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1. Section Tissue & Transfer ROI 2. Deparaffinization & Antigen Retrieval

| * Xylene/EtOH series good for 1 week or 50 slides
2-
. O Sm(\D 5m{\D 3m(\IZI 3m{\D 3m{\ [130s
/ . ‘ — = = R\u—“,, R\“— R\“— %
-2 o@ [IBake20 m yxylene Xylene 100%  100% 95% 70%
""" : == C‘ at60°C (250 mL) EtOH EtOH EtOH EtoH DEPCH;0
— coolrT [0 'AYAYAY
[1Cool 10 m at RT
. o L1m [J1m C01m [130s
Transfer 30 min at 37°C /

Dry for ~15 min RT > 4°C (1 mo) Target Retrieval Solution S’

or Store slide at RT with desiccant —

. . O Concentrated Target 7 mL -

Dry for 60 min RT and continue packet for up to 1 month. Retrieval Solution ‘L"

S o e e - o > O Dry
;7 Transcriptomic Proteomic PLP Tx Panel(s) %, | O DEPC-treated Water 63mL | . ’ DEPC 100% RT10m
< 0000 I OHigh,3omin  HCOOtRT 5 o7 gy
13 I o Q 1 | Total 70mL | (1L Milli-Q Biopak H,0) ,20 min 2

n A I * n < -
1@ O ThewatRT . Let solution sit for 2 min .
Iz 5 . . . ! [0 Spin TPS & ABS (pg 45)
iilooooocoogpEe [REXEEE.. -
— c ee rozenat -
s @ O O O % Optional: move G4X Reagent Cartridges to ! M M M M H H
18 o T v mon s covs rera g | 4. Antibody Binding & Padlock Probe Hybridization
:H@QQOOOO 4°C to thaw 3.4 days bef e i Yy g Yy
. A Wash Wash
______________________________________________________________________ Buffer Buffer
3’ Prepare FlOW Ceu Tissue Passivation (TP) 1FC Transcript (Tx) 1FC
H 1 PLP Working Mi
& InStau Plpette Ald [ Tissue Passivation 1247.0 pl orking Mix
A . Solution [JPLP Reaction Buffer 331.6 pl
U RNase Inhibitor 2 12.5pl || OTranscript Panel 63.0 pl [ RT 30m [137°C 15m
Total 1259.5 ul ibi
ota 59-5Hl || O RNase Inhibitor 1 Sl Wash Wash Wash HYB Wash Tx PLP
Antibody Binding (AB) 1EC O DEPC-treated H,0 203.9 pl Buffer Buffer Buffer Buffer Working Mix
. o Total 630.0 pil 200 70ul 200ul 200pl 500ul 70ul
[ Antibody Binding 330.0ul 400p v 150l 4 400p 4 400pl 10004 4 150l
Solution
1 RNase Inhibitor 2 3.3l ] RT 5m (] 45°C 10m L1 rRT s5m | OO RT 5m L] rT -- ] a5°c |ON
Total 333.3 ul | Adjust heat block temperature after step Rev. 6




Discard & replace pipette aid

. . H H ifi H Protein (Pr)
= plugs after ON incubation 5. Ligation & Amplification PLP Working Mix
Buffe Buffe, Buffe . rking Mi Buffe Buffe N X = O] DEPC-treated H,0  253.7 il
200 200 2004 2000t |, ol |, 70ul 5004 s00ut |, | 70uL s00u | /| 70l [1PLP Reaction 331.6
400 4004 400 4004 150pl 150pl 10004 10004 150pl & 10004 150pl Buffer
[ Protein Panel 13.2 pl
[] a45°c 5sm | [ 45°Cc sm | [ RT 5m L1 RT 5m ] rRT -- [ a5°c 15m | [ RT - | O RT -- | [45°C 30m L] RT -- LI RT -- H
0 RNase Inhibitor 1 31.5 pl
ST . : . : . Total 630.0 pl
V 70ul 500pl 500ul v 70ul 200pl 200pl 500ul Vv 70ul V 70pl V 70ul 500ul
150pl 1000pl 1000pl 150pl 400pl 400ul & | 1000l 150pl 150pl l 150pl 1000pl
O AMP 1 Buffer 623.7 pl
[ 37°C 30m ] RT -- L] rRT - [137°c1om | O 37°c sm | [0 37°c sm | [0 Rr-- | [J33°c 15m | [I33°c15m | [137°c 3h | [ RT -- ‘k 0 RNase Inhibitor 2 6.3 1l
PLP Priming Buffer PLP Treatment Mix 1FC Ligation Priming Ligation Working 1FC Store at 4°C in PBS-E or/ Total 630.0 pl
OIPLP Conditioning  623.7 ul || OPLP Conditioning ~ 604.8 ul || OLigation Reaction ~ 623.7 pl || OLigation Reaction  603.5 pl continue to Conditioning 1 AMP 2 TFC
Buffer Buffer Buffer Buffer
. . . . O AMP 2 Buffer 1134.0 pl
O RNase Inhibitor 2 6.3 ul [0 RNase Inhibitor 2 6.3 ul [0 RNase Inhibitor 2 6.3 ul [0 RNase Inhibitor 2 6.3 ul
L . [0 AMP 3 Buffer 623.7 pl O RNase Inhibitor 2 12.6 pl
Total 630.0 pl [0 PLP Conditioning 18.9 ul Total 630.0 pl [JLigase 20.2 pl
. 2 Spike-I CJRN Inhibitor 2 6.3 pl OAMPE 113.4 pul
1/5Adjust heat block temperature AN Total 630.0 pl ase Inhibror . fyme -
1 Accurate execution and timing | Total 630.0 pl Total 630.0 pl Total 1260.0 pl
is critical . oy e .
o 6. Sequencing Conditionin i
Conditioning 1FC d g 8 7. Framing & G4X Run
Solution 1 Conditioning Wash Conditioning = Wash Buffer Saline Rinse Wash Buffer Store at 4°C in Wash —
Solution 1 Buffer Solution 2 H
[ Concentrated 63.0 pl Buffer or continue to
Conditioning 1 \/ 70ul 500ul \/ 70ul 500pl 200pul 500pl \ Conditioning 3
0PRS.T2 567.0 L 150pl 1000pl 150pl 1 1000pl 400ul 1000pl ]
- U H y % 4°C > 2 weeks
Total 630.0 pl [0 rran | O rRT - [0 RT 30m | OO RT - [ Oecci1om | O RT - or continue to G4X
Conditioning | Adjust heat block temperature after step for sequencing

1FC

Solution 5 Conditioning Conditioning Conditioning Focusing
L Solution 3 Buffer Solution 4 Solution 5 Beads
O Conditioning 5 -- -
Solid V 70ul 500ul V 70ul 500ul V 70ul 500ul v 70ul 500pl 500ul = -—
e ——— 1600.0 150ul 1000yl 150pl 1000yl 150pl 1000pL 150ul 1000pL 1000yl ' Thaw G4X Reagent Cartridges &

o o e e Quenching Solution before run
Total 1600.0 pl [leo°c 15m | [ RT -- | O e0°c1sm [ L RT - | Oeoec1sm (O RT - | O RT em | O RT -- [ OO RT -- Rev. 6
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