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1. Sample preparation protocol for Visium spatial transcriptome analysis (p.2 ~ 5)

2. Sample preparation protocol for Xenium spatial transcriptome analysis (p.6)

For spatial transcriptome analysis

FF . . . -80C
OCT block Embedded in mold & freeze with dry ice Ry ®)
FFPE . . o 4°C
Paraffin block Embedded in paraffin & store at 4 °C (-
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Section: 5 um) » 2 slides for main (2 Positively Charged slides: Main + Extra) - store the slides in
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FF ) . . . -80C
. OCT block Tissue embedding (OCT) & freeze with dry ice (dry ice O)
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10x 10 mm
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Paraffin block Tissue embedding (Paraffin) & store at 4 °C (ice pack O)
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1. Sample preparation protocol for Visium CytAssist spatial transcriptome analysis

1. Service process overview
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2. Sample condition
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2.1 Sample type 1: Slide (H%}
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Table 1. Positively charged slides
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: 0f)
x 1T mm (Length x Width x Thickness)

(ZI2XMZ)
IR X M)

Slide &% : positively charged slide (Ex. table 1)

de, H&E stain slide are available

=i

validated for Visium CytAssist

ltem Length (mm)  Width (mm)  Thickness (mm)
Epredia Shandon ColorFrost Plus 75.0 25.0 1.0
Fisher SuperFrost/ColorFrost 75.0 25.0 1.0
Sigma-Aldrich Poly Prep Slides 75.0 25.0 1.0
VWR SuperFrost Plus 75.0 25.0 1.0
2.2 Sample type 2: Block
* Block2Z Y11 A|, X|L{LHANM section & slide X%}

FF(Fresh Frozen) OCT e
X O|2|XPHA HIOX}SHA|

2.3 QC criteria
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mbedding 2#2 page 4 &1

2}5| section ot7| ISHME slideS MZ{GHA|0] ELIAIZ AHA E2ILCE

Sample Type DV200* RIN* value
Fresh Frozen - >4
Fixed Frozen 2> 50% -
FFPE 2 30% -

*DV200 : Percentage of RNA fragment
*RIN : RNA Integrity Number

s ) 200 nucleotides
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1. Sample preparation protocol for Visium CytAssist spatial transcriptome analysis

3. Sample preparation
3.1 Slide H|=t
(1) Sectioning ZI3 &, 720 = slidelf] Z2g S
a. Section &4
® FFPE:5um
@ Fresh Frozen, Fixed Fresh frozen : 10 um
(2) 42°COf 3AIZt incubation (FFPE slide Only) *FF slide, Fixed FF slidei= (2) 243 442, bt (4) 2t 21
Incubation &2 O] UH T o 7HX|=2 Ty
a. Incubation using a Section Dryer Oven
@  Place the slides in a slide drying rack.
@ Close the lid when incubating the slide in the oven.
b. Incubation using a Thermocycler
@ Position a Low Profile Thermocycler Adapter on a thermal cycler that is set at the incubation
temperature.
@  Ensure that the Low Profile Thermocycler Adapter is in contact with the thermal cycler surface
uniformly.
® When incubating a slide, position the slide on the Low Profile Thermocycler Adapter with the side
with tissue facing up.
@  Ensure that the entire bottom surface of the slide is in contact with Low Profile Thermocycler

Adapter.

® DO NOT close the thermal cycler lid when incubating the slide.
A

® Allow Low Profile Thermocycler / ‘\*-\;ing from thermal cycler.

[a] Place in a Rack [b] Incubation on a Thermal Cycler

(3) FFPE slide= desiccator = 50ml tubeli] A2 H2t (XL 2F7MX| 7+s)
FF slide= 50ml tube0i| @11 -80X 0| 22 (Z|TH 237X 71S)
(4) &4 A, ILZ EE 50mI0f slide2 €17 EH Q1= Oi2tL=2S S50
=]

FFPE slide= #2(E= ice pack)2Z, FF slide= dry ice &0 &

¥ FoALSt
ABIEIRE XX 7455t Slide cassetteZ} AALE|7| I20],
ROI7} Otz =

15 mm 15 mm
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1. Sample preparation protocol for Visium CytAssist spatial transcriptome analysis

3. Sample preparation
3.2 Fresh frozen tissue OCT block
= MF SA EmbeddmgOI kst 3%
» R[S MES 0|S5H0F SHe HQ (30 O|LH)
a. PBSZ XXl HXZ fresh tissueS ZML ice2t &7 0|5

b. PBSLt mediaE E2 tubel| MES 211 ice®} & 0|=

(1) OCT compound@t 2=t Forcepa iceli| 302 0|4 =Lt

(2) TissueZ Petri dish0ll =2 &, Laboratory wipeE 0|&5t0 Tissue EH2| bloodLt solutiong 25
HIHABIL. (ZAF Al ice crystal 24 HIX|Z 2|8

(3) TissueE mold2| AtO|X0f| A &HEHELE.
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(5) Mold0ll R4 HO=Z ME F, AolYSH()S H7I5tL icelil ==Lt

(6) icedl =2 mold0jl OCTE ¢t BT ZMAHA 2ECh

(7) Forceps 0|2510] tissueS 52| moldof| 211 Xt
(21Xt 5= HE HIE0 7L B £HOE M= 20| £2 - section He : HHH)

(8) Molde| £0f| OCTE 7t5 MY H=Ch

(9) MoldE dry ice0ll §7111 HIEHRE] MAS| 28ICt. (GIEH EFH6HE)
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* Reference

Video : https://www.youtube.com/watch?v=Wig96|Eyubs
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https://www.youtube.com/watch?v=Wiq96lEyu6s

1. Sample preparation protocol for Visium CytAssist spatial transcriptome analysis

3. Sample preparation

3.3 Formalin—fixed paraffin—-embedded block
1
2

3
4

Collect sample and fix in 10 % formalin or 4 % PFA
Process the tissue as following (Ethanol — Xylene — Wax)

Proceed paraffin embedding

~ o~ o~ o~
o o ~—  ~—

Store at 4 °C or send with ice pack

Exposing the Tissue Block
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2. Sample preparation protocol for Xenium spatial transcriptome analysis

1. Service process overview

Sample Preparation Probe Hybridization, Ligation, & Amplification

FF or FFPE Tissue Sections Fixation & Permeabilization (FF) or
on Xenium slides Deparaffinization & Decrosslinking (FFPE)

==

Q. @

Probe Hybridization Rolling Circle Amplification
Product
—_— —_—

Ligation &
Primer Hybridization for Amplification

Data Visualization

2 Probe
Hybridization Q
3 Automated Slide 3
Imaging

2. Slide information
* Slide area 10.45 x 22.45 mm

* ROl must be within the green colored area
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31.5 mm Sample Area 19.5 mm

25 mm

‘6.5 mm

3. Sample preparation
* FF OCT block & FFPE paraffin block are prepared as above
(see Visium CytAssist sample preparation p.4~5)
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