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Co-localization p-AMPK & Tau 5

AMP-activated protein kinase modulates tau phosphorylation and tau pathology in
vive Scientific Reports | 6:26758 | DOI: 10.1038/srep26758
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Duolink in situ PLA Starter Kit

For #{X IF/IHC {RAIFER - #FHESE ~

548 Starter kit A=A 2k

1. PLUS probe 30RXN
2. MINUS probe 30RXN
3. Detection Reagents 30RXN
4. Wash Buffers, Fluorescence 4L

5. Mounting Medium with DAPI 5ML
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Plus /Minus probes Tt

Rabbit /Mouse L DU092101
_ Mouse/Goat | DU0S2103
Goat/Rabbit | DU092105

Rabbit/Mouse L DU092102
_ Mouse/Goat | DU0S2104
 Goat/Rabbit | DU092106




Duolink ® PLA Control Kit — PPI (#DU092202)

B4t 8%

A. i F 8-well chamber slide with EGF-treated pre-fixed
SKOV3 cells

B. Mouse anti-EGFR & rabbit anti-HER2 antibodies

Positive Technical Controls

i | ] I I-| I i
Antibodies: Anti-EGFR &' Anti-EGFR ; Anti-HER2 ' No primary

'4 MILLIPORE

ANti-HERZ | only only ! antibodies Duolink®PLA Control Kit — PPI slide layout and sample

- : — placement.
All wells contain EGF-stimulated, pre-fixed SK-OV3 cells.
After permeabilization and blocking, wells 1 and 5 were
incubated with both rabbit anti-EGFR and mouse anti-

1 ST 3 4
HER2 primary antibodies, wells 2 and 6 were incubated
_ ] with anti-EGFR antibody alone, wells 3 and 7 were
incubated with anti-HER2 antibody alone, and wells 4
5 6 7 8 i

and 8 were incubated with antibody diluent only.

===
Emia

(1) 12 Probe: plus + minus &—

Duolink in situ PLA Probes (30rxn/100rxn ) YT 2 Probe 03 - BIB1TH probe
 Anti-MousePLUS BESCGual Il  Duolink® In Situ Probemaker
 Anti-Rabbit MINUS  DUO92005 probemaker PLUS - DU092009
Anti-Goat MINUS . DUO92006 ¢ Probemaker MINUS DU092010
Anti-Rabbit PLUS DU092002
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(2) kB 2 E S 3E 1= Detection kit

a. for Z8{EL IHC / IF 18R15% b. for flow cytomety 185 8I;%
Red  DUOMMOE  I00TON Red (e soanm Em Granm)  DUOSA0L
Orange DU092007  100RXN Green (Ex. 495nm, Em. 5270m)  DUOS4002 |
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Duolink ® PLA Multicolor Kits
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SK-0V3 cells stimulated with EGF
EGFR/pEGFR HER2/pHER2 DAPI (nuclei)

(A) Schematic of of Duolink ® PLA Multicolor
detection and analysis of EGFR signaling of post-
translational modifications and protein-protein
interactions in SK-OV3 cells treated with EGF (+ EGF)
or untreated cells. Multiplex PLA detection of the
phosphorylation of EGFR (green), EGFR-HER2
interactions (orange), and the phosphorylation of

D A R R T R HER?2 (far red) were performed on adherent cells (B)
CompiSreenish SOmP.OMENGERA omp.FasRedEA or detached cells (C). Data collection was
ample ID Key Sample ID .
[l [unstained sk-Ovaceils | | [[] |Unstained SK-OV3cells | [ [ |Unstained SK-OV3 cells performed by fluor.escence microscopy or ﬂOW.
& | Mo primary Ab B | Mo primary b B | Nopiman cytometry, r.espectlvely. Nuclei were stained with
PEGFRIEGFR PLA EGFRIHER2 PLA "B |prEramER2 PLA DAPI (blue) in (B).
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Duolink® PLA Multicolor Fluorophore Specifications

Preparation

%
A
P
N
LN -’\ ~
. XY
B

7/

Step 1. Prepare microscope slides or microplate

Step 2. Fix cells or tissue,
wash, permeabilize, and
block
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Step 3. Generate PLA probes
using Multicolor Probemaker
kits

Duolink® PLA
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Step 4. Add Multicolor PLA
probes
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Step 5. Wash and add the
ligation solution
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Step 6. Wash and add the
amplification solution
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Step 7. Wash and add the
detection solution

Analysis

Step 8. Capture images of each protein event separately

Step 9. Obtain objective

Step 10. Combine data

quantification of each protein analysis

event separately

> Duolink ® PLA Multicolor Probemaker Kit (1= 20ug x 2 #1182 )

Product # Fluor Color Ex. (nm) Em. (nm) Filter
DU096010 Red 593 622 Texas Red
DU096020 Green 490 520 FITC
DU096030 Orange 542 562 cy™3
DU096040 Far Red 646 664 cy™s
> 1EEc 2 =R E
Product # Product Name PKG
Duolink ® PLA Multicolor Reagent Pack 30 RXN
DU096000 N . o .
(AENeEY, &2 o ERYRER forllB &5 2 probe) 100 RXN
. . 4L
DUO082049 Duolink ® In Situ Wash Buffer, Fluorescence oL
DUO082040 Duolink ® In Situ Mounting Medium with DAPI 5ML




PLA® Validated Antibody Targets

14-3-3 Sigma Chk2 Gbetal Menin Rad17 SMNI
53BP1 c-Jun GNL1 MLH1 Rad17, Phospho (S645) SMRT
53BP1, Phospho (525) CKl alpha GRLF1/p190RhoGAP MLL1 Rad18 Spl
AATF/Che-1 CKIl alpha GTF2B/TFIIB MOF/MYSTI Rad21 SRC1
AKT1 CKll beta GTF3CI/TFINIC220 MOV10 Rad50 SRC2
AKT2 Claspin H2AX Mrel1 Rad9 SRC3
ARID4B C-myc H2AX MSH2 RanBP3 STAT3
ASH2 Coilin HBO MSH6 RbBP4 STUB1/CHIP
ATADS/FRAGT CoREST HCF1 MLH1 RbBP7 TAFS
ATF2 CPSF160 HDACT MLLT RCC1 TCP1
ATM CREB Hdm*/MDM4 MOF/MYSTT RCD8 TDP1
ATMIN c-Rel HdmX/MDM4, Phospho (5403) MOV10 RelA TIF1 Alpha/TRIM24
ATR CRM1 HIF1-alpha Mrel1 RelA, Phospho (5468) Timeless
ATRIP CRSP1/TRAP220 HMG20B/BRAF35 MSH2 RelB TIPIN
ATRX CSN1 HP1-beta MSH6 RENT1 TLK1
BAF53A CTBP1 HSP&0 mTOR RFC1 TLK2
BAP1 CTF18 IKKk-alpha NBS1 RENT? TNIK
BARD1 CtlP IKK-beta NCoR RFC1 TopBP1
BCAR3 Cull IQGAP1 NEKS RFC2 TRF2
BCR Culda JARIDTA/RBP2 NF-kappaB1 RFC3 TRRAP
BIRC&/Apolion CyclinT1 KAP-1 NF-kappaB2 RFC4 TRX2
BLAP75 DAXX KAP-1, Phospho (5824) NFRKB RFCS TSG101
BLM DBC1/p30 DBC Ki-67 NIF1 Rictor TTh
BMIT DBF4 KPNA3 NONO RIF1 USP28
BRCA1 DC8 Ku70 NOPS6 RNA Polymerase Il USPY
BRCA1, Phospho (51524) Dcp2 Kugo Notch1 RNA Polymerase Il, Phospho (S2) VCP
BRD2 DDBI Lasu1/Urebi NPM1 ROCK2 Vimentin
BRD4 DDX56 LATS2 ORC1 RPA32 WAPL
BRF1 DMAP1 MAD1 ORC2 RPA32, Phospho (533) WDRS
BRG1/SMARCA4 DNA-PKcs MAD2 pl6INK4a RPA32, Phospho (54/58) XRN1
cAbl DNMT1 MCM2 p300 RPA7Q YL1
Caflp150 E2F1 MCM2, Phospho (5108) p400 RPL26 YY1
CBP E2F4 MCM2, Phosphao (527) p53 RPS6, Phospho (5235/5236) ZNF8
CBX3 EGFR MCM2, Phospho (540/541) p73 RuvBL2 —
CBX5 EPC1 MCM2, Phospho (541) PARP1 SAT —
CCDC131 ERK1 MCM2, Phospho (553) PCNA SCC-112 —
CDC25a ERK2 MCM3 PHF8 SDS3 —
CDC25¢ ESCO2 MCMé4 PIM1 SETDB1 —
CbCo Estrogen Receptor MCM3 PKM2 Sin1 —
Alpha
cbC7 Estrogen Receptor MCM4 PLK1 Sin3A —
Alpha, Phospho (5305)
CDK1 EWS MCMS5 PML Sirt1 —
CDK2 FANCD?2 MCM6 PMS2 SMC1 —
CDK7 FANCE MCM7 PolA1 SMCT, Phospho (5957) —
CDK9 FOXO1la MCPH1 PPP1CA SMCT1, Phospho (5966) —
CHD4/Mi2 beta FOXO3a MDC1 PPP1CC SMC2 —
Chk1 FUS MEKT PPP5C SMC3 —
Chkl G3BP1 MEK1, Phospho (T286) PRKCBP1 SMC4 —
Chk1, Phospho (5317) GAPDH MEKK1 PSF/SFPQ SMGI —
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