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Yeast inorganic EAHS RCB_GYIPP_
eg3g® enzynomics pyrophosphatase E["F ol Né‘é - P1.250530
RCB I [Page No.] mom e
F2 S0P
HE 3= HO|X]| HE
S1_RCB_GY PP b K| | 2= e 3/13
S2_RCB_GYIPP Transformation 4/13
S3_RCB_GYIPP S A HAE 4-5/13
S4_RCB_GY PP Ul HAE 6/13
S5_RCB_GYIPP e 22U MY 7/13
S6_RCB_GYIPP bl 2F 8/13
S7_RCB_GYIPP B2F 9/13
S8_RCB_GYIPP efM n|ME BEEAE 1 (FYHEHAE) 10-11/13
S9_RCB_GYIPP olefM o|dE EHAIE 2 (224 PCR) 12/13
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Yeast inorganic [;EHEF] 9'301‘3—2(33;';'(’)—
38,0 enzynomics pyrophosphatase E"g{;“, éé —
RCB MIZ [Page No.] Hoxm s
1. HYX| &= Qi
S1_RCB_GYIPP
Hlf x| 24 2r M=% H=< H =R}
LB Broth
=24 el .05. Z0
(Tryptone) Al 24 23.05.08 =0
LB Broth (Soy) x| Hif 2F 23.05.10 =0
LB Broth (Tryptone) I |
E Component Cat# Lot# 7|1& (g/L) ALEE gtol
1 NaCl S0485 12220 10 10 ]
2 Tryptone T1332.0500 017040.04 10 10 ]
040870601
3 | Yeast extract CHS-02 k3021 5 5 (]
4 Agar MB-A1651 B22M17837Y 15 15 ]
bacterial
1 Rp= Up to 1L Up to 1L ]
HAxd [EA7] © @028 ST-85G ] F0=20 F0=20 ]
LB Broth (Soy) 24 |
E Component Cat# Lot# 1= (g/L) AF2Ef slo|
1 NaCl S0485 12220 10 20 L]
2 Soy peptone HSP-349 10058319 10 20 ]
040870601
3 | Yeast extract CHS-02 k3021 5 10 ]
4 1 Rp== Up to 1L Up to 2 L O
L]
HAxd [EA7] © @028 ST-85G ] F0=20 F0=20 ]
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Yeast inorganic [;EHEF] R;B_chagégz_
e3e,® enzynomics pyrophosphatase l_t"(;nlr;r(nl :1.§ P
RCB M=% [Page No. ] HOIXI 4 /13
2.Transformat ion
S2_RCB_GYIPP
dEe / 4EX 2023-05-10 x2e0f

Competent cel|l HE BL21(DE3) RIL, Cat# [] Lot# []

ME199-01/ pET28a-YIPP/ Kana, CAM

DNAF H

DNA AlE 100 ng/ul, 2 ul

Heat shock 42°C, 30 sec, ice 2 min
Recovery 900 £ LB, 37C, 220 rpm, 1hr

3. &8 HHBAE
S3_RCB_GYIPP
AEd / A-A 2023-05-10 =50
Recovery &% 23 100 pe (1/10)
SHAY | Kanamycin, Chloramphenicol
=4 % 140
Cfu/ml 1.4 x 103
Agdn
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Yeast inorganic [;EHEF] R;B—Zggég'(’)—
e3e,® enzynomics pyrophosphatase r:||<;)|r7rtn| :i.i =
RCB MIZ [Page No.] Hox s/
SHA | Ampicilin Kanamycin
Z24 0 6240
Cfu/ml 0 6.24 x 10*
AHZT
SHA | Chloramphenicol Tetracyclin
2E2Y = >10000 >10000
Cfu/ml >10000 x 10 >10000 x 10
Ayl
170 224 E 2 2 ml LB i X|ol| $1ErSH0] ODgog 4
Hf 2 TUA HABR. B 57 BRU AA
%ELl Ej‘.:l' (—T,—téI-a._ EE_EI’I Anjtled /élnéz'!o‘” Al"g')
[PO]
FRTEgy 2_5% Glycerol (50% Glycerol = 1:1 Z%&), 1 ml
=™ (1.5 ml tube) x 3 vial, -80C H =zt
5/13
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Yeast inorganic [;EHEF] RF%B_Z(S(\;;ZZ_
og8,® enzynomics pyrophosphatase 0 glr;(“l :{'i L=
RCB M=% [Page No. ] HOIX 6 / 13
4 USHEHAE
S4_RCB_GYIPP
d8d / dExt 2023-05-15 |
H2E 8% 20 ml * 3
#[ 1 ]Colony stock

Cell stock Al

60 e (HHE 22| 1/1000)

Hjet =74

18C, 25°C, 37°C / 220 rpm

Induction =7

0D600 = 0.6 ==AIA 20 ml ¥ 18°C, 25°C, 37°C, IPTG 1 mM, [ 18, 4 ]hr

0D600

18°C, 18hr 25T, 18hr 37C, 4hr

3.5 5.2 3.5

21 gteldy

ODego 1.5 sampling, sonication in 250 p@ CB50

15% gel, 10 p@ loading
Hj QM [17, 11, 17]x0 O SHE

AHZE Dt

2 ug/17 1
120 mg/L
Whole Sup Pellet
O/N  Shr O/N  5hr O/N  5hr
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Yeast inorganic ZMHE RCB_GYIPP_
35,0 enzynomics pyrophosphatase rr[||F<;)|rthn| N; é - P1_230530
RCB M=% [Page No. ] HOIX 7 / 13
5.1 2L ME
S5_RCB_GYIPP
AEHY / AMERX 2023-05-15 BN
HAE 8 20 ml

Cell stock [PO] 20 pe (1/1000)

AL
o 2= A [ 37 1°C, 220rpm
Induction = 0D600 = 0.6 ==HAIA IPTG 1 mM, [ 4 ]hr
Colony# 1 2 3 4 5
0D600 2 2.1 3.2 2 3.1
UHE (%)
EF2 /7 5 £H E 100 o4 59 60 67 56
2 ug/24 ue
83 mg/L
Whole Sup Pellet
Induction:: =t = e uEn i uw: s b & M S S S SRR SRE E G D aD MR s e & = = o g W + 4+
M1 2 3 4512 3 451 23 4M35 123 45123 4512 3 M4 5
1 2 3 4 5 6 7 8 9 1011 1213 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

At
(PAGE olo[x|, 0D600)
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Yeast inorganic [;EHEF] R;B_chagflsgz_
e$52¢ enzynomics pyrophosphatase i (;’Ir;"l oie L=
RCB M=% [Page No. ] HOIX 8 / 13
6.Hf F
S6_RCB_GYIPP
e / YA 2023-05-30 Z0f
i &2 200 ml
Cell stock [PO]
A2 e #[ 1 ] Colony, 200 p@ (1/1000)
HYf k=74 37°C, 220 rpm, [ 8 Ihr
Hi QF A|ZF 7|2 Hi 2F A[ZF AlZF 1 2023-05-30 9:00
s s T H{QF S8 A|ZF : 2023-05-30 17:00
it B2 7|&E 6 /8 h
[0D 3t / HHEAIZH] '
Z'E|—f§— 0Ds&oo 6
Sofl Y Rt 1 3| %F [P1]
2 hr 4 hr 6 hr 8 hr
6
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Yeast inorganic [f*ﬂ;‘i] R;B—Zgg's';'(’)—
e3e,® enzynomics pyrophosphatase rc||<;)|r7rtn| :i.i —
RCB MIZ [Page No.] Hoxm s
7.2F
S7_RCB_GYIPP
e / YA 2023-05-30 Z0f
SFMZEA 25% Glycerol (50% Glycerol =} 1:1 &%)
Cat# [ EBGO01-250 ] Lot# [ NI ]
ESM 1ml (1.5 m 237 =4 52 Axygen #SCT-150-SS-C-S)
2F 5y 324 A4 ZF2IX [ JSCB-1800SL ]
SHA F2 Hj ko wHt W (FZF bottle shaking 5 =)
Ha2z =4 -60°C 0|}
HAXNA/4sTH Forma Series Ultra-Low Freezer
"f;.&x
&

H AL
Ha Vial =% 100
o= g ol g g0l
Product & RCB_GYIPP(RIL) HZd =el ]
ajgl =lol
Lot# 230530 Mz=HS =el ]
HE /19
Vialt TREI07 o) 2w 2ol O
504
Ha AlEF A 2023-05-30
A 2 25 7|5(7T) [ -80 ]°C
egsge enzynomics 9/ 13
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Yeast inorganic [;EHEF] R;B_chagégz_
e35%e enzynomics pyrophosphatase i ERTES Pl
RCB M=% [Page No. ] HOIXI 10 / 13
8.2|aM o|dMZ
FHAE A (YUY AM)
S8_RCB_GYIPP
RCB vial#
(2 7H) #41, #79
Ayl /MEX} 2023-05-17 Z=40f

=
02
0T
IE

RCB 10 p¢ & SHMA 7} = SH=l LB agar plate ofl
streaking &t01 37°C, 18hr HH2F

#41
S4H BAE Zzt

1. Ampicilin

2. Kanamycin

3. Chloramphenicol

4. Tetracyclin

PASS/FAIL

PASS
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Yeast inorganic [;EHEF] R;B_chagégz_
e35%e enzynomics pyrophosphatase i ERTES =
RCB M=% [Page No. ] HOIXI 11/ 13
1. Ampicilin 2. Kanamycin

#79
S BAE ZI}

4. Tetracyclin

PASS/FAIL

PASS
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Yeast inorganic ZMHE RCB_GYIPP_
ege,® enzynomics pyrophosphatase l_t["F(;)Ir Jr(nl th; é P1_230530
RCB M=% [Page No. ] HOIX 12 / 13

9. oM o|ME
EXHAIE 2 (224 PCR)

S9_RCB_GY IPP

A B2 S8_RCB_GYIPP Al&2| [ Kanamycin, Chloramphenicol ]
<= st Plate 224 10 M

/™At 2023-05-31 / ==0f

Primer #[ RC2205-07F/R ]
F : AGAAGGAGATATACCATGACCTACACTACC
R: GTGGTGGTGCTCGAGTTAAACAGAACCGGA

PCR Primer set
(5° -3 )

Target size [ 864 Ibp

Colony : Kanamycin Plate Chloramphenicol Plate

Colony PCR Z =}

S OF WP o W0 e B9 @F M8 e T WD W Ser 080 I o v G0 e REE

Product A 0{& [ 10 ]1/10

PASS/FAIL PASS
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Yeast inorganic [;EHEF] RF%B_Z(S(\;;Z_
og8,® enzynomics pyrophosphatase 0 glr;(“l :{'i =
RCB M=% [Page No. ] HOIX 13 / 13
10. 220N o|dE
FEHAE 3 (LsHAE)
S9_RCB_GT7RP
e / AER 2023-05-31 =20
H2E 8% 20 m
Vial #[ 49 1, #[ 79 1]

Cell stock AL

20 »f (HHAEEZF2| 1/1000)

25 xFH

[ 37 ]C

Induction =7

ODsoo = 0.6 =A™ IPTG 1 mM, [ 4 Ihr (control: 25°C 6hr)

0D600 4.24 (control 25°C: 2.6)
ODeoo 1.5 sampling, sonication in 250 «f CB50
Z o} stolubH 15% gel, 10 xf loading
HYFOH [ 14 Ju0 off SHE
1 ug/14 ue
71 mg/L
Whole Sup Pellet
Induction temp: 25 37 25 37 2 37
Induction: M - + - + - + - &+ - & - %

(kDa)

AHZET
35-
25-
wsi g 52 (25°C), 60 (37°C)
PASS/FAIL PASS
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