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Antibody Validation for ChipCytometry™

Highlights , QWURGXFWLRQ WR &KLS¢
e ChipCytometry™ is an all-in-one high-plex 'HHS SUR OLQJ RI WKH WLVVXH PLFURHQ
imaging platform for spatially resolved single-cell essential for understanding the biology of disease and
phenotyping LWV SURJUHVVLRQ ,QYHVWLJDWLRQ RI V
« ChipCytometry antibodies leverage decades of FHOOV LQ WKHLU QDWLYH HQYLURQPHQW
histopathology tradition, using clones validated for UHVROYHG KLJK SOH[ LPDJLQJ DSSURDFK

RZ FIWRPHWU\ DQG LPPXQRKLVWHRFXMHFPQHW VFLHQWLVWY WR YLVXDOL]H D

- &RPPHUFLDOO\ DYDLODEOH XRUHRAEYBbWLP FRPHYOWIRQPHQW &KLS&IWR
DQWLERGLHV DUH sSDUW RI D H[LEMTBBWLSUDERERR XRUHVFHQFH XVLQJ

solution for spatial multiplexing instrument, a fully integrated automated imaging
» ChipCytometry antibodies are fully validated in both VAVWHP JLIXUH tLIK UHVROXWLRQ K

VLQJOH PDUNHU DQG FRPELQDW LHBIBIATURGS i pinpie-gel resolufpn. enabling

. - researchers to collect accurate data on a range of high-
sensitivity, and reproducibility DQG ORZ H[SUHVVLQJ SURWHLOQV

Background

,PPXQR XRUHVFHQFH WHFKQLTXHV GHSHA(
validated antibodies to resolve antigens in the tissue
"X HW DO $OWKRXJIK WKH\ DUH VRP
commonly used research tools, there are no universally

DFFHSWHG JXLGHOLQHV IRU DQWLERG\ YDOLGDW y D X[
HW DO YXUWKHUPRUH PDQ\ FRPPHUFLDO SODWIR

use proprietary reagents or do not provide transparent Fiﬂrgel 5 &HOOBEDSH LV Dﬁb DOO LQ RQH LQVWU X
i i

LQIRUPDWLRQ RQ UHDJHQW YDOLGD WL Quiftefifgiit Bribifet #¥rdiddrounds of
DGGUHVVHV WKHVH FKDOOHQJHV E\ HPSOIR QY HY¥RYGIMHF HRM@L Qi zLWK DGYDQ
FRQMXJDWHG DQWLERGLHV IURP DQ\VRHQZDRW )LIXUH

ChipCytometry enables spatially resolved multiplexing
ZLWK IHDWXUHV LQFOXGLQJ

e S$ELOLW\ WR SUR OH GR]JHQV RI ELRPDI

« &RPSDWLEOH ZLWK ))3( DQG IUHVK IUR
ZHOO DV FHOO VXVSHQVLRQV

« +'5 LPDJLQJ IRU DFEFXUDWH TXDQWL FC
DQG ORZ H[SUHVVLQJ SURWHLQV

« 6LQJOH FHOO TXDQWL FDWLRQ DQG VS
FXVWRP VRIWZDUH

: - g A ‘ « 6DPSOH SUHVHUYDWLRQ IRU XS WR \
Figurel. $ KXPDQ EUHDVW FDQFHU )) WLVVXH ¥WDIO®DA HE WK LSV
XRUHVFHQWO\ FRQMXJDWHG DQWLERGLHV LOoR &KLSEWMRR WY} BYVPY 52, vHOHFW!
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/\SHV Rl &&¢KLS&\WRPHW&ORQH 7HVWLQJ
$ Q WLERGLHYV ChipCytometry antibodies leverage decades of

&KLS&\WRPHWU\ RITHUV WKH H[LELOYRRIPRIPPPREE: 91Gipg Rones from a
SUH YDOLGDWHG DQWLERGLHV WR F TN I X QRO RIR P U H Y LRXVOL Y

H" X
LPPXQRORJ\ RQFRORJ\ DQG QquRnfﬁé@’c?ﬁﬂ“b?é\s%%ﬁ\%@’d\?\v 1HZ FORQHV I
. - . RQ WKH FRPSDWLELOLW\ RI FRQMXJDWHOC
ChipCytometry antibodies have been fully validated for

. . . . &KLS&\WRPHWU\ LQVWUXPHQWDWLRQ 8S
precise and consistent performance in cell suspensions

DQG ERWK ))3( DQG IUHVK IURJHQ WLV IY MW SR WKH UVW VWDLQ FIFOH
$QWLERGLHV DUH VHOHFWHG IRU WKNMEU ¥ RAHDWIYVE WSS VPR RHKBR 1 I XU H

o . . the results of clone screening for antibodies that target
relevant species, including human, non-human primate, Y DEK FOROH LV HYDOXDWHG WR LGH
DQG PRXVH VDPSOHV )LJXUH ( Q

VSHFL F VLIJQDO ZLWK PLQLPDO RIlI WDUJ

&ORQH $ Clone B Clone C

Figure3. & KLS&\WRPHWU\ DQWLERGLHV DU Hs
KXPDQ QRQ KXPDQ SULPDWH DQG PRXV
WLVVXH VDPSOHVY RU FHOO VXVSHQVLRQV
Figure5. +XPDQ 3%0&V VWDLQHG ZLWK WKUHH G
FORQHVY &ORQH $ SDVVHG YDOLGDWLRQ WHV
ChipCytometry antibody validation is a multi-stage, VHQVLWLYLW\ DQG UHSURGXFLELOLW\ &ORQ

LWHUDWLYH SURFHVV )LIJXUH wR MNYBIxDwH BRWRE OV & (PLOHCE GXH WF

e O6SHFLABOWALERGLHY ELQG WKHLU LQWHQGHG WDUJHWYV
and do not demonstrate off-target effects

. 6HQVLWBEQMNERGLHY GHWHFW OR
antigens in order to differentiate positive cells from
EDFNJURXQG XRUHVFHQFH

. BHSURGXFLEQOWLWRGLHY SURGXFH
results in similar or the same specimens over time

Antibody Screening

vt

Single-plex Development

1

Multiplex Optimization JUHHQ DQG &ORQH & EOXH ERWK GHPRQVW

VSHFL F VWDLQLQJ RI 1. FHOOV EXW &ORQH «

Figure 4. ChipCytometry antibodies are validated in a multi- FHOOV H[SHFWHG WR EH & QHJDWLYH &ORC
VWDJH DQG LWHUDWLYH SURFHVV VLIQDO WKDW QHLWKHU &ORQH $ RU &0ORQH &

Figure6. ,PDJH RYHUOD\ RI WKH WKUHH &' FOR!
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SQWLERG\ 7LWUDWLRQ/RFDOL]DWLRQ &KHEN

(DFK DQWLERG\ LV WLWUDWHG WR V ErpByEdMety Krtib&dret)dtkih Bhalr intended tissue
FRQFHQWUDWLRQ WR RSWLPDOO\ UHWW®OXHWHOHY SR SIX 0OBSWWRIQWO ZRA WLVV X}
ORZ RI D GLOXWLRQ \LHOGV D ZHDN ULROPRLZKROBLWRR\WLDRG ORFDOL]H WR

of a dilution increases off-target binding effects and VXEFHOOXODU UHJLRQ )LJXUH VKRZV H
EDFNJURXQG XRUHVFHQFH 7KHUHIRntr&telltidp, Rkd mucdeat mamRess\in tissue samples

is titrated prior to experiment start to optimize the DQG FHOO VXVSHQVLRQV &DQRS\ VFLHQ'
signal-to-noise ratio to ensure reliable analyses can be resources to verify that the staining pattern is expected

SHUIRUPHG )LJXUH DQG VKRZ WKBQUWKXOWSHRL WIFMODWIR® WLVVXH W\SH
H[SHULPHQWYV IRU 3DQ &. &' 5% DQG &' DQWLERGLHV
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Figure 9. ChipCytometry antibodies are evaluated for
H[SHFWHG VXUIDFH LQWUDFHOOXODU RU QX

5%

1

7TDEOH VKRZVY VRPH FRPPRQ VXUIDFH L
DQG QXFOHDU PDUNHUV IRU &KLS&\WRPH
6RPH &KLS&\WRPHWU\ DQWLERGLHV LQF
GLIIHUHQWLDWLRQ &' PROHFXOHV VWD
ZKLOH RWKHU WDUJHWYV DUH IRXQG LQ W
ZLWKLQ WKH QXFOHXV H J )RIS3

Figure7. $ KXPDQ FRORUHFWDO FDQFHU ))3( WLVVXH VWDLQHG ZLWK
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Figure8. &RPSRVLWH LPDJH RI RSWLPDO GLTQO?%WLB@NPIFB@J ISB@N@HUV LQ &KLS&\WRPHWU\ D
RUDQJH &' 5% JUHHQ DQG &' F\DQ DQWLERGLHV
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$VVD\ svwb  6WHULF +LQGHUDQFH $VVHVV
- 7ZR H[SHULPHQWV ZKHUH WKH DQWLERG\ ZDV t
3 F\FOH $VVD\ RU ODWH F\FOH $VVD\ ZHUH (
LOXWLROQ ‘LOXWLRQ VWHULF KLQGHUDQFH DQG FURVYV UHDFWLYLW\
& ‘& VLPLODU UHJDUGOHVV RI F\FOH QXPEHU )LJXU|I
FRQ UPHG TXDQWLWDWLYHO\ ZLWK KLHUDUFKLF
. FHOO SRSXODWLRQV )LJXUH VKRZV WKH UHV
3 ZLWK D KLJK GHJUHH RI FRQFRUGDQFH IRU SRV
'LOXWLROQ ‘LOXWLRQ VWDLQLQJ RUGHU KDV PLQLPDO HIIHFW RQ UHV
‘& ‘&
$VVD\ $VVD\
3
"LOXWLRQ "LOXWLRQ i )
‘& ‘& o3 o3
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"LOXWLRQ "LOXWLRQ . ;
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Figure 11. 4XDQWLWDWLYH UHVXOWYV Rl & DQWLERG\ V!
- $VVD\ DQG ODWHU F\FOH $VVD\ (DFK GRW UHSI
]
"LOXWLRQ "LOXWLRQ Conclusion
‘& ‘&
L0 6SDWLDO ELRORJ\ UHTXLUHV KLJKO\ YDOLGDWH
@ UHVROYH SURWHLQV LQ WKH WLVVXH PLFURHQ\
+ employs commercially available antibodies as part of a practical
"LOXWLRQ "LOXWLRQ VROXWLRQ IRU VSDWLDO ELRORJ\ UHVHDUFK +
& :

& &KLS&\WRPHWU\ DQWLERGLHY DUH IXOO\ YDOLC
Figure 10. $QWLERG\ VWDLQLQJ LQ 3%efskiVity, @rdireptsducibility tests for use in spatial multiplexing

$VVD\ RU ODWHU F\FOHV $VVD|§)VV|'39\\}LV G\QDPLF

FRPSUHVVLRQ
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Learn more at canopybiosciences.com/chipcytometry

For Research Use Only. Not for use in diagnostic procedures.
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