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«25% enzynomics DNase | (Pichia) 2MHS RCB_GDNSI_P2_20221
e RCB XHIZ [Form No. ] 202
1. Hi K| &= B
S1_RCB_GDNSI
Hf x| T M= M= | =X}
YPD Broth (Soy) A Z 2L =l 500 mf 2022-11-21 ZEd
BMGY Broth (Soy)2H | Hif 2F 500 mf 2022-11-29 ZEd
BMMY Broth (Soy) 2 x| Elgei] 500 m{ 2022-11-29 ey
YPD Broth (Soy) & |
E Component Cat# Lot# 7|= (g/L) ALEE glol
1 Yeast extract CHS-0205 04870601CK3021 10 g/L 59¢ ]
2 Soy peptone HS0349 2021/06/04 20 g/L 10 g O
3 Dextrose G5767 SLBP5997V 20 g/L 10 ¢ OJ
4 Agar MB-A1651 B22M17837YJ 20 g/L 10 g Il
HAEA F0=20 ]
BMGY Broth (Soy) 24| |
E Component Cat# Lot# 1= (g/L) AL glol
1 Yeast extract CHS-0205 04870601CK3021 5 g/L 2.5¢ ]
2 Soy peptone HS0349 2021/06/04 10 g/L 5¢ O
100 mM .
) KHoPO4:PPMO5 | 04871222PPM0520 2.30 g/L 1.15 g ]
3 Potassium
phosphate ]
(pH6.0+ 0.1) K2HPO4:PPD0O5 04871222PPD0520 11.8 g/L 599g L]
Yeast
4 | nitrogen base Y0626 MKCN8243 13.4 g/L 6.7 ¢ ]
(YNB)
5 Biotin B4639 SLCF3557 0.4 mg/L 0.2 mg L]
6 Glycerol GLYCO5 0705GLYC4922 10 mé/L 5ml L]
T 7Y F0=20 O
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«23% enzynomics DNase | (Pichia) EMHS RCB_GDNSI_P2_20221
RCB Ml & [Form No.] 202

AMZIE (1L 7]18)

® Yeast extract 5 g, Soy Peptone 10 g, / 1 L (autoclave)

@ 2t20M AlSl =

@ 1 M potassium phosphate buffer, pH6.0 = 0.1 S 100 m{ &7}

—1 M K2HPO4 132 mf + 1 M KH2P04 868 m{= mix SH0{ 1 M potassium phosphate buffer, pH6.0
+ 0.1 2IX| &lst 2l&k (HsP04, Phosphoric acid =& FASIZLE(KH) 22 MY

—1 M K2HP04 : Potassium phosphate dibasic 174.18 g2 =& 1ILZH W2 =2 &, Filter
sterilize

— 1 M KH2P04 : Potassium phosphate monobasic 136.09 g 2 Z& 1L =H DWZE =2l &,
Filter sterilize

@ vyeast nitrogen base (134 g/L) S
— Yeast nitrogen base 134 g / 1L
sterilize

® Biotin (20 mg/ 100 m¢) S 2 m{ A7}

— Biotin 20 mg / 100 m{ ol =¢QI =, Filter sterilize

® 10% Glycerol = 100 m{ X7}

— 100% Glycerol 100 m{ + D.W 900 m{ =% S Filter sterilize

100 m¢ ™7t
20 Heat stirring 22 2835 =2l ClS Filter

BMMY Broth (Soy) 24 |

ii Component Cat# Lot# 71 (g/L) AL glol
1 Yeast extract CHS-0205 048706?1CK302 5 g/L 2.5¢ ]
2 Soy peptone HS0349 2021/06/04 10 g/L 5¢ ]
100 mM KHPOs:PPH05 | 0487T222PPNOS 1y oy ) 115 g 0
3 Potassium 20
phosphate ) 04871222PPD05
(pH6.0+ 0.1) K-HPQ4:PPD05 20 11.8 g/L 59¢g (]
Yeast
4 | nitrogen base Y0626 MKCN8243 13.4 g/L 6.7 ¢ ]
(YNB)
5 Biotin B4639 SLCF3557 0.4 mg/L 0.2 mg L]
6 Methanol 1.06009.1011 1215809222 5 ml/L 2.5 ml ]
== F0=20 O

AMZ[s (1L 2[F)

@ Yeast extract 5 g, Soy Peptone 10 g, / 1 L (autoclave)

@ 220M Alsl =

@ 1 M potassium phosphate buffer, pH6.0 = 0.1 & 100 m{ &7}

—1 M K2HP04 132 mf + 1 M KH2P04 868 m{= mix SH01 1 M potassium phosphate buffer, pH6.0
+ 0.1 2IX| &lst Ak (HPOs, Phosphoric acid BE= 4SS (KOH) 22 HA

—1 M K2HP04 : Potassium phosphate dibasic 174.18 g= =& IL=EHHA DWZ =2 =, Filter
sterilize
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DNase | (Pichia) 2MHE RCB_GDNSI_P2_20221
RCB Xl &t [Form No. ] 202

— 1 M KH2P04 :
Filter sterilize

sterilize

® 0.5% Methanol

Potassium phosphate monobasic 136.09 g & =&

@ vyeast nitrogen base (134 g/L) 2
— Yeast nitrogen base 134 g / 1 L

LA wE =2 =,

100 m¢ H7}
4

20 Heat stirring 22 2835 =9l CF2 Filter

® Biotin (20 mg/ 100 m) S 2 ml &7}

— Biotin 20 mg / 100 mf off =2 F, Filter sterilize

£ 100 m{ A7t

— 100% Methano!l 50 m{ + D.W 950 m{ =&} 5| Filter sterilize

2.Streaking

S2_RCB_GDNSI

Alslel / ASI R}

=83 = =

.I

HO

2022-11-23 4

Cell Stock ME

Pichia pastoris (GS115), 100 ul in 1.5 ml tube

DNA & &

CS17-109-04-pP I C9K-DNase | (-a -MF)/ pPICOK Pichia vector

3. 84 HYHHZE

S3_RCB_GDNS|
Al / AFHXE 2022-12-07 ey
Colony 7|2 Cell stock Al2et
SHA | Ampicilin Kanamycin Chloramphenicol
2L % % % %
Cfu/ml % % %
,¥:PE
b
NEEE i
.'g/l
o)
; ,/////
2 17 224E 2t 50 ml BMGY HiX|ol| $1EFSH04 ODgoo
224 =3 ot 3 ETAl BltER . & 47) 22U| AlA
[P1] (Derel 22U M ABo| ALR)
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«23% enzynomics DNase | (Pichia) EMHS RCB_GDNSI_P2_20221
RCB HIZ= [Form No.] 202
TRy 2_5% Glycerol (50% Glycerol = 1:1 E%&), 1 ml
=™ (1.5 ml tube), -80C =2,
%7 Antibiotics have no effect on yeast growth nor on protein expression
= Ref. DOI: 10.3389/fmich.2015.01002
4. 08 22 MEH
S5_RCB_GDNSI
Agd / Xt 2022-12-07 e
HAE 2% 50 m¢ (BMMY HHXI)
Cell stock [P1]
A8 00w
Hi 2F =7 30°C, 96 hr, 220 rpm
Induction =AH 24 hr 7|2 Final 3% Methanol F7}
Colony# #1 #2 #3 Control Soy peptone
0D600 61.5 58.8 47 1 45.9 40
SSHE (%)
EF7 /7 &) chal &l <100 100 100 90 100 50
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«23% enzynomics DNase | (Pichia) EMHS RCB_GDNSI_P2_20221
RCB Ml & [Form No.] 202

Colony 1

Colony 2

Colony 3

Cell stock

AHZE T

(PAGE olo[x|, 0D600)

Casein
peptone

L2 O B R

(M0595) 0 hr 24 hr 48 hr 72 hr 96 hr

Soy
peptone

N I Rt
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«23% enzynomics DNase | (Pichia) EMHS RCB_GDNSI_P2_20221
RCB WX [Form No.] 202
5. Hf| ¥
S6_RCB_GDNS|
Atdel / =8kt 2022-12-09 ey
Hj 2+-Z2F 50 mf
bl X| BMGY
Cell stock [P1]
Age 50 40 (1/1000)
Hi 2F =7 30°C, 45hr, 220 rpm
Hik S22 7|&F 45 hr
Z[E 0Deoo 17.2
Sl F 23l Xt 2 3| X} [P2]
18 hr 22 hr 26 hr 42 hr 46 hr
8.94 1.6 13.6 17.3 17.2
Growth curve
20
ME=EM 15
doo 10
(@)
5
0
0 18 22 26 42 46

30°C Culture (hr)
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¢25% enzynomics DNase | (Pichia) 2AHS RCB_GDNSI_P2_20221
(o RCB M & [Form No. ] 202
.23
S7_RCB_GDNSI
e / ™At 2022-12-07 ey
EZM=M 25% Glycerol (50% Glycerol 2} 1:1 &%)
SMZ 1ml (1.5m 23F% F4 52, Axygen #SCT-150-SS-C-S)
EWA| F9 Pichia € clean bench oflAf =+
Haler =A -70°C ~ -80°C
HAuXMA/HSIHE 3Z -80C H=
HAAZ
Hat Vial 3 100
Hal A|ZF QA 2022-12-07
HE AE 2x(7T) -80°C
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