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The ubiquitin–proteasome system 
(UPS) targets selected proteins for 
degradation by the 26S proteasome. 
The initial steps in this pathway gener-
ate proteins that are covalently tagged 
with a polyubiquitin chain that is then 
recognized by ubiquitin receptors of 
the 26S proteasome. This is a large 
complex composed of a 20S catalytic 
core particle and two 19S regulatory 
particles (Kok, et al., 1993) that catal-
yse the final step in the pathway. While 
the 20S particle is composed of a cata-
lytic chamber for protein degradation, 
collectively the proteins that comprise 
the 19S particle perform several pro-
teasomal functions that include rec-
ognition of ubiquitylated substrates, 
cleavage of the polyubiquitin chain for 
ubiquitin recycling, control of access 
to the 20S proteolytic chamber, and 
substrate unfolding and subsequent 
translocation into the 20S core parti-
cle for degradation (Boehringer, et al., 
2012). Mammalian proteasomes are 
associated with three DUBs: USP14, 
UCHL5 (UCH37) and RPN11 (POH1). 
UCHL5 and USP14 reside on the reg-
ulatory particle and remove ubiquitin 
from the substrate before substrate 
degradation whereas RPN11’s activ-
ity is delayed until the proteasome is 
committed to degrading the substrate 
(Lee, et al., 2010). The DUB activity 
of USP14 is known to be activated by 
proteasomes.

The 26S proteasome preparation in 
this product was prepared using the 
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Species: human

Source: transformed HEK293 cells

Quantity: 10 µg

Concentration: 0.2 mg/ml

Formulation: 50 mM Tris/HCl pH7.4,  
10% glycerol, 1 mM ATP 

Molecular Weight: ~2500 kDa

Stability/Storage: 12 months at -70˚C;  
avoid multiple freeze/thaw cycles 

Purity:
4-12% gradient SDS-PAGE
InstantBlue™ staining
Lane 1: MW markers 
Lane 2: 3 µg 26S Proteasome 
              [Ub-VS treated]

Protein Identification: 
The 26S proteasome preparation was pre pared using 
the same protocol as described in Wang et al. (2007). 
Upon separation by 1D SDS-PAGE, the overall gel 
protein staining pattern of the purified 26S proteasome 
complex was visually and qualitatively very similar to that 
reported in Wang et al. (2007), Figure 1D.

26S Proteasome [Ub-VS treated]
Proteasome

Cat. No. 65-1020-010 Quantity: 10 µg
Lot. No. 30189 Storage: -70˚C 
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Protein Sequence: 
The 26S proteasome preparation was pre-
pared using the same protocol as described 
in Wang et al. (2007). Please refer to Wang et 
al. (2007) for a breakdown of the proteasome 
subunits and other components identified from 
the purified complex. The 26S proteasome-
associated DUB activity was removed through 
washing and treatment with ubiquitin–vinylsul-
phone (Ub–VS) which forms an adduct with 
the active site cysteine in DUBs of the thiol 
protease class (Lee, et al., 2010).
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same protocol as described in Wang et 
al. (2007). The 26S proteasome-associ-
ated DUB activity was removed through 
washing and treatment with ubiquitin–
vinylsulphone (Ub–VS) which forms an 
adduct with the active site cysteine in 
DUBs of the thiol protease class (Lee, 
et al., 2010). 
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Limited Use License
 
The Biotin AviTag™ technology is covered by U.S. Pat. Nos: 
5,723,584; 5,874,239; 5,932,433; and 6,265,552 and includes any 
and all materials, methods, kits and related derivatives claimed by 
these patents. The purchase of the UBIQUIGENT’s AviTagged 
products confers to the purchaser the limited right to use the Avi-
Tag™ technology for research use.
 
Commercial use of the AviTag™ technology to manufacture a 
commercial product, or use of the AviTag™ technology to facilitate 
or advance research which will be applied to the development of 
a commercial product requires a license from Avidity, LLC.  Exam-
ples of Commercial use include, but are not limited to biosensors, 
diagnostics, therapeutic applications, proximity assays, and drug 
screening assays.  Users desiring a commercial license should 
contact Avidity, LLC in the US @ 720-859-6111 or by email to Lan-
sing@avidity.com.
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26S Proteasome Activity Assay:
26S proteasome proteolytic activity was validated by determining the increase in fluorescence 
measured as a result of the enzyme catalysed cleavage of fluorogenic peptide substrates (Suc-
LLVY-AMC, Ac-RLR-AMC and Z-LLE-AMC) generating the peptide and AMC. Incubation of the 
substrate in the presence or absence of 26S proteasome was compared confirm ing the prote-
olytic activity of the 26S proteasome. 


