PhenoCycler-Fusion #{E3F
(FFPE sample)

July 2023

www.jnhtech.com.tw service@jmhtech.com.tw

oLoulZelle e Ll 0800-898-178 Tel: 02-87912769

MARBERMAEIRAT | AkbABETE &2




FFPE& &ty A 84

Wl K
. ) . mmyIR
FFPE4 &7 B &l 4 A

« FFPE #4835

e #h (1" x3" £E)
5K A B AR b1 BRI 3 35240 °C © P mIR s CRRRRA)
%R &R AR ERE R LR

P14 SR AT BTG T R -

PR A RE IR EANNS5~10 Bk (um) e

SR e R R K BRI B R sk R B FE

FERME I R FiE e R B HGR K R ENKS N AG AR c RaB R B EEL > 3
XS

k3T B L RER AR R BERA I R o 0 R flow cell B FE E BB BR 0 T B AT o

AN O e

10.5 mm 12.5 mm
A i
35 mm 137 mm
e dil.li
I3.7 mm
58 mm

7. HEA BAORIFNIES (K ER L) RENFHANEA & (e TEAT)  HRAETEBTE

FFPE FFPE
TONSIL ¢ ToNSIL 2

REMB -

8. EAIHITZ B EaLknh -
9. FFaaBRin kA eIEis o HaEBR R AR KLmE -

FRYEE  WwREEGEFE  BRATA4 CTRAERS6MEA -

J&H BRARRBARADS I HERS - #OE Alwaye for you

Tel:0800-898-178 www.jnhtech.com.tw



FFPE & 3 & AT R 32

&1’% HAHE
& 7148, 1 RARF &, B A
2 > S "'f‘ ¢ Sample kit™ -4- Hydratlon Buffer, Staining Buffer,
FFPE iz & 7N é Rl }i ﬂ Blocker N+J+G+S), Storage Buffer
*  Flow Cells
e PhenoCycler 18
* Ethanol, 1x HistoChoice Clearing Agent (or Xylene),
AT E R HE- 10x AR6310x AR9 Buffer, 1x PBS, Fixative
1. #t#¥Hydration, Staining ¥A & Storage buffer =% £ £ & ° &e;izr;t(;lw% paraformaldehyde (PFA) , ice-cold
2. LE B ﬁ PR ;E #kHE 7% It 3= Blockers E A KGN o * Coplin Jars, Slide staining box, solvent-resistant
containers with lids, Slide staining rack
3. #%ddH,0/x ASlide staining box & /& it & £ & F - * 48454, Parafilm (E#MAEA)

4, #7#]1x HistoChoice Clearing Agent (2 Xylene) 218, 100% Ethanol 218, 90% Ethanol 118, 70%
Ethanol 118, 50% Ethanol 118, 30% Ethanol 118, ddH,O 218 % # 2] 38 & &4 % 55

B4 AT R 22

1. #&#%8k h M Astaining rack#2 & °

2. M@k R AR BEGS °C 1~3/NEF (AT — R60 °C overnight ) » EATALH

*3E CARBERR O ARAERYI R ik o AEFTAE G A L3RR T A REM o 38 huhk B ] =T
B 55 a0 Bk H 3 R ey BE A

SR B KA

k3L BME A A RIEBIA A S AR 0 BRI RIAT LS BRAT A 4 RAR P9 AT

1. #&staining rack &5 AHistoChoice Clearing Agent (or Xylene) 218, 100% Ethanol 218, 90%
Ethanol 118, 70% Ethanol 118, 50% Ethanol 118, 30% Ethanol 118, ddH,0 218 &4 7 35 42 &-54-4% >
IFERT RN 4o T E ©

N N N N N NN N/

5 mins 5 mins 5 mins 5mins 5 mins 5 mins 5 mins 5 mins 5mins 5mins
A / HA\}A f ”.‘,‘,f 1y A | A < A A AT A
4
HUR AR -

1. BAddH,O##£10x AR9Z 1x AR9/ER& °

2. ke REFENYI R BNFASR 0 ABKES0 ml 89 1x ARYE&RE|ACoplin jar ; v R F &6940 k #o)
524k > RIA$250 ml 89 1x AR9E &R AEZ Quick slide staining vessel # ©

3. #% 3% R A Coplin jar 2Quick slide staining vessel ¥ 3£ #83%1x AR9E R i% & BB ALK R » 1o F
PRI ©
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4., REBHEMORBE B TEAT °
X3 WS HENAL IR NENGKAEANRTS

B 71584 N E % #1/2F+ddH,0 °

#%Coplin jar AN 1745 o

MERAMES -

3% Z High-Pressurets R Rk R T 420042 -

4 RIB S EATIRR > S 3AE Coplin jards ) R /148370 B T A8 2V 3004%
X3 D RAE TR TANE VIO Famkizh -

L © =2 W

10. #5488 R #8489 AROER F BU R R AF 4848k R IZ AR HddH,0 89 Coplin jard © 3% BH§
WEk R ENE2 85 %HddH,0 89 Coplin jar 2 £2 5-4% o

L8R -
1. sk h #8ddH,0F B - #& 48k h 72 AR % Hydration Buffer#9Coplin jarf2 > EF##/2-3k -
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2. B4R -
3. a8k kRN F —# % ¥ Hydration Buffer#y Coplin jarf® e
4. FKE24E -

Staining Buffer# & -

1. #%%)4%k R 2] 7% Staining Buffer#)Coplin jarfZ °

2. K E20-3054%E °

3. ## Antibody Cocktail °

* 33 © % # Antibody Cocktail /2R Z AT » Sork LB A EMBEE » R XHFT AT EN IR
Support => Reagents #: # £ Reagents for PhenoCycler/& T 25 # Guidelines: Inventoried Antibody
Dilutions for PhenoCycler F & X © 2438 A 8 H:barcode®y3% > Al F B ATRIR E sAEMHFELLAG] o

Contact Us

AKOYA

BIOSCIENCES Why Spatial Applications Products Support Resources Company

Overview
We've rebranded some of our products, learn more>

Software

CODEX is now PhenoCycler
Phenoptics is now Phenolmager

Reagents

FAQs

Reagents Support
We're here to support your multiplexed imaging needs.
Reagents for PhenoCycler

Contact Technical Support
Find the documents you need to get started with the PhenoCycler™ workflow.

e User Manual: PhenoCycler User Manual Akoya products are fully supported by

e Quick Reference Card: Antibody Conjugation Workflow our experienced technical support

o Quick Reference Card: FF Tissue Staining and Reporter Plate Preparation personnel. We are here to help whenever
* Quick Reference Card: FFPE Tissue Staining and Reporter Plate Preparation you need us.

e Guidelines: Antibody Screening and Custom Conjugation - Tips and Guidelines
|0 Guidelines: Inventoried Antibody Dilutions for PhenoCycler I

e Guidelines: Tissue Processing - Best Practices

e Guidelines: Investigation of Autofluorescence - Best Practices

PHENOCYCLER | Antibody Dilutions

AKOYA

BIOSCIENCES

QUICK LINKS

HUMAN FFPE

PhenoCycler Antibody Dilutions

MOUSE FRESH FROZEN. s

Recommended titrations are based on testing with the control tissue indicated below. Additional titration may be
needed for optimized staining of your specific tissue.

HUMAN FFPE

[ s [ | oo | oo
4250005 | Anti-Hu ATM(AKYPO122)-BX083—Atio 550 for PhenoCycler Tonst 1200
bl Breast 1400
4250091 caneet
4550089 | Anti-Hu Bcl-2(AKYP0120)-8X085—Alexa Fluor™ 647 for PhenoCycler™* Tonsi
4250098 Anti-Hu Bcl-2(AKYP0120)-8X085—Atto 550 for PhenoCycler Tonsi 1200
wswn - , - o
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https://www.akoyabio.com/wp-content/uploads/2023/01/PhenoCycler-Antibody-Dilutions.pdf
https://www.akoyabio.com/wp-content/uploads/2023/01/PhenoCycler-Antibody-Dilutions.pdf

ML e

%4 Antibody Cocktail 35%-
1. 8R4 A eHFLREHE4 °Cokda £ spin down%E PARATR A A IEAKE -
2. &t & Blocking Bufferke F o

PhenoCycler Reagent 2 Samples 4 Samples 6 Samples 8 Samples ‘ 10 Samples

Staining Buffer [uL] 362 724 1086 1448 1810
N Blocker [uL] 95 19 285 38 475
G Blocker [uL] 95 19 285 38 475
J Blocker [uL] 95 19 285 38 475
S Blocker [ul] 95 19 285 38 475
Total [uL] 400 800 1200 1600 2000

*3ERE ¢ 4o RAE A B HURE 4 A5483855 (BX055), G Blocker & #4% Al FH4% Bk “G Blocker v2 7 o # i
Blocking Buffer®§ R &8 F & 45 » 2 F Rk $ RALBUNEFHFRA -

3. #& Bt uyBlocking Buffer SA# & B4 A $2 7 % 23R PLAEIR A 4B E A 200 pl Antibody Cocktail

AR ke T e Blocking
Buffer
Antibody
Antibody 1200 | 1:500 \ . Cocktail
A
Antibody Volume per XK
p 1.0 0.4 A
slide [uL]
- / X X e
Total volume of Antibody 200.0 200.0 v
Cocktail perslide [uL] i . X K
x &4
*Note: Do not prepare the antibody cocktail w

solution more than one hour before use

Ex 1:— R @8 Z2ME4RE - ML BIAR R 1:200 (R XHFER) > BIE o NS EHUEEL pl > #£24 ul
B3RS 92176 pl #9Blocking Bufferi& 4 °

Ex2:— R @@ E3METLE > H P oEITR MR LLBIAR A 1:200 0 7 SM2A8 08 L 5] £ 1:100 o R HiRE 4R
B 2 1x6 ul + 2x2 pl = 10 pl © Block buffer % 244 %200 pl- 10 ul =190 pl

* 332 © Blocking Buffer#) 84 #% % 15 Antibody Cocktail 48 8% # 42 31%60 % °
o RAEH B 9Bl 0 F & ATitration AR L ILARMHAR LA o JESRAN W M FELL 9] A FF-1:250; FFPE-
1:50 -
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4. #%Antibody Cocktail Apipetteifa-34 £) k4% 42 Hvortex & & °

5. S E190 pl#y Antibody Cocktail 4 & 7 % i -

6. #¥488% kK #¢Staining Bufferit 8 > 3 A Kimwipe ]S 3R IR % #hthbuffer (ZE:HREAM A INE 69 &
B F TR ©

7. #§ 48k R 7 E fEstaining box A9 28 E o

8. ik %190 playAntibody Cocktail 5 E 3 h A B Ao > EFERA 2R &R EAKRES > 40 F
£ e

* 323 © JwAAntibody Cocktail 69 BHiE R Z A # M A ARIE LY > BRI FB KA 4 RE

P

:

+
+

9. (EARMPEE) M parafilm (%) % {Enon-label & 3% 89 X -]7) & #£ Antibody Cocktail iE £ > 4u kA o
10. #¥staining box#y & F & E -

11 A ZE BT B3N o

*3£32  staining box K B #9404 B A4S E B & Ehahihdy o M B3/ NFEE R4 B PPk 4T “FFPE
MRS ERRIET 0 IR RAT R PTE thbuffer ©
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FFPE4 & i &4 &R 32

Staining Staining PFA PBS() (2 3) ice-cold
Buffer (1) Buffer (2) solution MeOH
10 min 5 min, 4°C ‘
PBS (1 2 % g s PBS (1 2 Z Storage
U 2 () Final Fixation ‘ U @) (3) Buffer
20 min ‘ ~5days, 4°C

44 B S AT -

1. A48k R RN 8% #Staining Buffer #9Coplin jari® > EF #k 2-3:8 R A5 IR HUBE AR
2. ME2NEE -

3. HEBK AR I F2 HK W Staining BufferéCoplin jar > 5 #2542 ©

Post-Staining Fixation %848k B < -
1. ##Post-Staining Fixing Solution (1.6%PFA)

Post-Staining Fixing Solution 1 Coplin jar (1-5 samples) 2 Coplin jars (6-10 samples)

16% PFA [mL] 4 8
Storage Buffer [mL] 36 72
Total Volume [mL] 40 80

2. B E4F8YPFAZ R (Post-Staining Fixing Solution) AvACoplin jar °
3. %48z A\Post-Staining Fixing Solution > FBA E105-4% -
*3EFE ¢ A F A9 B S8 B P ¥Fice-cold Methanol ©

B H -

1. 45348 Coplin jar# #%1x PBS (1~5f8slide)

2. B RIFENGE] HPBS 0 LT ER 2-3RBEMRASIRE TR -
3. FaB R IFEANEL HPBS 0 LT FH v 2-3RAERSIRE IR o
4, B R IFNEI HPBS 0 LT ER 2-3RBEMRASIRE TR
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FFPE& & % &1 R 32

Ice-cold Methanol & & -
1. #& K4 F &9 Methanol 8 A Coplin jar
2. #5448k A #¢PBS# %|Ice-cold Methanol » 374 °C 7 B 57-4% o

B k-

1. R Eask R RN F 1 HPBS » £ T # 2k 2-3:58#4 4% 4 FRmethanol
2. sk RIFEANSEL HPBS 0 L E ik 2-3185E 4% 4 M methanol °

3. e R IFEANE3 HPBS 0 LT F vk 2-3188E 4% FRmethanol °

Final Fixation 44K B -

1. Rinse## #tstaining box £ 12 3¢, °

2. A3 71 1%Fixative Reagent Tube #¢tube strip®] F (1% = #45 h 48.4%) > #-20 °C KFaHR A -
%323 | T8 F Z0F X ktube stripfR | BERTERER » AE2EHR - A28 F £ HFixative
Reagent 4 & (B4 R A20 ul » ARRR BEARHR)

3. J#¥Fixative Reagenti# Tspin downix & & F L AT A 7R B ©
4, #H#51x PBS ¥1Fixative Reagent#t ¥ Final Fixative Solution -

Final Fixative Solution 1-5 Samples 6-10 Samples
x PBS 1000 L 2000 pL
Fixative Reagent 20 uL 40 uL

Vortexi& 434 4 ©

GEHEM S B Y & — 18 F H parafilm (4 % {Bnon-label & 3% &) X/]N) °

9% #2200 pl #9Final Fixative Solution > & & f& %1% °

#4848k R #¢ Coplin jarBR & > 3t A Kimwipe’]s S 3% BR % £xahbuffer (23R ALA4 40 8k /H B 09 & 3K A

F ) X E fEstaining box#Z °

9. Wik 36200 pley Final Fixative Solution &% 3% h A % Ao » B5ERK T2 B E X BEAKRE -
AEHFEH AR ELY  BREFELAELE AL -

10. (ZEFE M5 B) ¢ parafilm % /£ 89 Final Fixative Solution &£ £ 7 ©

11. #&staining box#9 & F & E o

12. > F R T EM2044% -

S
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aARAT-

1. Mifsaek h iR AE1 #PBS » ETF AR 2-3% °
R A 4Bk R R B2 HEPBS 0 BT 2-3
R A 4Bk R RN E3 HEPBS 0 BT 2-3
#4118 Coplin jar 8] AStorage Buffer °
#4848k h # N\ K A Storage Buffer#Coplin jarfZ e
MLBRIAAE VT AT AT R R B RAE

S

TBRYIER © a8k A Storage Buffer 12 7] ££4 °C ¥ 0577 o ERAGFAAES R ABF RAF TR

X o
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Reporter Plate&t & XA & Protocol 3% &

w_A RAH

. 2L  PhenoCycler & A 96-well plate
Reporter Plate#it & X & Protocol3% & . PhonoCyclor 7 Plate Souls

« ReBAE
* 1x PhenoCycler Buffer with Buffer Additive
* Assay Reagent

PhenoCycler Experiment Designer (PED)#k 3% & - . Nuclear Stain
1. BEL PED@‘(’% ° * Reporters
& PhenoCycler Experiment Designer — O X

Load

2. EENew 73 —B#7 64 B Bk

& Save Experiment

Select or create a study for the experiment

20220211

PhenoCyclerExperimentDesigner-1.0.211.60416

20220211

Enter experiment name

| FFPE trainind

=]

3. BN G AEIE A 3 Study Bk S

4. MINER LA

5. EENext
& PhenoCycler Experiment Designer X
Staining Information Panel Content - Inventoried Antibodies
. . ATTOS50 (2/11) CYS/AF647 (2/11) AF750 (2/4) \pe
Be é 2 Tissue Type 7 i% l’naI‘kCI"S
6. 1“%% “E‘?ﬁ_&‘ PR Keratin 14 - BX002 CD4 - BX003 CD31- BX001 . EAE
ﬁiﬁ N "Illb CD44 - BX005 CD107a - BX006 CD20 - BX007
N N Panels Used E-cadherin - BX014 Pan-Cytokeratin - BX..
g g:zA
’E’g‘b{&’f’ CD45RO - BX017 CD68 - BX015 Beta-actin - BX010
Inventoried PhenoCycler Antiboc
H b-Catenin1 - BX020 CD11c - BX024
Filters Podoplanin - BX023 Histone H3 Phospho..
” CD8 - BX026 HLA-DR - BX033
DAPI-ATTOS50-CY5-AF750
TFAM - BX029 CD3e - BX045
CD21 - BX032 IDO1 - BX027
. Well Plate Layout Mac2/Galectin-3 - BX... CD2 - BX021 A I ot
8. %%@'ﬁé 2 Ki67 - BX047 PCNA - BX036 9. %}\H—‘%;DBTFE?

. tarting Well 2¥ oL 2 =
wellsA&2M8 | (R A4 E )
blank wells :

ch | Exposure time
anne
Blank cycles FF FFPE
Blank #1 Blank #2 DAPI 2-8 ms
AF488 100 ms
recommended
Exposures ATTO550 100 ms 150 ms
DAPI ATTOS50 cvs AF750 Cy5/AF647 100 ms 150 ms
1 ms 150 ms 150 ms 150 ms || AF750 100 ms
[==]
10. Z:’Create”

J& H LERELCELEY

Tel:0800-898-178 www.jnhtech.com.tw

I HERS - #OE Alwaye for you




Reporter Plate&t & XA & Protocol 3% &

11, 23 2 4% o7 LALE 45 o welldse F A& S8 AT a3 ST MIPR F 31 -

-3 PhenoCycler Experiment Designer - human tonsil training\20220425.xpd

Well ATTO550 Channel

DAPI Channel - DAPI

+ Insert

/ Edit (O Skip (i Delete I

A3

il 2

Blank Cycles

CD8 - BX026

Ki67 - BX047

-- - None

-- - None

CY5 Channel AF750 Channel
——None
CD107a - BX006 CD20 - BX007

CD3e - BX045 Pan-Cytokeratin -...
® Add wel

-- - None -- - None

-- - None -- - None

ms S 8 Table Mode () S8 Well Plate Mode E

- [m}

X

Well A2

ATTO550 Channel
Marker/Barcode
Exposure

Clone

CY5 Channel

Marker/Barcode

Exposure

Clone

AF750 Channel
Marker/Barcode

Exposure

Clone

Skip well

CD8 - BX026
150 ms

C8/1448

CD107a - BX006

150 ms
H4A3

CD20 - BX007

150 ms

N
N

12. 23232 %hEE > °] LUE 4 18] # 2umarker-barcode 3t F 28R e 05 Fa] o

13. % 7 empty cycles B % 3% 8% Jo 55 Bl 3% € A6 ms °
WE B B 6 4 A A e marker & 1138 T + #4T B EALRE o

14. %

& Add Additional Item

ATTO550 Channel
Item Source

Custom Conjugations

Marker

marker name

Clone

clone

Barcode
BX002
BX002
BX005
BX014

BX017
BX020
BX023
BX029
BX032
BX035
BX041
BX052

BX054

v

Reporter

RX002

Cancel

J& H LERELCELEY

Tel:0800-898-178 www.jnhtech.com.tw

I HERS - #OE Alwaye for you




Reporter Plate&t & XA & Protocol 3% &

15. 2B RAGHTRETBAET AR AR B EEE > 814 EFPrint
16. 3 F Savef74% (xpd) °

@: PhenoCycler Experiment Designer - human tonsil training\20220425.xpd - m] X
m |m Starting Well | A1 v DAPI Channel - DAPI 1 ms 72 S Table Mode @D 88 Well Plate Mode E
Print (notebook-style)
Print (pipetting-style)
[ Crames - - B - B -} ¢ | . B -}
ATTOSS0 RX028/CD8 RXOLT/KIET — PhenoCycler Inventory Info
A o f— Rxes/coze e
kTS0 RX007/CD20 RXOS/Pan Cytak i Update PhenoCycler Inventory
ATTOSS0 Exit
B o
AF7s0
ATTOSSO
C o=
TS0
ATTOSSO
D o=
AF7S0
ATTOSSO
E o=
TS0
ArToSSO
F o=
AFTSO
ATTOSSO
G o
AF7S0
arrosso [T None/
H o "
AF7s0 Na Nome/
P aane
Cowmess 1158 vomng
Tamg e AN
notebook-style g -
Bt 332 VN2
: [ > T « T s T « T =+ T « [ + [ » [ » [ = ]
T e
swcos |knserwar
crs oo [wnsscose
wrse|wasmreon |ksnpen
Study 20220211 o
Experiment  FFPE training ofriom
Startngwell A1 crs
Tssue type HumanFFPE T
Reportdate 211172022 9:49:14 PM oan
o
Well | DAPI Channel | ATTOSS0 Channel CYS Channel AF750 Channel R
A1 DAPI CD8 - BX026 CD107= - BX0O06 C€D20 - BX007 | 3
A2 DAP1 Ki67 - BX047 CD3e - BX04S Pan-Cytokeratin - X019
Blank cycles e
well | DAPI Channel | ATTOS50 Channel CYS Channel AF750 Channel
H1 DAPY None None None
H2 DAPY None None None o
roms
' s
138
arvosss
v
e
R T
110885 s (.
" v Vore had
I -

BERHEERBERAS
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Reporter Plate&t E LA & Protocol 3% &

Reporter Plate % -

1. Z#1L &91x PhenoCycler Buffer with Buffer Additive (B2/%4n F):

42 % 35 A/ A800 ml ddH,O 3f #vA 100 ml 10x Buffer for PhenoCycler & 100 ml 10x Buffer Additive

3t F] A pipet aid_E F pipetting 3 F| A #E $8 FHFE

KIEFL R BAARS A L TRy KBTI U EAB S BB - B EREF LBIK - KL
F 2] 84 1x buffer =T AL £ B A7 K238 -

2. B4R F Brcycle# B & Reporter Stock Solution (RSS) #E4% &8¢ k8.0 % > EpipettingiL a4 4) >
3R G E AR S R

1x Buffer for PhenoCycler with Buffer 1350 2700 4050 5400 \{
Additive(ul)

Assay Reagent (ul) 125 250 375 500

Nuclear Stain (ulL) 25 50 75 100

Total (ul) 1500 3000 4500 6000 RSS tube

3. #RSS&%H245 ul £blank wells * #l4eHI ZAH2 °
k3 BT FEHBES A SRR 4 blank A thwells °

se8
g8 3 €<
el on R © = N
- &N o S = 5
22 2 2 22
O O 0O O O O
>N >
o O O o O 0O
| | [ N |
v ¥ ¥ L A
1 2 3 4 5 6 7 8 9 10 11 12

RSS tube

Cycle 13 (B1)=—+—B

Cycle 25 (C1)=——+C

245 L

Blank Cycles ==sH

2. ##H tcycle #9Reporter Master Mix {3k Total cycle A4 » H F2{Bcycle T8 3t 446 4#% £ 6/Bmarker
B p)(BLik4n ) -
AR 8 B G B AR R eycle . o

b. A&sk{E A &) 8 S (barcode-Reporter) £ # spin downit4E £ K L o

c. #RSS®IHR235 ul (%1 cyclesk a3 Emarkersy 1 0) £ 0945 &8 8O E b o N T4k A &Y
B (BEELES W) BiHRSHEY -

Reporter Stock Solution (uL) 235 235
. Atto550 RX-026 RX-047
(seSf z::; reporter) Cy5 RX-006 RX-045
AF750 RX-007 RX-019
RSS tube Cycle 1 Cycle 2
A1 A2

J&H BRARRBARADS I HERS - #OE Alwaye for you

Tel:0800-898-178 www.jnhtech.com.tw



Reporter Plate&t & XA & Protocol 3% &

k33 0 B Ecycle R L4F & 34743 Emarker * RSSHH 649 B4 BRI U 4o T ¢

Reporter Stock Solution, Volume [pL]

3 Reporters per Cycle 2 Reporters per Cycle 1 Reporters per Cycle Blank Cycle

240 245 250

235
Exl: cycle 1 &4821Bmarker > #HRRSS 240 pl #2228 £ 45 WB AR B L E > L2250 pl -
Ex2: cycle 2 2 € 46 118marker > #HRSS 245 pl$21% 55 ulBe e ¥ eh B8 » 4250 ul -

5. HEELHFBReporter Master Mix (250 pl) &-Hx245 pul ZReporter Plate ©

Cycle 1 Cycle 2
A1 ! A2 !

245 pL

6. B iiplate seal 3tk Bk fE 4R 4% A dgwell L (%o L)
7. 4RATE E #9Reporter Plate 7T 424 °C 4%1F £ %2 -

J&H BREARKRBERAE I HERS - #OE Alwaye for you
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Flow Cell 64 16
BL B E
A * 1x PhenoCycler Buffer with Buffer Additive
Flow Cell 2t 4 L

*  Kimwipes
* Flow cells and Flow cell 48 % &
SRR R (GEEMRER)

B AR EMAT 4 AT low cellFb S 0 R iB T o A AT 0 HbrE R Bslide £ & BA4E
AR Bk 4K -

Flow Cell Assembly Device 2 Flow cells
Flow Cell %545~
1 T~ = T~ |5 8
< &
N\
\\

Storage PBS 1X Buffer with Buffer Additive
Buffer 10 min at RT 10 min at RT

m

4 4B 4% R #¢ Storage Buffer P B > A% A 1x PBS #9Coplin jarit £ 4F102-4% -

B #raaflow cell E# A & @B R -

BAEflow cell#yi% &k L WA A BHE - FHBHER -

Hflow cellFb MBI LA RKARELBR B E -

# ek R Bl o 3t A kimwipedRdXslide 3 @ A & 4845 B Bl (L H 2 flow cellZb &89 B 3K) o
RRI L > ARG T a8k R 514 AR E fflow cell 77

ik BieGloa TR > FHZD308 -

teAeiEte it dedd R i o

w32 flow cell A Rslide A $54F B At 45 -

10. #¥flow cell iZ A 1x PhenoCycler Buffer with Buffer Additive % £ /0104542 -

A S AN U B

J&H BRARRBARADS I BEERS - o0 /’/waycfaryoa
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B M

1x PhenoCycler Buffer with Buffer Additive
1x PBS

DMSO

Kimwipes

Flow cells and Flow cell 485 ¥ &

=R R CEBMER)

PhenoCycler-Fusion Lt #

EHRAT -

1. #E3 %8k slide LA R BLYF treporter platefE F i T =i £ /0 15404% ©

2. AE3R AT EDMSO ~ ddH,03 & 1x PhenoCycler Buffer with Buffer Additive EL &M NFRF > B
MEFE °

3. kA Breservoirs (RASAE) AP AE B4k MR B N > o R ATH B RAFER T H kRt o
& 7T RE B T4 A% B 7% Y fEreservoirs * JE R BRELEY T R M R B ATRIR L ©

Do not lea
~._ this tab loose!

completely to
lock the?llgﬁ? ¢

4. #¥Reporter plate K B 74 35 P e FLAE B £ 4% (Al wellf£ £ F A > etk 35 sMal) o 3b#E FWplatedf &
ATERBFFE  @f— 51K o

»

Plate should sit
under this metatiip

MR-
1. BB PhenoCycler-Fusion #x%% * #£PhenoCYCLER-Fusionff#4ir T 2% Start Experiment”

§ if)
)
I I}.{ )
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2. HF SLAT K T 89 Protocol (xpd)E E A

@ PhenoCYCLER-Fusion 1.0.2

Run PhenoCYCLER Experiment

Experiment Design
Experiment:

Study:

Run Parameters

Scan Resolution: 0.50um (20x)
Sample Type: Tissue Sample

Saturation Protection: Only DAPI

Sample Info

Sample Name:

Sample Description

User Information

User: Akoya Bioscience:

Email for notifications:

@ Please load an experiment.

@- Load Experiment Design X
Study | Akoya installation M.

Experiment Designs

PED test
TEST

Edit Advanced Parameters

Cancel

3. 4tAdvanced Parameters M #% 3%Saturation Protectioni¥4%” Only DAPI ”; Sample Type T #iz 3%

FEAARA A& Sample Finding #2884k A )
@ Advanced Settings X

Scan Resolution: 0.50pm (20x)

Saturation Protection: = Only DAPI
Sample Type: Tissue Sample

Auto Detect

cancel m

Sample Finding:

2 S

EE K o

@: Advanced Settings X

Scan Resolution: 0.50pm (20x) Vv

Saturation Protection: = Only DAPI

TMA

cancel m

Sample Type:

ue .pe

B

K L BRI RABRIEM R FE 0 TTRE G A A R % hYsample masks © tEEFSample
Finding## 342 4% High Sensitivity” » 31 Fl & &sharpieZ £ flow cell ik L 75 E #E 8 G 3% > & %5

7 R H ARG AT AIT R B I o

% Sample Typei¥# ATMAFBY > Sample Finding #& 7% B /73R % o

4. Ehi%Launch Preflight and Scan#% 33518 5 BR . 5T Ak * Bhi#okEAT T — ¥ ¢

Insert 96-well plate and reservoirs X

Load the 96-well plate and reservoirs in the PhenoCycler
instrument and click the OK button.

Cancel

J& H LEREL UL

Tel:0800-898-178 www.jnhtech.com.tw

Load Reagent Bottles X

Fill the reagent bottles, tighten the caps and place the bottles
on the side car of the PhenoCycler instrument. Once ready,
click the OK button.

Cancel

I HERS - #OE Alwaye for you
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Check waste bottle X

Empty the waste bottle, tighten the cap and place it on the
side car of the PhenoCycler instrument. Once ready, click the
OK button.

#$Blank flow cell# Aslide carrier&47 8] 3X-

- N2 N, . .
1. #carrierfs|7% > tFewgEslide retainerB H ©
4 W) N .
2. #%blank flow cell £ A\ (label## # % window) °
5y . . A

3. A&mgtEslide retainer £ 4% ©

. . KK ¥ vg \,L AL Al
4. Slide carrier® & 42 SL14% 35 3% & SR HHa% o
Prepare to check vacuum pressure X Close door

Connect the carrier that contains the blank flow cell to the Close the door fo the PhenoCyder instrument and dick the

PhenoCycler instrument fluidic lines using the quick connects. —l OK button ¥

Once ready, click the OK button. <
Verify carrier removed X Prepare to clean fluidic lines X

3 2 8 Confirm the carrier that contains a blank flow cell is attached
0 se;ntove carrier from the stage if not empty and click the OK 0 to the PhenoCycler instrument fluidic lines, but not loaded on
o — the stage. Once ready, click the OK button.

Leak Detected? X Prepare to prime sample lines

Inspect the flow cell and carrier tray for any leaks. Is it free of Load your sample flow cell into a carrier and connect the

leaks? — carrier to the PhenoCycler instrument fluidic lines. Keep the

carrier off the stage and click the OK button.
Yes No Cancel

#&Sample flow cell #Aslide carrier-
H— fRkkimwipeis B DI /K > LAE — Jr @y # K flow cell B £ 77 (R £ 2] Fmhgl) o
B —FRkkimwipe i BR70% CBF > LA E — F iR flow celliE L7 (R BR8] Mk e97L) °

1
2
3.
4

1% F sharpie mark E H 484k & 5, -
B # blank flow cell * # Asample flow cell ©

J& H LEREL UL
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Prepare to check vacuum pressure X

Load a blank flow cell into the PhenoCycler slide carrier and
click the OK button.

I HERS - #OE Alwaye for you
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1. #5—18% A 1x PhenoCycler Buffer with Buffer Additive #)50 ml%E4% °
2. #inlet (N EB)ZENIEMRNA ©

3. &4 F Asyringefoutlet (3 7 F &) HH: -

4. #Fodb R syringedr Bbuffer > 38 Zflow cell N 3R &Y 882 F TFTR -
5. M dmE REER BN o

Leak Detected? X

o Inspect the flow cell and carrier tray for any leaks. Is it free of

leaks?

Yes No Cancel

Tubing Clear? X

Verify the carrier retaining gate is closed, the carrier is secured
in place and the tubing is free to move. Click OK to continue.

J& H LERELCELEY
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Load the carrier that contains your sample flow cell onto the
stage and click the OK button.

Load Carrier X

The safety check is complete. Please click the OK button to
begin the PhenoCycler run.

Safety Check Complete X

carrier retaining gate

I HERS - #OE Alwaye for you
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<
| s | 1os |
Study: Steel Sample: PhenoCycle103
Experiment: PhenoCycler3Cycles User: swang
T nt
AP ERTR =
PhenoCycler run expected to complete today at 06:06 PM N A : 2 1t
(estimate will be updated after the first cycle)* (/&/}IL ’éﬁ ‘ﬁ‘(45 mln) + #”ﬁfﬂ? ;flé ;f%) X (CyCIesgi)
Cycle 1 0of 3
Preparing cycle buffers
=3
e
= [ whacsiew | s |
Study: Steel Sample: PhenoCycle103
Experiment: PhenoCycler3Cycles User: swang

M R A% § R BZIAT Post experiment clean
GHaFREMREFALT—R)

PhenoCycler run completed successfully.

ERBE-
T4 7tk & HQPTIFFA% £ » ¥ f£PhenoChart
FELRA ~ B 1% -

o SvstatieComgerrts
L Eowen -
Goote [ Yelow
R (4 co20
Beoon [ Yellow
(4 cos W Oracge
Bcou
nckded Companerts & cousro ok
el G coe C e
=] Dcospen . vogers
o Owmron  mmre
00 o —
B cos = —
[ Pancckorstn I Mogera
G
Cocel

Open-source#s & 4-#7-
QuPath A & CytoMAP 547 #k 8% (3% 4a 4% 1 3% A& Akoya Biosciences#® 4 84 547 7742 5 )

@ QuPath: Quantitative Pathology & Bioimage Analysis

W CytoMAP: Histo-Cytometric Multidimensional Analysis Pipeline

J&H BRARRBARADS I HERS - #OE Alwaye for you
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@- PhenoCYCLER-Fusion 1.0.2 - a X

m PhenoCYCLER Dashboard m m

Post Experiment Clean Maintenance Wash Clear Tissue
Washes the cannula and carrier with distilled Washes all lines with distilled water Performs a dye dehybridization on current
water tissue sample

Please confirm

€ beaker
Click Wash
I Clean I I Wash ‘ [ Clear J

Post Experiment Clean-

BREM T RIBLIBBITOF RS

* 33X | PUTAT oA sample flow cell IR T 4k » LAblank flow celliX % ° % samplei fE carrier#h 4T &
H 0935 0 Fsampledff &Ik B R LA

Maintenance Wash-

M IAT—R > FIRE RN FIFehbuffer K DMSO % 444K 25 20AE

HATAT » fEcarrier A Ablank flow cell 3 4R K £ 0200 ml DI K ° #: 3% #bottle 1 Abottle 249
BFERE  BERZIANBARRER T HATHER -

Clear Tissue-

F W5k 404 % F(dye de-hybridization) °

% g ¥ 8 RAEAT B F T35 M F B M P BT 0 B treporter A TTAER G AR E o BT AR MK
LBRFREMEGRK -
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