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DISCUSSION BOARDS

» General Discussion

» Ask the Experts: Molecular and Cell Biology
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Yideo protocols available!
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Yideo protocols available! 3-

Watch peer-reviewed, high
quality step-by-step video
protocols for top lab
procedures!

See a3 list of all videos»

FEATURED VIDEO

Phase Contrast and
Differential Interference
Contrast (DIC) Microscopy

BEYOND THE BENCH

Read our editors’ blog for news,
commentaries, and the latest
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Preparation of Soluble Proteins from Escherichia coli
Author{s): Paul T. Wingfield
Publication Date: August, 2005

Source: Current Protocols in Protein Science

Selection of Escherichia coli Expression Systems
Author{s): alain Bernard, Mark Paytan
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65 Insoluble (Inclusion Bod USER RATINGS

Proteins from Escherichia coli Easy to Follow
PEER Paul T. Wwingfield!, Ira Palmer!, Shu-Mei Liang? our rating: Mone (2
REVIEWED votes)
Inational Institutes of Health, Bethesda, Maryland achieved Expected
2Narth American Yacoine Corp., Beltsville, Maryland Results

Fublication Mame: Current Protocals in Protein Science

" Yaur rating: Mone [1 vote)
Unit Mumber: UNIT 6.5

DI 10.1002/0471140864 ps0605s00 COverall Rating
Print Publication Date: June, 1995
Online Posting Date: May, 2001 Yaur rating: Mone [1 vote)

Add your comments p

8

GO TO THE FULL TEXT: PDF or HTML at wiley Interscience

Are you the author of this protocol? Login or register and return to this page.
Learn more about the suthor{s): Paul Wingfield

ABSTRACT
ABSTRACT ],

= Heterologous expression of recombinant proteins in E. coli often results in the
TABLE OF CONTENTS © farmation of insoluble and inactive protein aggregates, cormmonly referred to as
inclusion bodies, To obtain the native {i.e., correctly folded) and hence active form

MATERIALS of the protein from such aggregates, four steps are usually followed: {1) the cells
are lysed and the are aggregates, {2} the cell wall and outer membrane
4. components of the aggregates are removed, {3) the aggregates are saolubilized {or
FIGURES extracted) with strong protein denaturants, and (4) the solubilized, denatured
proteins are folded with concornitant oxidation of reduced cysteine residues into the
7. correct disulfide bonds to obtain the native protein. This unit features three different

LUIEERIUREICHIED approaches to the final step of protein folding and purification, In the first,

guanidineHC| is used as the denaturant, after which the solubilized protein is folded

AUTHOR NOTES (before purification) in an "oxido-shuffling” buffer system to increase the rate of
protein axidation. In the second, acetic acid is used to solubilize the protein which is
Y iall o b | il o b in i R, bemimim bnlodad

MOTE: All steps are carried at 4¢C unless otherwise stated
Looking for materials? Suppliers Guide 3,

Figure 6.5.3

Setup for folding of HIV-1 integrase by dilution into
buffer,

5- Yiew Image
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Wiew Image
Copy Image 6 .
Copy Image Lacation

HIv-1

Sawe Image As...
integrase

Send Image. ..
Set As Deskiop Background...

peristaltic pump magnetic stirrer

Figure 6.5.3
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PEER
REVIEWED

Paul T, wingfisld!, Ira Palmer!, Shu-MeiLiang?

2. USERRATINGS

le (Inclusion Body)

Easy to Follow

Yaur rating: 4 (3 votes)

Achieved Expected

INational Institutes of Health, Bethesda, Maryland Results
2North American Vaceine Corp., Beltsville, Maryland

Your rating: 4 (2 votes)

Fublication Mame: Current Protocols in Protein Science

Unit Nurmber: UNIT 6.5

Owverall Rating

DOI: 10.1002/0471140864.ps0605500

Print Publication Date: June, 1995
Online Posting Date: May, 2001 3

Your rating: Mone (1 vote)

Add your comments §

GO TO THE FULL TEXT: POF or HTML at Wiley Interscience

Are you the author of this protocal? Login or register and return to this page.
Learn more about the author{s): Paul Wingfield

ABSTRALT

TABLE OF CONTENTS

MATERIALS

FIGURES

LITERATURE CITED

AUTHOR NOTES

AUTHOR NOTES 1.

Submitted by: Paul Wwingfield ©n: August 18, 2009

We will soon be introducing & new Chapter on protein folding with separate units
dealing with recombinant protein folding issues. Further, in Chapter & we will
introduce rore units dealing with recovery of active proteins from inclusion badies
and other units dealing with rnethods which may prevent aggregates forming in the
first place, for example, co-expression systems with chaperones.

Are you the author of this protocol? Let us know!

Looking for Answers?
3_ Do you have tips, tricks, o improvements to share?

JOIN THE CONYERSATION

YOUR NAME: |anonymous
E-MAIL:

The content of this field is kept private and will nat be shown publicly.
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SHARE YOUR COMMENTS:
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Yideo protocols available! FEATURED YIDEO

Watch peer-reviewed, high quality
step-by-step video protocols for

1 ”’;jﬁ m‘ u ME‘E ﬁ‘ iiu % :§A 2t-0p lab procedures!
See a list of all videos »
R o

Phase Contrast and Differential
Interference Contrast (DIC)
Microscopy

>

2.5 “See a list of all
videos (ﬁ%ﬁfﬁ*ﬂfbﬁﬂ Currejnt Prntocol.s Videos

ﬁ) 9 %ﬁ?%, Eﬂﬂﬁ%% Alternate Aphid Feeding Chamber
CEIEEE YR

3. B sy R AT
DU

4.8 MR SCATR
FE 42 B8 H), 32t i
W TR i

Curation: 1150
Play ¥ideor

Aphid Feeding Chamber

Duration: 2106
Play Yideot

Calibration of the needle with masses

Dwration: 0129

Play ¥ideo»

Alternate Aphid Feeding Chamber

Chromosod

Duration:

Play Vide:

Coating g

Duration:

Play ¥ide,

Counting Z i

: [0}
Duration: | &/ @ome —_—
alternate Aphid Feeding Chamber, CPMC UNIT 168.1
1:50

Video seq: 2
RELATED PROTOCOLS:

laphid Transmission of Plant Viruses

@ Looking for Answers?
Do you have tips, tricks, or improvements to share?

JOIN THE CONVERSATION
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HOME CATEGORIES

1

TITLES

TOOLS & CALCULATORS

Tools and Calculators PBacterial Media Recipes Calculator

» Bacterial Media Recipes Calculator
» Buffer Calculator 2.

¥ Colorimetric Assay Calculation Tool

» Buffer Calculator

» Colorimetric Assay Calculation Tool

» Common Laboratory Recipes Calculator

» DNA-Protein Translator Tool

» DNA/RNA /Protein Molecular Weight Calculator
» G-Force /RPM Conversion Tool

» Hemacytometer Calculation Tool

» Imagel Java Applet

» NEBcutter v. 2.0

»Polyacrylamide Gel Recipes Calculator

» Primer3Plus

» Radioactive Decay Calculator for Isotopes Commonly Used in Biony
» Solution Concentration Calculator
» Spectrophotometric Measurement of Nucleic Acids Calculator

b Units of Measurement Conversion Tool

Provides recipes for the preparation of buffers aver a conf

Maleic acidisodium hydrogen maleste
Maleic acidizodium hydrogen maleste

Phaspharic acidisodium ditydragen phosphate
Chloroacetic acidisodium chloroacetste

Faormic acidisodium farmate 3 .
Benzoic acidisodium benzoste

AMcetic acidisadium acetate
2-(M-morpholino)ethanesulfonic acid/MES, sodium salt
B uffer ca IC u Iato r Bistrissydrochloric acid

DA, disodium saltisDA, hydrogen sodium salt
enables scaling for volume and correction for temperaturg ACES, free acidisodium hydroxide

used buffer systems in order of ascending pKa. BES, free acid/BES, sodium salt

MOPS free acidMOPS, sodium salt

e, S0ah

Buffer:  Maleic acidizadium hydrogen maleste

0.005 2

Concentration (mal/1): o se— 0003

TP

Ingredient

Maleic acid

Sodium hydrogen maleate

Add water up to: 100 ml

Check pH and correct it if necessary

3- * with pKa: 200

100 2000
Wolurme (M) o e— 100 =
.
Temperature o &0 o =
of Usage (C°); o m— =
0.0004645

Stock concentration (mol/l)  Volume (ml)

0.005 5
= FA + 04536
0.005 5
- — 1 < 0.04645
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Create PDF Protocol
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