Table S2A. Purification of rLac2 from the culture fluid of P. pastoris transformant. 

[image: image1.emf]Total activity  Total protein  Specific activity  Yield Purification 

(U) (mg) (U/mg protein) (%) (fold)

  Culture fluid 329        39.0               8.44   100         1.00

  Ammonium sulfate

 

precipitation 317        10.0             31.7     96.3         3.75

  Toyopearl Butyl-650 M 242          2.30           105     73.3       12.4

  Hiprep 16/10 Q XL 196          1.17           167     59.4       19.7

  Hiload 16/60 Superdex 200 pg 121          0.277           437     36.8       51.8

  Purification step


Table S2B. Purification of rLac3 from the culture fluid of P. pastoris transformant.
[image: image2.emf]Total activity  Total protein  Specific activity  Yield Purification 

(U) (mg) (U/mg protein) (%) (fold)

  Culture fluid         1,360        22.0             61.7   100         1.00

  Ammonium sulfate

 

precipitation         1,280          4.60           277     92.7         4.46

  Toyopearl Butyl-650 M            913          0.907        1,010     67.3       16.3

  Hiprep 16/10 Q XL            775          0.629        1,230     57.0       19.9

  Hiload 16/60 Superdex 200 pg            300          0.235        1,280     22.1       20.7

  Purification step


The rLac2 and rLac3 were purified by the same procedure as follows. All purification steps were carried out at 4°C. The cell-free supernatant was concentrated by ammonium sulfate precipitation (60–100% saturation). Then, the protein pellet was dissolved in 20 mM potassium phosphate buffer at pH 7.0 (buffer A) and dialyzed against the same buffer. The concentrate was mixed with ammonium sulfate to achieve 65% saturation and applied to a Toyopearl Butyl-650 M column (Tosoh, Tokyo, Japan) equilibrated with buffer A containing 65% saturated ammonium sulfate. The flow-through fraction, which contained the major laccase, was collected, concentrated, and dialyzed against buffer A. The resulting solution was applied to a HiPrep 16/10 Q XL column (GE Healthcare, Buckinghamshire, UK) equipped with an ÄKTAprime system (GE Healthcare). The proteins were eluted with a linear gradient of NaCl (0–0.5 M) in buffer A. Fractions having laccase activity were concentrated, dialyzed against 10 mM buffer A, and applied to a Hiload 16/60 Superdex 200 pg column (GE Healthcare). 
