Membrane changes are
indicated by asterisks. 4
Figure S4. Transglycosylation reaction to produce the nucleoside analogues 6C2FP-dR (A/B) and
2,6DCP-dR (C/D) using purified NPs PyNP-02 and PNP-02. 25 mM of Thd and 10 mM of sugar

acceptor were used as substrates and a reaction temperature of 40°C was applied. Sugar donor

cleavage and nucleoside formation were observed in the EMR using a stirring speed of 200 rpm and
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Figure S5. Calculation of the conversion percentage using example chromatograms for dAdo (A),
6C2FP-dR (B) and 2,6DCP-dR synthesis (C). The peak areas were converted to concentrations (dil.
concentration) using conversion factors. By calculating the dilution factor (from the preparation of

samples for HPLC) out, the concentration in the reaction was determined. The conversion [%] was

then determined using equation 6. 6
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Figure S1. Batch reactions for the synthesis of dAdo (A), 6C2FP-dR (B) and 2,6DCP-dR (C) in 5 ml scale or in EMR
scale (92 ml). Nucleosides were enzymatically produced at 40 °C, 200 rpm, 25 mM of Thd and 10 mM of sugar
acceptor using purified NPs PyNP-02 and PNP-02.
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Figure S2. Analysis of the reactor content by SDS-PAGE (at t(end)), supernatant and precipitate after centrifugation

were analysed (16,000 x g, 4°C, 10 min), marker: p7704 (NEB). Enzyme amounts in the reaction: 150 U PyNP-02;
1050 U PNP-02.
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Figure S3. HPLC analysis of the EMR permeate. Conversion/concentrations of dAdo and the side products (dIno
- 2’-deoxyinosine; Hx — hypoxanthine) were determined. Membrane changes are indicated by asterisks.
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Figure S4. Transglycosylation reaction to produce the nucleoside analogues 6C2FP-dR (A/B) and 2,6DCP-dR (C/D)
using purified NPs PyNP-02 and PNP-02. 25 mM of Thd and 10 mM of sugar acceptor were used as substrates and
a reaction temperature of 40°C was applied. Sugar donor cleavage and nucleoside formation were observed in the
EMR using a stirring speed of 200 rpm and a residence of 4 h (A/C) or 8 h (B/D) (and 16 h, D).
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Figure S5. Calculation of the percentage conversion using example chromatograms for dAdo (A), 6C2FP-dR (B)
and 2,6DCP-dR synthesis (C). The peak areas were converted to concentrations (dil. concentration) using
conversion factors. By calculating the dilution factor (from the preparation of samples for HPLC) out, the
concentration in the reaction was determined. The conversion [%] was then determined using equation 6.



