pPIC_pOstl_Non_native_proa_f_FW (J23) (995

(non-native pre-pro-alphafactor

No_EcoRI_SDM_FW (1186 .. 1235)
pPICZ+matureROL_FW(J6) (1194 .. 1235)

_ EcoRI_RestrictionSite

7 J10 (1186 ..1235)
No_EcoRI_SDM_REV (1186 .. 1235)

ROL_FW_DropletPCR (1322 .. 1341)
Rol_REV_DropletPCR (1462 .. 1479)

rROL plasmid
4363 bp

(TEF1 promoter)

pPICZ+matureROL_REV(J8) (2002 .. 2026)

(AOX terminator) (Remaining Part of MCS

(2184 .. 2205) pPICZ+matureROL_REV(J8) MYC
(2187 .. 2212) J2

Figure S1 - rROL P ,x;-plasmid: Plasmid containing the sequence of rROL under P ,x;.
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1— PPIC_pOstl_Non_native_proa_f_FW (J23) (995
non-native pre-pro-alphafactor

(28 amino acids)

proROL plasmid
\ \ 4441 bp

ROL_FW_DropletPCR (1400 .. 1419)

Rol_REV_DropletPCR (1540 .. 1557)

pPICZ+matureROL_REV(J8) (2080 .. 2104)

'Remaining Part of MCS)
MYC

(AOX terminator)
(2262 .. 2283) pPICZ+matureROL_REV(J8)

(2265 .. 2290) 12

Figure S2 - proROL P ,ox;-plasmid: Plasmid containing the sequence of proROL under P y;.
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No_EcoRI_SDM_FW (738 .. 787)
pPICZ+matureROL_FW(J6)

(746 .. 787)

— EcoRI_RestrictionSite’

J10 (738 .. 787)
No_EcoRI_SDM_REV

ROL_FW_DropletPCR

pGAP_mRol

3915 bp
Rol_REV_DropletPCR

pPICZ+matureROL_REV(J8)

32 (1739 .. 1764)

pPICZ+matureROL_REV(J8) (1736 .. 1757)

(AOX terminator)

Figure S3 - rROL P, p-plasmid: Plasmid containing the sequence of rROL under P p.

(738 .. 787)

(874 .. 893)

(1014 .. 1031)

(1554 .. 1578)



non-native pre-pro-alphafactor)
28 amino acids

\g '\ PPICZ+matureROL_FW (841 .. 865)

PGAP_proRol
3993 bp

(Remaining Part of MCS

(TEF1 promoter

(AOX terminator)

Figure 54 - proROL P ,p-plasmid: Plasmid containing the sequence of proROL under P ,p.



