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Fig. S1 Colony PCR of yeast transformants. Agarose gel electrophoresis was conducted to
show the expected 640-bp PCR amplicons using primers for amplification of the 3C
sequence. Lanes 1-20 contain the products of the colony PCR using putative transformants as
templates. PC contains the PCR product from the reaction using pYEGPD-P1-2A-3C as a
template and NC contains the PCR products using mock (vector only) transformant.

Numbers on the left indicate the size in kb
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Fig. S2 Analysis of temporal expression of the P1-2A-3C transcript from representative
transformant TpY EGPD-P1-2A-3C-3. Lanes 1-4 contain 30 pg each of total RNA from the 1-,
2-, 3- and 5-day cultures of the selected transformant, respectively. The rRNA is shown to
indicate an equal loading amount of RNA and GPD transcription is shown as an internal

control



Fig. S3 Western blot analysis of yeast expressing P1-2A-3C polyprotein to measure VLP.
Western blot analysis of serially diluted-known amount of E. coli-expressed VP3 was
compared with those of yeast expressing VP3. Lanes 1-4 contain 0.5, 1.0, 2.0, and 3.0 pg of E.
coli-expressed VP3 protein. Densitometry of cross-reacting band intensity was performed to

estimate the protein amount
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Fig. S4 Expression analysis of yeast codon optimized P1 polyprotein. (A) Western blot
analysis of yeast expressing P1 polyprotein using an antibody against VP3. PC: VP0-VP3
fusion of protein from yeast, PC1: VP3 protein from E. coli. NC: protein preparation from
mock (vector only) transformant. Lanes 1-5 contain protein preparations from selected
five yeast transformants cultured for 3 days at 30 °C. (B) A representative twin

SDS-PAGE gel stained with Coomassie blue is shown to confirm an equal loading amount



Table S1 List of primers used in this study

Primer Sequence (5’ to 3') Applications

BamHI-VP4-F GGATCCATGGGAGCCGGTCAATCTAGCCCG Cloning P1 and P1-2A-3C into pYEGPD-TER
BamHI-VP2-F GGATCCGACAAGAAAACCGAAGAG Cloning VP2 into pQE-30

Sall-VP2-R GTCGACTTCCTTGGAAGGGAATTCACC Cloning VP2 into pQE-30

Sall-TAA-VP1-R
BamHI-3C-F
Sall-TAA-3C-R
Sall-3C-R
BamHI-VPI-F
Sall-VP1-R
BamHI-VP3-F
Sall-VP3-R

GPD probe F
GPD probe R

GTCGACTTATTGTTCCACTGGTGCAAC
GGATCCTCTGGTGCACCACCGACT
GTCGACTTATTCATGGTGTGGTTCA
GTCGACTTCATGGTGTGGTTCA
GGATCCACTACCTCCGCCGGCG
GTCGAC TTGTTCCACTGGTGCAAC
GGATCCGGGATCTTTCCAGTGGC
GTCGACCTGTGTTCTAGCATCC
GTTTCCCATGACGACAAGCACA
CAACTTGACGAACTTTGGAGACAAT

Cloning P1 into pYEGPD-TER
Cloning 3C into pQE-30

Cloning P1-2A-3C into pYEGPD-TER
Cloning 3C into pQE-30

Cloning VP1 into pColdII

Cloning VP1 into pColdII

Cloning VP3 into pQE-30

Cloning VP3 into pQE-30

Probe for Northern blot analysis

Probe for Northern blot analysis

Underlines indicate recognizing sequences for corresponding restriction enzymes.

Bolds indicate the start and stop codon sequences.
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