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Fig. S1 (A) Growth curves of Pichia pastoris GS115 with initial methanol concentrations of 1%,
2% and 3%. (B) Growth curve of Pichia pastoris GS115 with an initial methanol concentration of
1% and 1% methanol was added every 24h. Values are the average of at least three biological

replicates with error bars indicating one standard deviation.

Table S1 Primers used in this study.

Names Characteristics
Strains
GS115 his4- Invitrogen
WS026-4/14  GS115 evolution with MMC This study
(MMC)
WS026-4/14 WSO26—4.1/ 14 (MMC) evolution This study
(MMC-SFC) with flask culture
GS115 harboring plasmid )
GS115-PET2 pPICZA-PET2 This study
Plasmid

Expression vector with P ,ox;
pPICZA promoter, P4ox; terminator and Invitrogen
Zeo® marker

pPICZA-PET2 pPICZA carrying gene PET?2 This study




Primers
PET2-F
PET2-R

P1

P2

P3

P4

P5

P6

P7

P8

P9

P10

P11

P12

P13

P14

Sequence (5'—3")
atggctgatcgacttgtttctaac

ctacaaactctttttcttettttgt
gagaagtgccaagaacaacaaacc
tgacaggttcagcatctttagtgg
gaaaggcatcagagccatcgt
ctatgtccctcgtegtegttcg
tetecgatttatcctggeggceact
aagagttgtgacttcgcttttgtg
gacagagtgacctcgttcccatt
tetttgetgtgaatggetecte
acggttccagggtagatgttagac
gtgctgtaaccccaataaaccttc
tgacggtaaagttgccagattge
agaggcgggagcaaccccaaat
caaggtgaccaatcgctgag

aatcggtggtaatctcctgg

Objective

PCR primers for PET2 from
GSI115

RT-qPCR primers for CRD1

RT-qPCR primers for GEP4

RT-qPCR primers for PET]

RT-qPCR primers for PET2

RT-gPCR primers for PGS/

RT-qPCR primers for PAS

RT-qPCR primers for PSD1




