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Supplementary Figures
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Figure S1. Cell attachment to BioNOCII™ carriers in CelCradle™ cultures. Cultures were seeded with around 2 x 10°
cells/carrier. Cells in suspension were sampled to calculate percentage attachment efficiency as described in Materials

and Methods.
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Figure S2. Cell culture supernatant parameters of CC*-DMEx2-SFM with 10.7 g BioNOCII™ carriers. (a) Lactate, (b)
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glutamine and (c¢) ammonia concentrations were measured upon medium sampling in the experiment shown in Figure 3

(Table 1, CC*-DMEx2-SFM). The culture medium during the serum-free (SF) production phase in this experiment

contained 4mM GlutaMAX. The lower limit of detection of each assay is indicated. Time of infection (black arrow) and
time of change to serum-free medium (SFM) (grey arrow) are indicated.
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Figure S3. Cell culture supernatant parameters of CC-DMEx1-SFM, and CC-DMEx2-SFM comparing one and two daily
medium exchanges. (a) Lactate, (b) glutamine and (c) ammonia concentrations were measured upon medium sampling
in the experiment shown in Figure 5 (Table 1, CC-DMEx1-SFM, and CC-DMEx2-SFM). No glutamine was added in the
SEM, thus, levels of glutamine and ammonia were only measured during cultivation in serum-containing medium
(SCM). The lower limit of detection of each assay is indicated. Time of infection (black arrow), time of initiation of
different medium exchange frequencies (open arrow), and time of change to SEM (grey arrow) are indicated.
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Figure S4. HCV produced in the CelCradle™ showed a slight increase in specific infectivity compared to HCV produced
in monolayer cultures. (a) The specific infectivity (FFU/IU) was determined for several harvests derived from different
CelCradle™ cultures (individual dots). Data points from CelCradle™ cultures represent CC-DMEx1-SCM (harvests from
5,7, 10, 13, and 21 dpcs) (Figure 1) cultivated with SCM, CC-DMEx1-SFM; (harvests from 7, 8, 9, 10, 11, 12, 16, and 21

dpcs) (Figure 2), and CC*-DMEXx2-

SFM (harvests from 8, 10, 15, and 21 dpcs) (Figure 3), both cultivated with SEM. The

specific infectivity of HCV derived from monolayer cultures and harvested in SCM or SFM were previously reported
and are reproduced for comparison [1]. (b) The specific infectivity (FFU/amol Core) was determined for serum-free

harvests from the experiment CC-
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