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Fig. 1: Amplification of the button white mushroom strains IM008 and Holland737 gpdll promoter. (1) PCR product on
starin IM008 genomic DNA by using gpdll (R1)/gpdll (F1) primer pair and observation of expected 290bp fragment.
(2) PCR product on starin IM008 genomic DNA by using gpdll (R2)/gpdll (F2) primer pair and observation of
expected 290bp fragment. (3) PCR product on starin Holland737 genomic DNA by using gpdll (R1)/gpdll (F1) primer
pair and observation of expected 290bp fragment. (4) PCR product on starin Holland737 genomic DNA by using gpdll
(R2)/gpdlIl (F2) primer pair and observation of expected 290bp fragment. (5) Negative control (water, gpdll (R2)/gpdll
(F2) pimer pair, 4:1 ratio of Taqg: Pfu polymerase as DNA polymerase and its buffer). (M) DNA ladder (100bp plus,
Fermentas)
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Fig. 2: Amplification of hph gene, confirmation of pBlue8 construct with PCR and schematic view of pBlue8 construct.
Wells (1-2-3-4) are replicates of PCR product on pPCAMBIA1304 plasmid by using hph (F)/hph (R) primer pair and
observation of expected 1049bp fragment of hph gene. Wells (5-6-7-8) are replicates of PCR product on pBlue8
construct by using gpdll (R2)/gpdll (F2) primer pair and observation of expected 290 bp fragment of IM0O08 gpdl|

promoter. (9) Negative control (pBluescript 11 SK (+) plasmid, gpdIl (R2) and gpdll (F2) pimers, Tag DNA polymerase
and its buffer). (M) DNA ladder (1kb, Fermentas)
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Fig. 3: Confirmation of pBlueH8 and pPCAMBIAHS constructs which contain hph gene and gpdIl promoter and
Schematic view of pBlueH8 and pCAMBIAHS constructs with restriction enzymes site (RE). Wells (1-2) are replicates
of enzymatic digestion of pPCAMBIAHS construct with Xhol and BstXI and observation of expected 10481 and 1325bp
fragments. (3-4) PCR product on pBueH8 construct by using gpdll (F2)/hph (F) primer pair and observation of 1300bp

H8 fragment. (5) Negative control (water, hph (F)/gpdll (F2) pimer pair, Tag DNA polymerase and its buffer). (M)
DNA ladder (1kb, Fermentas)
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Fig. 4: Confirmation of pT7, pT8, pTI7 and pTI8 constructs with enzymatic digestion pattern. Restriction site of
EcoRI and Pstl are represented in schematic view of pT7, pT8, pT17 and pTI8 constructs. (1) Obtained 324 and 2826bp
fragments from enzymatic digestion of pT17 construct with EcoRI and Pstl. (2) Obtained 324 and 2826bp fragments
from enzymatic digestion of pTI8 construct with EcoRI and Pstl. (3) Obtained 299 and 2825bp fragments from
enzymatic digestion of pT7 construct with EcoRI and Pstl. (4) Obtained 299 and 2825bp fragments from enzymatic
digestion of pT8 construct with EcoRI and Pstl. (M) DNA ladder (100bp plus, Fermentas)

Lacc signal sequence
Psr] (2954) /

FeoRl (2044) | BamHI (1) 3000
_ Notl (20)
HindIII (2932) Sacll (32)
Sall (2917) BsrXI (33) 2000
Xhol (2911) Sacl (41)
Kpnl (2900)
200
pBluel
3016 bp
105
100

oS> pBIUeL o5l Sl JS& 50 oo 3l mian 555) bawgs | 7Y 5 (b 5 Jlgs axlg pBlUeL o3l 036 :0 S

s a5 BSEXI g ECORI s 5 (sl 51 L o0y e PBIUEL o5l (V) el ous o0ls L BStXI 5 ECORI sl 31 oslolis

Olgieas BStXI g ECORI sy slaes 31 L pBluescript 1 SK (+) auasdly eedn (V) o (505550855 YAVY 91+ 0 Slakad sl
(100bp plus, Fermentas) Jsge )5 ,lo (M) (Gl dlg pué S g5 dndad) 0505 adgi 1) YAVY 50+ Slehad a5 ]S

Fig. 5: Confirmation of pBlueL construct which contain Laccasel gene signal peptid with enzymatic digestion.
Restriction site of EcoRI and BstXI are represented in schematic view of pBlueL construct. (1) Obtained 105 and
2911bp fragments from enzymatic digestion of pBlueL construct with EcoRI and BstXI. (2) Obtained 50 and 2911bp
fragments from enzymatic digestion of pBlueL construct with EcoRI and BstXI as control (Smaller fragment is
invisible). (M) DNA ladder (100bp plus, Fermentas)
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Fig. 6: Confirmation of pgLI7 and pgLI8 constructs with restriction digestion pattern. Restriction site of BamHI and
EcoRlI are represented in schematic view of pgLI7 and pgLI8 constructs. (1) Obtained 389 and 2942bp fragments from

enzymatic digestion of pgLI7 construct with BamHI and EcoRlI. (2) Obtained 389 and 2942bp fragments from
enzymatic digestion of pgLI8 construct with BamHI and EcoRI. (M) DNA ladder (1kb, Fermentas)
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Fig. 7: Confirmation of pPCAMBIAH87, pCAMBIAH88, p13H87T and p13H88T constructs with restriction digestion pattern.
Restriction site of Xhol, Ncol, Pstl and EcoRlI are represented in schematic view of pPCAMBIAH87, pPCAMBIAHS88, p13H87T and
p13H88T constructs. Wells (1-2) are replicates of PCR product on pTZ57R plasmid contain tPA gene cDNA by using tPA (F)/tPA
(R) primer pair and observation of amplified 1633bp fragment of tPA. (3) Negative control (water, tPA (F)/tPA (R) pimer pair, 4:1

ratio of Taq: Pfu polymerase as DNA polymerase and its buffer). (4) pPCAMBIA1304 plasmid digested with Ncol and created a
linearized 12361bp fragment. (5) pPCAMBIAHS88 construct digested with Ncol and created a linearized 12173bp fragment. (6)
pCAMBIAHS7 construct digested with Ncol and created a linearized 12173bp fragment. (7) p13H88T construct digested with Ncol
and created a linearized 12361bp fragment. (8) p13H87T construct digested with Ncol and created a linearized 12361bp fragment. (9)
Double digestion of pPCAMBIA1304 plasmid with Xhol and EcoRI and obtaining 1030, 1094 and 10723bp fragments (the two samall
fragment seem as one fragment). (10) Obtained 1569 and 10604bp fragments from enzymatic digestion of pPCAMBIAHS88 construct
with Xhol and EcoRI. (11) Obtained 1569 and 10604bp fragments from enzymatic digestion of pPCAMBIAHS87 construct with Xhol
and EcoRl. (12) Obtained 472, 1031, 1569 and 7352bp fragments from enzymatic digestion of p13H88T construct with Xhol and
EcoRI. (13) Obtained 472, 1031, 1569 and 7352bp fragments from enzymatic digestion of p13H87T construct with Xhol and EcoRI.
(14) Obtained 72, 78, 113, 414, 622, 846 and 8279bp fragments from enzymatic digestion of p13H88T construct with Pstl (Three
smaller fragments are invisible). (15) Obtained 72, 78, 113, 414, 622, 846 and 8279bp fragments from enzymatic digestion of
p13H87T construct with Pstl (Three smaller fragments are invisible). (M) DNA ladder (100bp plus, Fermentas). (L) DNA ladder
(1kb, Fermentas)
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