
 TALON® Single Step Column (20 ml)
Protocol-at-a-Glance

(PT3788-2)

TALON Single Step Columns can be used for purification of any polyhistidine-tagged protein 
from an E. coli culture—with either a gravity flow protocol (faster for <10 samples) or centrifuge 
purification protocol (faster for ≥10 samples). 

1.  Buffer Preparation and Additional Materials Required

	 	 •	Equilibration/Wash	Buffer	(50	mM	Sodium	Phosphate,	300	mM	NaCl,	pH	7.0)
	 	 •	Wash-2	Buffer	(50	mM	Sodium	Phosphate,	300	mM	NaCl,	7.5	mM	Imidazole,	pH	7.0)*
	 	 •	Elution	Buffer	(50	mM	Sodium	Phosphate,	300	mM	NaCl,	150	mM	Imidazole,	pH	7.0)
	 	 *	Note:	The	Wash-2	Buffer	can	be	made	by	mixing	1	part	Elution	Buffer	with	19	parts	Equilibration/Wash	Buffer.

	 	 •	50	ml	Falcon	Tubes,	receiving	tubes	for	fraction	storage.
	 	 •	Bio-Rad	Protein	Assay	(Bio	Rad	Cat.	No.	500-0001)

2. Sample Preparation and Lysis

	 a.	 Express	your	protein	in	25	ml	of	bacterial	culture.

	 b.	 Seat	end	cap	firmly	on	the	TALON	Single	Step	Column,	remove	top	cap,	add	20	ml	culture	
and	then	replace	top	cap.	Mix	the	suspension	either	on	a	carousel	shaker	for	20–30	min	
at	room	temperature	or	by	inverting	the	tube	every	2	min	for	a	total	of	30	min.

	 c.	 Remove	the	top	cap	and	the	end	cap	and	return	the	column	to	the	receiving	tube.	Proceed	
with	either	the	gravity	flow	(Step	3)	or	the	centrifuge	(Step	4)	procedure.

3. Gravity Flow Procedure

	 a.	 Let	the	extract	drain	by	gravity	flow.	Remove	the	column	from	the	receiving	tube	and	
replace end cap.

	 b.	 Add	20	ml	Equilibration/Wash	Buffer,	place	column	in	a	fresh	receiving	tube,	replace	top	cap,	
and	invert	to	resuspend	resin.	Remove	end	cap	and	return	column	to	the	receiving	tube.	
Allow wash to drain by gravity flow. [Optional] For improved purity, repeat this step twice.

	 c.	 Replace	the	end	cap,	put	the	column	into	a	fresh	receiving	tube,	then	add	20	ml	Wash-2	
Buffer.	Replace	top	cap	and	invert	to	resuspend	resin.	Remove	end	cap	and	return	the	
column	to	the	Receiving	Tube.	Let	the	buffer	drain	by	gravity	flow. [Optional] For improved 
purity, repeat this step twice.

	 d	 Replace	the	end	cap,	add	2.0	ml	Elution	Buffer,	place	the	20-ml	column	into	a	fresh	receiving	
tube,	and	invert	for	2	min	to	resuspend	resin.	For	an	additional	10–15%	of	purified	protein,	
repeat	elution	with	an	additional	2.0	ml	Elution	Buffer.

	 e.	 Remove	the	end	cap	and	return	column	to	the	receiving	tube.	Allow	the	elution	fraction	
to drain by gravity flow to obtain the final sample. 

4. Centrifuge Procedure

	 a.	 Centrifuge	the	column	(2	min	at	700	x	g),	then	remove	it	from	the	receiving	tube	and	
replace end cap. 

	 b.	 Place	column	in	a	fresh	receiving	tube,	then	add	20	ml	of	Equilibration/Wash	Buffer,	replace	
top	cap,	and	invert	to	resuspend	resin.	Remove	end	cap,	return	column	to	receiving	tube,	
and	centrifuge	(2	min	at	700	x	g).	[Optional] For improved purity, repeat this step twice.

	 c.	 Remove	the	column	from	the	receiving	tube	and	replace	the	end	cap.	Place	the	column	in	
a	fresh	receiving	tube,	add	20	ml	Wash-2	Buffer,	replace	top	cap	and	invert	to	resuspend	
resin.	Remove	end	cap.	return	the	Single	Step	Column	to	the	receiving	tube,	and	centrifuge	
(2	min	at	700	x	g).	[Optional] For improved purity, repeat this step twice.

	 d.	 Remove	column	from	the	receiving	tube	and	replace	the	end	cap.	Add	2	ml	Elution	Buffer,	
place	column	in	a	fresh	receiving	tube,	close	top	cap,	and	invert	for	2	min	to	resuspend	
resin.	For	an	additional	10-15%	of	purified	protein,	repeat	elution	with	an	additional	2.0	
ml	Elution	Buffer.	
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Notice to Purchaser

Clontech	products	are	to	be	used	for	research	purposes	only.	They	may	not	be	used	for	any	other	purpose,	including,	but	not	limited	
to,	use	in	drugs,	in vitro	diagnostic	purposes,	therapeutics,	or	in	humans.	Clontech	products	may	not	be	transferred	to	third	parties,	
resold,	modified	for	resale,	or	used	to	manufacture	commercial	products	or	to	provide	a	service	to	third	parties	without	prior	written	
approval	of	Clontech	Laboratories,	Inc.

Your	use	of	this	product	is	also	subject	to	compliance	with	any	applicable	licensing	requirements	described	on	the	product's	web	page	at	
http://www.clontech.com.	It	is	your	responsibility	to	review,	understand,	and	adhere	to	any	restrictions	imposed	by	such	statements.

Clontech,	the	Clontech	logo,	and		TALON	are	trademarks	of	Clontech	Laboratories,	 Inc.	All	other	marks	are	the	property	of	their	re-
spectiveowners.	 Certain	 trademarks	may	not	 be	 registered	 in	 all	 jurisdictions.	 Clontech	 is	 a	Takara	Bio	Company.	©2011	Clontech	
Laboratories,Inc.

This document has been reviewed and approved by the Clontech Quality Assurance Department.

	 e.	 Remove	end	cap,	return	column	to	the	receiving	tube,	and	centrifuge	(2	min	at	700	x	g)	to	obtain	the	final	
sample.

5. Protein Analysis

Determine the amount of protein in a 1:10 dilution of the non-adsorbed fractions and the amount of 
protein	in	the	(undiluted)	elution	fraction	by	performing	a	Bio-Rad	Protein	Assay.	Analyze	the	samples	
by	SDS-PAGE	to	determine	the	purity	of	the	target	protein	(elution	fraction).	

 


