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phospho-JNK1 + 2 + 3 (Thrl183+Tyrl85) Rabbit
pAb (orb10951)

Description phospho-JNK1 + 2 + 3 (Thr183+Tyrl85) Rabbit pAb

Species/Host Rabbit

Reactivity Human, Mouse, Rat

Conjugation Unconjugated

Tested Applications FC, IF, IHC-Fr, IHC-P, WB

Immunogen KLH conjugated Synthesised phosphopeptide derived from human JNK1 around

the phosphorylation site of Thr183/Tyr185 MM(p-T)P(p-Y)VV

Target MAPKS

Preservatives 0.01M TBS (pH7.4) with 1% rAlbumin, 0.02% Proclin300 and 50% Glycerol.
Form/Appearance Liquid

Concentration Img/ml

Storage Maintain refrigerated at 2-8°C for up to 2 weeks. For long term storage store at -

20°C in small aliquots to prevent freeze-thaw cycles.

Note For research use only
Isotype I9G

Clonality Polyclonal

Mw 42 kDa

Uniprot ID P45983
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Dilution Range WB=1:500-2000, IHC-P=1:100-500, IHC-F=1:100-500, IF=1:100-500, Flow-
Cyt=1ug /test

Expiration Date 12 months from date of receipt.

Blank control: Jurkat. Primary Antibody (green line): Rabbit Anti-
phospho-JNK1 + 2 + 3 (Thr183+Tyrl185) antibody (orb10951),
Dilution: 1 pg/1076 cells, Isotype Control Antibody (orange
line): Rabbit IgG. Secondary Antibody: Goat anti-rabbit 1gG-
AF647, Dilution: 1 ug/Test. Protocol, The cells were fixed with
4% PFA (10 min at room temperature) and then permeabilized
with 90% ice-cold methanol for 20 min at -20°C. The cells were
r Ll X % then incubated in 5% BSA to block non-specific protein-protein
10" 102 10° 104 105 106 1072 interactions for 30 min at room temperature. Cells stained with

ARCEIZ] Primary Antibody for 30 min at room temperature. The
secondary antibody used for 40 min at room temperature.
Acquisition of 20000 events was performed.
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Blank control: Jurkat. Primary Antibody (green line): Rabbit Anti-
phospho-JNK1 + 2 + 3 (Thr183+Tyr185) antibody (orb10951),
Dilution: 1 pug/1076 cells, Isotype Control Antibody (orange
line): Rabbit 1gG. Secondary Antibody: Goat anti-rabbit 1gG-
AF647, Dilution: 1 pug/Test. Protocol, The cells were fixed with
| 4% PFA (10 min at room temperature) and then permeabilized
with 90% ice-cold methanol for 20 min at -20°C. The cells were
, then incubated in 5% BSA to block non-specific protein-protein
10" 102 103 104 105 106 1072 interactions for 30 min at room temperature. Cells stained with
AFB47-H Primary Antibody for 30 min at room temperature. The
secondary antibody used for 40 min at room temperature.
Acquisition of 20000 events was performed.
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Blank control: K562. Primary Antibody (green line): Rabbit Anti-
phospho-JNK1 + 2 + 3 (Thr183+Tyrl85) antibody (orb10951),
Dilution: 1 pg/1076 cells, Isotype Control Antibody (orange
line): Rabbit IgG. Secondary Antibody: Goat anti-rabbit IgG-FITC,
Dilution: 1 pg/Test. Protocol, The cells were fixed with 4% PFA
(10 min at room temperature) and then permeabilized with 90%
ice-cold methanol for 20 min at -20°C. The cells were then
incubated in 5% BSA to block non-specific protein-protein
interactions for 30 min at room temperature. Cells stained with
Primary Antibody for 30 min at room temperature. The
secondary antibody used for 40 min at room temperature.
Acquisition of 20000 events was performed.

Blank control: K562. Primary Antibody (green line): Rabbit Anti-
phospho-JNK1 + 2 + 3 (Thr183+Tyrl185) antibody (orb10951),
Dilution: 1 pug/1076 cells, Isotype Control Antibody (orange
line): Rabbit 1gG. Secondary Antibody: Goat anti-rabbit IgG-FITC,
Dilution: 1 pg/Test. Protocol, The cells were fixed with 4% PFA
(10 min at room temperature) and then permeabilized with 90%
ice-cold methanol for 20 min at -20°C. The cells were then
incubated in 5% BSA to block non-specific protein-protein
interactions for 30 min at room temperature. Cells stained with
Primary Antibody for 30 min at room temperature. The
secondary antibody used for 40 min at room temperature.
Acquisition of 20000 events was performed.

Blank control: mouse splenocytes (blue), Isotype Control
Antibody: Rabbit IgG (orange), Secondary Antibody: Goat anti-
rabbit IgG-FITC (white blue), Dilution: 1:100 in 1 X PBS
containing 0.5% BSA, Primary Antibody Dilution: 1 pl in 100 pl
1X PBS containing 0.5% BSA (green).
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Paraformaldehyde-fixed, paraffin embedded (human brain
glioma), Antigen retrieval by boiling in sodium citrate buffer
(pH6.0) for 15 min, Block endogenous peroxidase by 3%
hydrogen peroxide for 20 minutes, Blocking buffer (normal goat
serum) at 37°C for 30 min, Antibody incubation with (MAPKS8)
Polyclonal Antibody, Unconjugated (orb10951) at 1:400
overnight at 4°C, followed by operating according to SP Kit
(Rabbit) instructionsand DAB staining.

.- B 9 kT T - :
2 N C N :::." Paraformaldehyde-fixed, paraffin embedded (human brain),
: K} > .. PY St Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
g, S8 ) f : “-“ 3 e % 15 min, Block endogenous peroxidase by 3% hydrogen peroxide
, e AL » o ! for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
;3&* o® 5%; % S .8 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
i o oW 58 . o ? o (Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
Tty R e b 6 .o (orb10951) at 1:200 overnight at 4°C, followed by operating
S > - ® * according to SP Kit (Rabbit) instructionsand DAB staining.
| 4% : e ., -.'..,: ﬁq-__w

Paraformaldehyde-fixed, paraffin embedded (Human breast
cancer), Antigen retrieval by boiling in sodium citrate buffer
(pH6.0) for 15 min, Block endogenous peroxidase by 3%
hydrogen peroxide for 20 minutes, Blocking buffer (normal goat
serum) at 37°C for 30 min, Antibody incubation with (MAPKS8)
Polyclonal Antibody, Unconjugated (orb10951) at 1:400
overnight at 4°C, followed by operating according to SP Kit
(Rabbit) instructions and DAB staining.
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o -i ""_'»‘.h o . : " *_ Paraformaldehyde-fixed, paraffin embedded (human colon
A 1,;;;-‘*':;‘:;5* R 740 - ! carcinoma), Antigen retrieval by boiling in sodium citrate buffer
) g 3 Q:ﬁgh N : (pH6.0) for 15 min, Block endogenous peroxidase by 3%
- :‘I;"ﬁ:\‘ . Vigeh hydrogen peroxide for 20 minutes, Blocking buffer (normal goat
L .{'5.;1 : L serum) at 37°C for 30 min, Antibody incubation with (phospho-
; i‘J% 0 h , JNK1 + 2 + 3 (Thr183+Tyr185)) Polyclonal Antibody,
""::',-.-* : f; » ‘t- e -~ Unconjugated (orb10951) at 1:200 overnight at 4°C, followed by
Y sy Rt Oy ﬁ-{ “T‘ operating according to SP Kit (Rabbit) instructionsand DAB
iy ¥ y ¥ .
\ A%, :_}‘%‘h‘ 6\ . ».’ staining.
T LAy AsTmewae /2 L5
_‘*‘L‘"" T s '.,:g#f;gé! _: g;' Paraformaldehyde-fixed, paraffin embedded (human gastric
*’Es'ﬁ,ﬂff. 'v-‘::é%ﬂ";f;f “:ﬁ{::{é carcinoma), Antigen retrieval by boiling in sodium citrate buffer
::;;:.:g}_l_-:c:ré' ‘1-'-‘5"'5‘-:“ .Eg;g:w' o4 (pH6.0) for 15 min, Block endogenous peroxidase by 3%
;:, q_A;.‘.! ey ‘ﬂ?:l":%;.x\‘;.-*:”"?-; ot hydrogen peroxide for 20 minutes, Blocking buffer (normal goat

i B Y _‘ -~ 'ﬁ‘?{ LT “.:w serum) at 37°C for 30 min, Antibody incubation with (phospho-
: y y _ " ) l JNK1 + 2 + 3 (Thr183+Tyrl85)) Polyclonal Antibody,

Rl :Jr__—"-‘b.f-‘é‘__._'.ﬂ '.;L ;_'g = ''a  Unconjugated (orb10951) at 1:200 overnight at 4°C, followed by
B3 :":-t":“.t-;":"». i’:ﬁ’{r & 75041 operating according to SP Kit (Rabbit) instructionsand DAB
ST gl v and . staining.

e = ;. LR
3 ‘:_ o ”;.e _" ’, ’," Paraformaldehyde-fixed, paraffin embedded (Mouse brain),
3 oy, ‘; *.-‘;' ’ Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for

s : § . ’ ,:f‘r, ’g‘- - 15 min, Block endogenous peroxidase by 3% hydrogen peroxide

- - el : P g for 20 minutes, Blocking buffer (normal goat serum) at 37°C for

gy i .,'-' 4 7 of: 30 min, Antibody incubation with (JNK1 + 2 + 3

E gle ¢ f; » ’;" s (Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
| * o %V it ‘;-" e (orb10951) at 1:500 overnight at 4°C, followed by a conjugated
W R A By o f",:wg‘ ' secondary for 20 minutes and DAB staining.
MR P
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Paraformaldehyde-fixed, paraffin embedded (mouse brain),
Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
15 min, Block endogenous peroxidase by 3% hydrogen peroxide
for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
(Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
(orb10951) at 1:200 overnight at 4°C, followed by operating
according to SP Kit (Rabbit) instructionsand DAB staining.

Paraformaldehyde-fixed, paraffin embedded (mouse brain),
Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
15 min, Block endogenous peroxidase by 3% hydrogen peroxide
for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
(Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
(orb10951) at 1:200 overnight at 4°C, followed by operating
according to SP Kit (Rabbit) instructionsand DAB staining.

Paraformaldehyde-fixed, paraffin embedded (mouse brain),
Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
15 min, Block endogenous peroxidase by 3% hydrogen peroxide
for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
(Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
(orb10951) at 1:200 overnight at 4°C, followed by operating
according to SP Kit (Rabbit) instructionsand DAB staining.
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F T e s s :. © %+ Paraformaldehyde-fixed, paraffin embedded (mouse
ot N VARG : cerebellum), Antigen retrieval by boiling in sodium citrate buffer
i ; i b S o (pH6.0) for 15 min, Block endogenous peroxidase by 3%

I po . v N s ; ::: hydrogen peroxide for 20 minutes, Blocking buffer (normal goat
; gy 3 R B RN serum) at 37°C for 30 min, Antibody incubation with (phospho-
i oSl B : A S ST JNK1 + 2 + 3 (Thr183+Tyr185)) Polyclonal Antibody,
s ol o 2 s : . ¢ - Unconjugated (orb10951) at 1:200 overnight at 4°C, followed by
S2 N S e it e : o operating according to SP Kit (Rabbit) instructionsand DAB
5 ,:;. " & oh ke ) 3 L staining.
'|.-‘ i SUVRIRGT Bl Bag Sl
4 AL N : ‘1‘: \ E‘ q ik Paraformaldehyde-fixed, paraffin embedded (mouse heart),
% KN "‘ ‘ §r B " .~ ' Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
: - \ -\\.\ ! ' \ : ¥ s ' 15 min, Block endogenous peroxidase by 3% hydrogen peroxide
Wil \ % B0\ .". T ., for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
\, TR v i AR :“ ~ 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
AT TR e _"\: ..+, - (Thr183+Tyrl85)) Polyclonal Antibody, Unconjugated
i \ ‘\'\'.‘l RN : © M, 01 (orbl0951) at 1:200 overnight at 4°C, followed by operating
A X 3“"'\, \\.\1 A :‘?I“\ ‘\\ L“‘ ", 1: according to SP Kit (Rabbit) instructionsand DAB staining.
: ;3; :':-n ‘:':'-.,{f;',f ' f'é“‘f?:_ g e 5 <.
: i %E’:%}‘ o2 I‘g'_,n‘:: :f:r:' Paraformaldehyde-fixed, paraffin embedded (mouse kidney),
'fj;-;:;g: ;:'5: :’3{' e1-:- :‘"‘ J"_,a;?' ":' Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
:;'.-:5&% \ ;J: }',. L ‘g;:’w'u :.ap- @“_;,i‘-":-:\ 15 min, Block endogenous peroxidase by 3% hydrogen peroxide
,,’;;e-' :';—lfs‘f'.f.é:‘wq : ‘_'?.}»;.ﬁ }i e, for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
ﬁ::;? "“‘éf:“‘f?.'.‘ﬁ,;‘q o, 3::5:\:--2".’ ",,::‘},:-F';f; 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
s, = feﬁ"'fr b }h * 3 Sy ‘:i;::; 4 @4 (Thrl83+Tyrl8s)) Polyclonal Antibody, Unconjugated
o 4o Ty g'}, f.'-':“o,lo_ﬂ;‘? :‘3::-3 (orb10951) at 1:200 overnight at 4°C, followed by operating
>

"-‘3;;.“ :.,.:-'o’ % 2 80 ,.‘3;-'-,}"',_ e.<,  according to SP Kit (Rabbit) instructionsand DAB staining.
(.':c. " on e{ﬂ R= i.‘ @ «
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Paraformaldehyde-fixed, paraffin embedded (rat brain tissue),
Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
15 min, Block endogenous peroxidase by 3% hydrogen peroxide
for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
30 min, Antibody incubation with (MAPK8) Polyclonal Antibody,
Unconjugated (orb10951) at 1:400 overnight at 4°C, followed by
operating according to SP Kit (Rabbit) instructionsand DAB
staining.

e D L
dh ;ra i & 3 g : : Paraformaldehyde-fixed, paraffin embedded (rat brain), Antigen
et oL $ _,:‘. o ~ retrieval by boiling in sodium citrate buffer (pH6.0) for 15 min,
¢ n® gt i t h-‘a 2 Block endogenous peroxidase by 3% hydrogen peroxide for 20
P2 » ” . }'» : __"' -‘ ',?,. i minutes, Blocking buffer (normal goat serum) at 37°C for 30
o ARERERAE T | g Bl R : min, Antibody incubation with (phospho-JNK1 + 2 + 3
L4 i :-"-g ‘j , 8 (Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
5. %a & .,0 L NE L% "m‘-n | (orb10951) at 1:200 overnight at 4°C, followed by operating
., “."7 . . - according to SP Kit (Rabbit) instructionsand DAB staining.
e i N Ao
: o . (4 : % ?-'*; _; ':;d e ‘-'.i
,‘O R DN o : 'L__,_ e v: Paraformaldehyde-fixed, paraffin embedded (rat brain), Antigen
it ¥ Nt e X G ) © ..\ retrieval by boiling in sodium citrate buffer (pH6.0) for 15 min,
o o A : '_‘Iffig:'ll :_““ aat ey '*_ Block endogenous peroxidase by 3% hydrogen peroxide for 20
o 5y ;,.v,"‘._' .:i._f; : “,;;‘ »..a'-J' z " minutes, Blocking buffer (normal goat serum) at 37°C for 30
- > M@ " Z ¢ % <« < " min, Antibody incubation with (phospho-JNK1 + 2 + 3
TR .:I,; L P < ", (Thrl83+Tyrl85)) Polyclonal Antibody, Unconjugated

o '!L‘E_) ewc. 0 < - ' (0rbl0951) at 1:200 overnight at 4°C, followed by operating

- ‘“ ? h -.~':.';~‘. ‘; ity :;u according to SP Kit (Rabbit) instructionsand DAB staining.
e S, U, ST
I EEEEEE————————————————————————————————————————————————————————————————
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v _ . Paraformaldehyde-fixed, paraffin embedded (rat brain), Antigen
i - : retrieval by boiling in sodium citrate buffer (pH6.0) for 15 min,
b= _."@ e, «.. " Block endogenous peroxidase by 3% hydrogen peroxide for 20
I o - W b . Y minutes, Blocking buffer (normal goat serum) at 37°C for 30
« N " ; AR min, Antibody incubation with (phospho-JNK1 + 2 + 3
" gl . o +©*, (Thrl83+Tyrl85)) Polyclonal Antibody, Unconjugated
AW =iy . (orb10951) at 1:200 overnight at 4°C, followed by operating
> T w : . according to SP Kit (Rabbit) instructionsand DAB staining.

oa® 1 Paraformaldehyde-fixed, paraffin embedded (rat cerebellum),
P - & Lo AR 1 ; Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
y = a o ; 2 15 min, Block endogenous peroxidase by 3% hydrogen peroxide
N SN B N . for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
Ly e : ;? Cikar ‘ 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
28 A : F s (Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated
C X Fi (orb10951) at 1:200 overnight at 4°C, followed by operating
: according to SP Kit (Rabbit) instructionsand DAB staining.

g Paraformaldehyde-fixed, paraffin embedded (rat cerebellum),

; . e, e Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for

: '_ 15 min, Block endogenous peroxidase by 3% hydrogen peroxide

; il -_ for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
5 oy ¥ e, : * 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3

* RO RS ; ' (Thr183+4+Tyrl85)) Polyclonal Antibody, Unconjugated

SR, T ) * (orb10951) at 1:200 overnight at 4°C, followed by operating

2N S : according to SP Kit (Rabbit) instructionsand DAB staining.
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[ R e T g MY
:, 03 j-?'f"zlé _‘_'-“, '-.:';;“',., :‘E;::g;:“f‘:‘\ «_,:’ ";'_:: Paraformaldehyde-fixed, paraffin embedded (rat kidney),
e _*-e;:‘ Zl_-fl.,_""’-‘.,,«’; ;;.'-_,":-{j,f;‘-“,‘l‘*' '."-“;'::._'-:;-.:* Antigen retrieval by boiling in sodium citrate buffer (pH6.0) for
bt ‘33:'6,?.';-\-.,;}";?".-.-'?“ SEEL 15 min, Block endogenous peroxidase by 3% hydrogen peroxide
/ .." A 'f 1-.:;' ; 0'!. *"j "IE#.‘:?: 4 for 20 minutes, Blocking buffer (normal goat serum) at 37°C for
SRR A S g e .,,, SL# @i 30 min, Antibody incubation with (phospho-JNK1 + 2 + 3
opi S '.J'.e.“;_-__é:’*:.".f e °:’uf‘~ > © (Thr183+Tyr185)) Polyclonal Antibody, Unconjugated
WA Oak & ¢ oirate 1 A 1y . (orb10951) at 1:200 overnight at 4°C, followed by operating
"'.;;f‘..;i‘ e ¢ o TR 411,’:??#":?-& # “. .+ according to SP Kit (Rabbit) instructionsand DAB staining.
OGNS SR B T DR A 4 ;
& ¢°°§\
%— Sample: Heart (Mouse) Lysate at 40 ug, Heart (Rat) Lysate at 40
70— o ug, Primary: Anti-phospho-JNK1+2+3 (Thr183+Tyr185)
ss— A I o2t Ty (orb10951) at 1/500 dilution, Secondary: IRDye800CW Goat
Anti-Rabbit 1gG at 1/20000 dilution, Predicted band size: 46'54
o kD, Observed band size: 54 kD.
o
@ @ :\;‘i\ = @} Sample: Lane 1: Cerebrum (Rat) Lysate at 40 ug, Lane 2:
*"zé Déé"aé“&;e ¥ i@ Cerebrum (Mouse) Lysate at 40 ug, Lane 3: Cerebellum (Rat)
Lysate at 40 ug, Lane 4: Cerebellum (Mouse) Lysate at 40 ug,
— Lane 5: Heart (Rat) Lysate at 40 ug, Lane 6: Heart (Mouse)
;z: Lysate at 40 ug, Lane 7: Kidney (Mouse) Lysate at 40 ug,
45_"'-"'--- ﬁ?‘ﬁggjrh;ﬁ'sgfﬂ Primary: Anti-phospho-JNK1 + 2 + 3 (Thr183+Tyr185)
(orb10951) at 1/1000 dilution, Secondary: IRDye800CW Goat
B Anti-Rabbit IgG at 1/20000 dilution, Predicted band size: 46/54
25— kD, Observed band size: 52 kD.
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