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Abstract

The phospholipase C (PLC) hydrolyzes the polar head groups such as
phosphocholine or phosphoethanolamine residues esterified at the sn-3 position of
phospholipids. Pichia pastoris can utilize methanol as a carbon source and produce
recombinant proteins under the control of the strong, tightly-regulated alcohol oxidase
(AOX) promoter. In this study, we developed recombinant P. pastoris system for PLC
expression and analyzed PLC activity.
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B AFo|M AMEH &= B cereus 11, 318, 5599} P. pastoris GS115 (His,
Mut), X-33 (Mut’), KM71H (Mut’, Arg")o] 3, Az wld udS 93} vector2
£ pPICZa C (Invitrogen, Zeocin)E A&3l9th Z=apujokolAE= LB 1 %
tryptone, 1 % NaCl, 0.5 % yeast extract, 25 yg/mL zeocin)¥j 2|2} YPD (1 % yeast
extract, 2 % peptone, 2 % dextrose, 100 pg/mL zeocin) WjX| S A}&3} 1, AZET
Gl HHS 93t WA 2= BMGY & BMMY (1 % yeast extract, 2 % peptone,
100 mM potassium phosphate (pH 6.0), 1.34 % YNB, 4 x 10 °% biotin, 1 %
glycerol or 0.5 % methanol, 100 ug/mL zeocin)B] X| S A}-&3} T

2. A}£-3l Plasmid

B. cereus ATCC109879A] #e]® PLC ## A} (from Prof. Mary F. Roberts,
Boston college)E methanol-S- ©]-8-3}¢] extracellular recombinant protein®] L3-S
T 3l= AOX 1 promoterS A|d pPICZa Col 493t pPICZa C/PLCE A %234
=3
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TG 4 Ws Rad FHdE B cereuss LB v A9 A P. pastoris
SYPD iAol 12413F ol Hjokstel BABAZ F, 2 WA 1 %9 FH)
FAS HAFSIAT B wjdolA B cereuss LB HIA|IE AlE3dle] Aehujokr)
(250 mL ZE-&7], 37 C, 180 rpm, working volume 100 mL)oj|A] <3ty
Pichia pastoris GS115, X-33, KM71H= BMGY H|A|ES A}&3}o] 24 A)z7H 7@
(ODgwo = 276) ¥iFe & wWigA S AN (F2, 3000 x g 5 min)sle] 2
cell& BMMY H]A]o] ODgo = 10] HEF HF3u Heujg7] (500 mL 2&-&
7], 30 C, 200 rpm, working volume 100 mL)o|A] ®j %3} c}.
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Aot extracellular PLCE A &Fs)7) S S. Kurioka®]
p-Nitrophenylphosphoryl-choline (p-NPPC)& ©]-&3} spectrophotometric assay= % & 3}
o] AH83}¢th. p-NPPC= PLCO| 9]&} pnitrophenol®} phosphorylcholin® 2 -3}
£l o] § A4E pnitophenolo] 4SS LETL o] WSS o] &5te]
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PLC solution 90 1£2} 100 mM p-NPPC 10 uf (100 mM Borax buffer, pH 7.5 &
3}sl & microplate reader (Wallac 1420 VICTOR?)Z 405 nmol| 4] PLC activityS =
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