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Overview

Product Name Anti-TRAF6 Rabbit Monoclonal Antibody

Reactive Species Human, Mouse, Rat

Description Boster Bio Anti-TRAF6 Rabbit Monoclonal Antibody catalog # M00185. Tested in WB, IHC, ICC/IF
applications. This antibody reacts with Human, Mouse, Rat.

Application IF, IHC, ICC,WB

Clonality Monoclonal BOG-20

Formulation Rabbit IgG in stabilizing components, phosphate buffered saline, pH 7.4, 150mM NaCl, 0.02%
sodium azide and 50% glycerol.
*This antibody is supplied in a stabilized formulation.
Compatibility with conjugation reactions depends on the chemistry of the conjugation method used.
For conjugation methods that are not compatible with the stabilizing components present in this
formulation, a carrier-free antibody format is required.

Storage Instructions Store at -20°C for one year. For short term storage and frequent use, store at 4°C for up to one
month. Avoid repeated freeze-thaw cycles.

Host Rabbit

Uniprot ID Q9Y4K3

Technical Details

Immunogen A synthesized peptide derived from human TRAF6
Isotype Rabbit IgG

Form Liquid

Concentration 0.5mg/ml

Purification Affinity-chromatography

Suggested Dilutions WB 1:500-2000
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IHC 1:50-200
ICC/IF 1:50-200
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Anti-TRAF6 Rabbit Monoclonal Antibody (M00185) Images

10— Western blot analysis of TRAF6 expression in Jurkat cell
o= lysate.

The regulatory effects of MOIG on NF-kappaB and
JAK2/STAT3 pathway of TNF-alpha-stimulated FLSs cells.
FLSs were incubated with TNF-alpha for 12 h and
subsequently treated with MOIG for 24 h, the proteins were
extracted to analyze expression of associated proteins by
Western blot. ( A-C ) The expression of p-JAK2, JAK2, p-
STAT3, STAT3. ( D-G ) The expression of TRAF6, p-p65, p65
and lkappaB-alpha, respectively. The data represents the
mean = SD (n = 3). The experiments were repeated for
three times. # p < 0.05, ## p < 0.01, ### p < 0.001 vs.
normal ctrl group; * p < 0.05, ** p < 0.01, ** p < 0.001 vs.
TNF-alpha model group.Index in PubMed under a CC BY
license. PMID: 39444614

calpain2a interacts with TRAF6 and inhibits the NF-kappaB
mEsmEntmErens nemsss | Oignaling Pathway. a List of TRAF6 interactome based on
EIEEEEEETEESREEN | gbel-free quantification intensity (section). b, ¢ MKC cells
'“éﬂé%??ué’fggﬁ'ﬁmﬁ seeded in 6 cm 2 dishes. After 24 h, cell lysates were
RS . *ee immunoprecipitated (IP) with anti-TRAF6 or anti-calpain2a
‘ affinity gels. Then the immunoprecipitates and cell lysates
were analyzed by IB with the anti-TRAF6 and anti-calpain2a
Abs, respectively. d , e HEK 293 cells seeded in 6 cm 2
_____” dishes were transfected with the plasmids calpain2a-Flag

: and TRAF6-Myc (2 ug each). After 24 h, cell lysates were
immunoprecipitated (IP) with anti-Myc d or anti-Flag e
affinity gels. Then the immunoprecipitates and cell lysates
were analyzed by IB with the anti-Myc and anti-Flag Abs,
respectively. f The same amino acids among human
calpain2a (Hu-calpain2), mouse calpain2a (Mu-calpain2),
zebrafish calpain2a (ZF-calpain2a) and miiuy croaker
calpain2a (M-calpain2a) are highlighted with black
background. g - i EPC cells were transfected with calpain2a-
Flag or empty vector together with the NF-kappaB, IL-1beta,
and IL-8 luciferase reporters. At 24 h post-transfection, cells
were untreated (Mock) or treated with LPS for 6 h. The
luciferase activity value was achieved against the Renilla
luciferase activity ( n = 3 per group). Western blot analysis
was used to measure the expression of transiently
transfected calpain2a-Flag. The expression of Tubulin was
used as a loading control. Data were analyzed by two-way
ANOVA (g, h,i).* p < 0.01. All experiments were
performed in at least three independent experiments. Index
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in PubMed under a CC BY license. PMID: 37002312

The interaction of calpain2a with TRAF6. a , b Schematic
diagrams of domain organization in miiuy croaker calpain2a,
TRAF6 and mutants used in this study. “+“ represents the
interaction with TRAF6 or calpain2a, “-“ means no
interaction. ¢ HEK293 cells were transfected with mock,
calpain2a-Flag wild type (WT), and calpain2a-Flag truncated
mutants, or TRAF6-HA as indicated. At 24 h post-
transfection, transfected cells were extracted and cell
lysates were subjected to immunoprecipitation with anti-HA
antibody followed by IB using anti-HA or anti-Flag antibody.
d - f HEK293 cells were transfected with mock, TRAF6-HA
wild type (WT), and TRAF6-HA truncated mutants, or
calpain2a-Flag as indicated. At 24 h post-transfection,
transfected cells were extracted and cell lysates were
subjected to immunoprecipitation with anti-HA antibody d , f
or anti-Flag antibody e followed by IB using anti-HA or anti-
Flag antibody. g The interaction site of TRAF6 and calpain2a.
h EPC cells were transfected with TRAF6-HA, calpain2a-Flag
or calpain2a-Flag truncated mutants together with NF-
kappaB and IL-1beta luciferase reporters. After 36 h post-
transfection, the luciferase activity value was achieved
against the renilla luciferase activity ( n =3 per group). i, j
EPC cells were transfected with mock, calpain2a-mCherry,
and TRAF6-GFP. DAPI-stained nuclei are shown in blue.
calpain2a was detected with red fluorescence, and TRAF6
was detected with green fluorescence. Scale bar, 10 um. All
experiments were performed in at least three independent
experiments. Data were analyzed by one-way ANOVA ( h).
** p < 0.01. Index in PubMed under a CC BY license. PMID:
37002312

calpain2a inhibits TRAF6 protein expression. a The time
gradient experiment of empty vectors or calpain2a-Myc
plasmids together with TRAF6-Flag was conducted in EPC
cells. The cell lysates were subjected to IB with anti-Myc,
anti-Flag, and anti-Tubulin Abs. RNA was extracted from
cells and reverse transcribed, then TRAF6 and actin were
amplified by PCR primers. b EPC cells were seeded in 12-well
plates overnight and co-transfected with TRAF6-Flag and
calpain2a-Myc (0.3, 0.6, or 0.9 ug) for 48 h. The expression
of TRAF6-Flag and calpain2a-Myc proteins were detected by
Western blotting. RNA was extracted from cells and reverse
transcribed, then TRAF6 and actin were amplified by PCR
primers. c calpain2a-Myc or empty vectors were co-
transfected with TRAF6-Flag into EPC cells. At 36 h post-
transfection, the transfected cells were treated with
cycloheximide (CHX) for 2 or 4 h. d MKC cells were
transfected with calpain2a-Flag or empty vectors. At 48 h
post-transfection, the cell lysates were subjected to IB with
anti-TRAF6, anti-Flag, and anti-Tubulin Abs. e, f EPC cells
were transfected with the indicated plasmids in the presence
or absence of MG132, 3-MA, NH 4 CL, E-64 (50 or 75 uM), or
PMSF for 6 h before immunoblot analysis was performed. g
MKC cells were transfected with calpain2a-Flag in the
presence or absence of E-64 (50 or 75 uM) for 6 h before
immunoblot analysis was performed. h calpain2a-Flag and
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calpain2a-ACysPc-Flag were co-transfected with TRAF6-HA
into EPC cells. At 48 h post-transfection, the cell lysates were
subjected to IB with indicated Abs. i calpain2a-Flag and
calpain2a-ACysPc-Flag were co-transfected into MKC cells. At
48 h post-transfection, the cell lysates were subjected to IB
with anti-TRAF6, anti-Flag, and anti-Tubulin Abs. j IL-1beta ,
IL-8 mMRNA in MKC stably transduced with calpain2a-Flag and
calpain2a-ACysPc-Flag and treated with saline (0) or
challenged with LPS for 4 h ( n =3 per group). Relative
mRNA level was normalized to the expression of the gene
encoding beta-actin in each sample. All experiments were
performed in at least three independent experiments. Data
were analyzed by two-way ANOVA (j ). ** p < 0.01. Index in
PubMed under a CC BY license. PMID: 37002312

calpain2a inhibits TRAF6 ubiquitin-ligase activity. a
Ubiquitination of endogenous TRAF6 in MKC cells transduced
with calpain2a-Flag and calpain2a-ACysPc-Flag and
unchallenged (—) or challenged with LPS (+), assessed by
immunoblot analysis with anti-ubiquitin after
immunoprecipitation with anti-TRAF6 and input immunoblot
analysis with indicated Abs. b, ¢ HEK293 cells were
cotransfected with TRAF6-HA and WT-ubiquitin-His or K630-
ubiquitin-His (in which only lysine 63 is kept) together with
calpain2a-Flag, calpain2a-ACysPc-Flag or empty vector. After
24 h post-transfection, the cells were lysed and purified with
Ni-NTA agarose. d , e HEK293 cells were cotransfected with
TRAF6-HA and WT-ubiquitin-His or K630-ubiquitin-His (in
which only lysine 63 is kept) together with calpain2a-Flag
(0.5 ug, 1ug), calpain2a-ACysPc-Flag (0.5 ug, 1 ug) or empty
vector. After 24 h post-transfection, the cells were lysed and
purified with Ni-NTA agarose. f Ubiquitination of
overexpressed TRAF6 in MKC cells transduced with
calpain2a-ACysPc-Flag, assessed by immunoblot analysis
with anti-ubiquitin after immunoprecipitation with anti-Myc
and input immunoblot analysis with indicated Abs. g, h
HEK293 cells were cotransfected with TAK1-Myc, TRAF6-HA
and WT-ubiquitin-His or K630-ubiquitin-His (in which only
lysine 63 is kept) together with calpain2a-Flag, calpain2a-
ACysPc-Flag or empty vector. After 24 h post-transfection,
the cells were lysed and purified with Ni-NTA agarose. All the
immunoprecipitates and input immunoblot analysis with
anti-Myc, anti-Flag, anti-HA, and anti-Tubulin Abs. All
experiments were performed in at least three independent
experiments. Index in PubMed under a CC BY license. PMID:
37002312

calpain2a attenuates autoubiquitination of TRAF6. a HEK293
cells were transfected with TRAF6-Myc, TRAF6-HA, or empty
vector. After 24 h post-transfection, the cells were lysed and
IP analyses with HA antibody. b HEK293 cells were
transfected with TRAF6-Myc, TRAF6-HA, empty vector, or
calpain2a-Flag. After 24 h post-transfection, the cells were
lysed and IP analyses with HA antibody. ¢ HEK293 cells were
transfected with TRAF6-Myc, TRAF6-HA, empty vector, or
different concentrations of calpain2a-ACysPc-Flag. After 24 h
post-transfection, the cells were lysed and IP analyses with
HA antibody. d , e HEK293 cells were cotransfected with
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TRAF6-Myc, TRAF6-HA and WT-ubiquitin-His or K630-
ubiquitin-His (in which only lysine 63 is kept) together with
calpain2a-Flag, calpain2a-ACysPc-Flag or empty vector. After
24 h post-transfection, the cells were lysed and purified with
Ni-NTA agarose. The immunoprecipitates and input
immunoblot analysis with anti-Myc, anti-Flag, anti-HA, and
anti-Tubulin Abs. All experiments were performed in at least
three independent experiments. Index in PubMed under a
CC BY license. PMID: 37002312

calpain2a inhibits TRAF6-mediated ubiquitination of ECSIT
and BECN1. a HEK293 cells were transfected with ECSIT-
Myc, TRAF6-Flag, or empty vector. After 24 h post-
transfection, the cells were lysed and IP analyses with Flag
antibody. b HEK293 cells were transfected with TAK1-Flag,
ECSIT-Myc, or empty vector. After 24 h post-transfection, the
cells were lysed and IP analyses with Myc antibody. c
HEK293 cells were transfected with TRAF6-Myc, ECSIT-HA,
empty vector, or different concentrations of calpain2a-
ACysPc-Flag. After 24 h post-transfection, the cells were
lysed and IP analyses with Myc antibody. d HEK293 cells
were cotransfected with ECSIT-Myc, TRAF6-HA, WT-ubiquitin-
His together with calpain2a-Flag, calpain2a-ACysPc-Flag or
empty vector. After 24 h post-transfection, the cells were
lysed and purified with Ni-NTA agarose. e HEK293 cells were
transfected with BECN1-Flag, TRAF6-Myc, or empty vector.
After 24 h post-transfection, the cells were lysed and IP
analyses with Myc antibody. f HEK293 cells were
cotransfected with BECN1-HA, TRAF6-Myc, WT-ubiquitin-His
together with calpain2a-Flag, calpain2a-ACysPc-Flag or
empty vector. After 24 h post-transfection, the cells were
lysed and purified with Ni-NTA agarose. The
immunoprecipitates and input with anti-Myc, anti-Flag, anti-
HA, and anti-Tubulin Abs. All experiments were performed in
at least three independent experiments. Index in PubMed
under a CC BY license. PMID: 37002312

calpain2a inhibits TRAF6-mediated ubiquitination of IRF7 and
IRF3. a, b HEK293 cells were cotransfected with IRF3-Myc,
TRAF6-HA and WT-ubiquitin-His or K630-ubiquitin-His (in
which only lysine 63 is kept) together with calpain2a-Flag,
calpain2a-ACysPc-Flag or empty vector. After 24 h post-
transfection, the cells were lysed and purified with Ni-NTA
agarose. ¢, d HEK293 cells were cotransfected with IRF7-
Myc, TRAF6-HA and WT-ubiquitin-His or K630-ubiquitin-His
(in which only lysine 63 is kept) together with calpain2a-
Flag, calpain2a-ACysPc-Flag or empty vector. After 24 h
post-transfection, the cells were lysed and purified with Ni-
NTA agarose. All the immunoprecipitates and input with anti-
Myc, anti-Flag, anti-HA, and anti-Tubulin Abs. All
experiments were performed in at least three independent
experiments. e Model detailing the roles of calpain2a in
TRAF6-mediated signaling pathways. Upon LPS and virus,
TRAF6 could be activated, homo-oligomerization and auto-
ubiquitination. BECN1, ECSIT, IRF7 and IRF3 are
ubiquitinated by TRAF6 and trigger the activation of
downstream signals. calpain2a as a negative regulator
targets TRAF®6 to inhibit TRAF6-mediated signaling
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pathways. Index in PubMed under a CC BY license. PMID:
37002312
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Effects of JTG on expression of associated proteins and NF-
kappaB pathway of osteoclast induced from BMMs with
RANKL and LPS. BMMs were incubated with RANKL and JTG
for 48 h, the proteins were extracted to analyze associated
= =z.  proteins of osteoclast by Western blot. A : a Western blot
bt |\!L!U1;m imagines for expression of NFATc1, c-Fos, Cathepsin K and
oo oom MMP9. A : b - e The quantification analysis of NFATc1, c-Fos,
T ‘I lim Cathepsin K and MMP9 based on the results of A : a by ECL
detection system, respectively. B : a The images of Western
blot for TRAF6, P-P65, P65 and lIkappaBalpha. B : b - d The
quantification analysis of TRAF6, P-P65/P65 and
IkappaBalpha based on the results of B : a by using an ECL
detection system, respectively. Each point represents the
mean = SD (n = 3). The experiments were repeated for three
times. * P < 0.05, * P <0.01 compared with control group
Index in PubMed under a CC BY license. PMID: 36195960
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3 Publications Citing This Product

1. PubMed ID: 32855700, Liu L,Liu F,Sun Z,Peng Z,You T,Yu Z. LncRNA NEAT 1 promotes apoptosis and inflammation in LPS-induced sepsis models
by targeting miR-590-3p. Exp Ther Med.2020 Oct; 20(4):3290-3300. d0i:10.3892/etm.2020.9079. Epub 2020 Jul
29.PMID:32855700;PMCID:PMC7444425.

2. PubMed ID: 25202335, Yuan Z, Zhang J, Yang C. Evid Based Complement Alternat Med. 2014;2014:620359. Doi: 10.1155/2014/620359. Epub
2014 Aug 17. Ligusticum Wallichii Extract Inhibited The Expression Of 1I-1?? After Ami In Rats.

3.PubMed ID: 25269519, Liu Mw, Wang Yh, Qian Cy, Li H. Int J Mol Med. 2014 Dec;34(6):1492-504. Doi: 10.3892/Ijmm.2014.1943. Epub 2014
Sep 23. Xuebijing Exerts Protective Effects On Lung Permeability Leakage And Lung Injury By Upregulating Toll-Interacting Protein Expres...
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For Research Use Only. Not for use in diagnostic procedures.
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