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Overnight Express™Instant LB/TB medium
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BEXHK:1) TheFirst Glycosynthase Derived from an
Inverting Glycoside Hydrolase Yuji Honda and Motomitsu
Kitaoka J.Biol. Chem.,Jan 2006;281: 1426 - 1431.
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Overnight Express solution 1 RER (KFEEHEOHDRE - HKIFAFE) 20mL X 1 & 20mL X 5 &
Overnight Express solution 2 BENy T 77— | BRE (KSBICLS pHETZKS) 125mL X 1 & 50mL X 2 &
Overnight Express solution 3 RTFZIILIE (B OD ZH#H) 1mL X 1& 1mL X 5%
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Overnight Express solution 6 XAFAZVIR 20mL X 1 & 100mL X 1 &
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Analysis of crude, soluble, and purified proteins from
cultures grown in Overnight Express Autoinduction m/z
System 2 medium

) . ) Mass spectra
pET-44b(+) plasmids expressing a HissTag®/NusA X . .
fusion protein were transformed into B834(DE3) cells Mass spectroscopy analysis shows Se-Met incorporation
and grown for 16 h at 37°C in Overnight Express into target proteins with Overnight Express System 2
System 2 medium containing Se-Met (125 pg/ml) or autoinduction as described in figure at left. (Spectra
Met (OnEx Solution 6). Cultures were centrifuged and provided by the Mass Spectrometry/Bioanalytical Facility
cells were resuspended in Ni-NTA Bind Buffer at the University of Wisconsin Biotechnology Center.)

containing AEBSF Hydrochloride, Benzamidine
Hydrochloride, and Lysonase™ Bioprocessing
Reagent. The suspension was sonicated and
centrifuged at 12,000 x g for 10 min.Soluble cell
extracts were processed by Ni-NTA HiseBind®
chromatography. Two micrograms of purified protein
(P), 5 ul of soluble extract (S), and a sample of crude
extract (C; standardized to harvest OD,) were
analyzed by SDS-PAGE (10-20% gradient gel) and
Coomassie blue staining. The predicted molecular
mass for the pET-44b(+) protein is 67.8 kDa. Lane M:
Perfect Protein™ Markers, 10-225 kDa.
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TR
® ERILZ NI ED NMR f# A N, BCIREICRE

@ AE/KTHRETRL. BEASRITEREST
0 BESICEHLETHEHAEZRAMTEXEY

NMR BHTARIC "N %2 WE PCIERE IR 5 5 bR TI 2 EHRFES X T LOBMIEM T, COFy MIFENATL
BRERTAY b—1Z&ExHR CN-BET7VEZT L BCJIILO—X) £ BC-JUE0—)L (Bl5E A204 %S CLM-1510-
EMD) & Cambridge Isotope Laboratories, Inc T3, 3BEONv T —CZARLTHEDFT,

. Overnight Express 71759-3 1LA
e ] . - = A "
BEZRETBIOICNZINILTZFY b Autoinduction NMR Medium - *N 71759-4 5LHE
- _ Overnight Express
NZCZITILTSNILTEFY L Autoinduction NMR Medium - **N, 3C 71789-3 1LA
= — Overnight Express
= ~ > “w -
BRFFREA/ 2 SNIEFY b Autoinduction NMR Medium-Optimization 71760-3 1LA
NMR Medium NMR Medium NMR Medium
15N 15N, 13C Optimization
DATLICEFNBEE tnenskcsmssesmrcs £y, (FNBRT0FI—LER) 71759-3 71789-3 71760-3
Overnight Express NMR Solution 1 BEFERARERR GESNILHBLNE 5N SAILEA) 20 mL = 20 mL
Overnight Express Dual-NMR Solution 1 BEFEERAKKER (N, 3CESNILA) = 20 mL =
Overnight Express Solution 2 RNy 77—+ ERR 10 mL 10 mL 10 mL
Overnight Express NMR Solution 2 BNy 77— ZERFESE 50 mL 50 mL 50 mL
Overnight Express Solution 3 RITXI LR 1mL X 3% 1mL X 3% 1mL X 3%
Overnight Express Solution 4 SRR 1mL 1mL 1mL
Overnight Express NMR Solution 5 T8 4mL 4mL 4 mL
Overnight Express NMR Solution 6 XFF=Z> 5mL 5mL 5mL
Ammonium Chloride = = 27g
[**NJAmmonium Chloride 27g 27g -
[U-13C6] D-Glucose = 05g =
1 23 4567 B 9101112131415 1617 18 i 23 4 5 & 7 @

B 1 : overnight Express NMR Medium T2 YNNI BERBEIH,

WYY > 7LD SDS-PAGE

Proteins: At5g22580, At5g01610, At1g01470 (Arabidopsis thaliana target proteins) . Target
proteins, except At5g22580, contained an N-Terminal maltose binding protein (MBP) in addition to

the S-tag and His* Tag sequences. Target protein was purified from the cleared lysate by immobilized
metal affinity chromatography (IMAC) using Ni-NTA HisBind® Superflow™ (Cat. No. 70691)

and an AKTA system.
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BugBuster® Master Mix 71456-3 100 mL
BugBuster. Benzonase. rLysozyme DR &% %, 71456-4 500 mL
JSLERYE - BEEEE 50552 VNI BEORENFIRETY, Ecoli 1gHTch 5mL HMZEFEHETY,

V BugBuster L ZERRBRL Ot Y MM

BugBuster® Plus Benzonase® Nuclease 70750-3 1 kit
BugBuster 500 mL ¥ Benzonase Nuclease 10,000 U (H&Z0O04J %S 70746-3) Ot v FUFETY,

V BugBuster t GEERBBEROT LI v IXZ1T

BugBuster® HT Protein Extraction Reagent 70922-3 100 mL
BugBuster ¥ Benzonase h&» 5N L®EREAINTVWET. N RIL—TF v hREY NI ERMICHRETY, 70922-4 500 mL
70922-5 1L

V BugBuster (R4 —F217)

BugBuster® Protein Extraction Reagent 70584-3 100 mL
BugBuster DR 2 A — R E 1T FEMBRARISEcoli 1gHTD 5mL TY, 70584-4 500 mL
V BugBuster (i&#E4 1 7)

BugBuster® 10X Protein Extraction Reagent 70921-3 10 mL
Ry 7 7—RAESERVRELATTT. BEADNY 77— THRLTIER LI, 709214 30 mL

70921-5 100 mL

BugBuster® iR R

V REBEABZI VY F—L

rLysozyme ™ Solution 71110-3 300 KU
B UV F— Lo BugBuster L Y B LHMERRA LD £, BugBuster EHAT B L Eld Ecoli 1g HTh 71110-4 1200 KU
3,000 ~ 5,000 U W12 EFHETY, 71110-5 6000 KU
V BEDRER

Benzonase® Nuclease, Purity > 90% 70746-4 2.5KU
Serratia marcescens ARD IV KX L7 —HETFo DNAL RNAZDRLETH. 2V NIBICIBFELERA. 70746-3 10 KU
BugBuster L AT B FiF Ecolilg 7=D 5puL (125U) W ZHEFBEETT,
O BEY Y TILOTHERIZ, BHFLFEAHEIMOBRVREBEE TERBICTEEC LT,
nEYwaE Calbiochem® Novagen®
Ampicillin, Sodium Salt 171254-5GM 5g
PR D BIR. $EEE 1 = 90% (anhydous). £3F& [ 3714, fR7F ! 4°C. CAS:69-52-3. AR ! H,0 (1 mg/mL) 171254-25GM 25g
Ampicillin, Sodium Salt, Sterile-Filtered Aqueous Solution, Cell Culture Tested 171257-10ML 10mL
Tk ik . HFE 13714, {747 1 -20°C. CAS:69-52-3. 100 mg/mL Ao

Ampicillin, Sodium Salt, Sterile, Tissue Culture Grade 171255-20ML 20 mL
TR K. HFE 13714 {377 1 4°C. CAS:69-52-3. 20 mLH,0 THAMET 3 10 mg/mL DR by ZBRICHD £,

Carbenicillin €9231-5G 5g
TR D MR, DFE 14224, 1R7F . +4°C. CAS : 4800-94-6, Af#M : H,0 (10 mg/mL)

Kanamycin Sulfate, Streptomyces kanamyceticus 420311-5GM 5g
TR DR, HF B 15826, %77 | BB, CAS :25389-94-0. AN : H,0 (10 mg/mL) 420311-25GM 25g
Puromycin, Dihydrochloride,Cell Culture-Tested 540411-25MG 25mg
TR © BIR. MHEE = 98% byTLC., 93 F 2 : 544.4. fRfF : -20°C. CAS : 58-58-2. Af#M : H,0 (50 mg/mL) & & T MeOH (20 mg/mL) 540411-100MG 100 mg
Blasticidin S, Hydrochloride, Streptomyces griseochromogenes 203350-25MG 25mg
oK © B, SRS © = 98% byHPLC. 9Fi : 458.9. 877 | +4°C. CAS : 3513-03-9. JARRM  H,0 (20 mg/mL)

Blasticidin S, Hydrochloride, Streptomyces sp., Sterile-Filtered Aqueous Solution, Cell Culture 203351-10ML 10mL

AR DRIE. 978 458.9. fR7F 1 -20°C. CAS :3513-03-9, BMES 203350 O 3:@AEF 10mg/mL (20 mM HEPES pHT7.5) A& T,
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