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https://www.agilent.com/search/?N=4294836537

Refine Results Q SEARCH View per page: 20 v 1 - 20 of 6855 results

+ Industry . ’ / :
Agilent Cell Analysis Publication Database
+ Research Area
The Agilent Cell Analysis Publication Library provides an easy way to search scientific publications that reference and/or cite Agilent products. Search
+ Cell Type publications by research area, cell type, cell line, instrument, assay, or author. The resulting publications can be reviewed with links to the abstract, in the

Quick View, or be exported in MS Excel format and reviewed offline at a later time. (Click on the Download Results button to compile the results)
For Research Use Only. Not for use in diagnostic procedures.

+ Cell Line
+ Analysis Platform Download Results
+ Assay e |
Demethylation of the RB1 promoter concomitant with reactivation of TET2 and TET3 impairs gastric
+ Species ' i ‘ carcinogenesis in K19-Wnt1/C2mE transgenic mice
Publicati Joumnal: Life Sci /' Publication Date: December 15, 2020 / Author: Cao D, et al.
+ Language Ublication

s=Pubiication Date Quick View ~ Supporting Products
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How to run an assay

1. Gather materials

Seahorse XF Assay
Learning Center

2. Prepare for assay
3. Set up assay

4. Run assay

5. Analyze results

: Select your XF Instrument Type
6. Beyond the basics

XFe96

XFe96
XF96
XFe24
XF24

XFp

XF HS Mini

& resources for a successful Assay

introduce you to the Seahorse XF assay workflow, with a focus on procedures and
technigues to ensure optimal XF assay performance and results. As you read through each section, the procedures refer
to using the Agilent Seahorse XF Real Time ATP Rate Assay to perform initial cell characterization. The techniques
described apply to all Seahorse XF Assays, such as seeding adherent cells, loading injection ports, etc. Only the required
consumables will vary according to your XF Analyzer model and XF Assay Kit. Select your XF Analyzer using the drop-

https://www.agilent.com.cn/en/product/cell-analysis/how-to-run-an-assay
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Before XF Assay

A
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Day of XF Assay After XF Assay

Gather Assay Prepare for Set Up Run XF Anzlyze XF
. ssay
Materials XF Assay XF Assay Assay —

Fluxpak

Assay Kis

Seahorse XF 4R A (AT 4%

Seahorse XF ¥ERERRFE 7ML
wEm =ax 9

XF BRSO

R 13

Bk R

Assay
Medium

Complete XF media typically includes:

Seahorse XF DMEM, pH 7.4 « Seahorse XF Glucose

<+

Seahorse XF RPMI, pH 7.4 « Seahorse XF Pyruvate

e Seahorse XF Glutamine

asy
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Day of XF Assay After XF Assay

Gather Assay Prepare for
Materials XF Assay

Set Up Run XF AR L
XF Assay Assay )
Results
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967L/8FL1X85: 200 pL / well
245X 2%: 1ml/well

v

#F
PREFIR
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3 . Hydrate entire assembly overnight at 37° C, no CO,
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Best practice technique

XFe96. XF Pro. HS mini
Cell culture microplate

il & Lm A B

XFe24
Cell culture
microplate

o fEFloOpLEEER - E@HRATHEL

Wuangﬂe

E:a £l 4% Make Research Easy

M IEAPRIRER R
- %
- PAEEFERERERE
I Jroediiliialibg=;
© BR/AMUIBZEINL

37°C CO24fBLE
EFISOULESE —  BEATEBElhN — FETIRESR

@

HEgEsR —

[Vi>'g>

=

37°C CO24RHUIE 1500 37°C CO24R %
FAMBERI~5h  — gprmw —»  FREPELBRIER
EmanGeE TN

RV =




R g i ks 7R e

WuangHe

E:a £l 4% Make Research Easy

Yk 5 K2 K R
- AR
- Tk

A 22 RITEA

77 LR — I AP

- LA

- R 7 T (A7 4 1
ERHARRIINE

-

- CO,



52 SR A R HE R A =R YV HuangHe !

o BRI RIS

o M EEFER [A]

o AR A B R4 A

o METEAH A BN A 4 A

o BB FEAR K I Abcoating

o ZUREPIRRIRAEFETER (an: FAREEMAIT)

adipocytes fibroblast neurons

* Cell Reference Database
https://www.agilent.com/cell-reference-database/
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c|@@© e e e ee®e® .,
Seed 80 pL of cell suspension per  [@|@|®@eeee® e ®e®® s
wel : @@@eeeeeeee@®® s
Allow plate to rest at room temperature r @@eoeeeee®e®®®
in the tissue culture hood for one hour | @eevveeeee®e®
Allow cells to grow overnight in a cell H|@|@|@|@®|@|®|®|®|®®|®®
culture incubator 80 L of cells bu )

\ / XF Instrument Typical Cell Seeding Density Range*

* These values are for adherent cell lines. Primary cells, immune type cells and
suspension cells often require higher cell seeding densities.
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REAREMNZERMARREMNS. 85, 50-90%CaEAMIE~ErIEERASE( RIS /DT EEN.
5l EAERVMPE PR E NI FLRZ R 70-90% L S BRI SR R,

A: image shows low end of optimal cell density, ideal seeding density and B: image shows high end of optimal seeding density, some cell
distribution. clusters can be seen.




Cell Density Titration

I--______ Glucose H_ Oligomycit 2-DG
160 I I\
\}—}ﬂ
140
12{]{
E } ‘} el \"-.
B 1
Beltg 3 k_i_ o
0 ¥R Y3 st s
—3—3- E N3 3
? = -
0 - - - - e - - -~ - - - | -
0 10 20 30 40 50 60 70
B s« B o B 20k
Mean: 217 |SD: 20 Meamn: 458 |SD:27 Mean: 524 |SD: B8
¢ Good signal range— XFe96: ~ 20 — 160 pmol/min
¢ Nice, consistent monolayer — not necessarily confluent
* Small magnitude of error
¢ Linear range of the cell type
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Mean: 1512 | SD: 48
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Before XF Assay Day of XF Assay After XF Assay
Gather Assay Prepare for Set Up Run XF Analyze XF
Materials XF Assay XF Assay Assay Assay
Results
1 2 3 4 5 6
EEITCRA  WTUR Bl BEKIERE WABME®ET  37°CECO2EM IS IR

MAERE  WRRS Eifh TR E WEMMRE  BRHENRCOmIn AN
' _ "
> > = 9(?)9

A

=
1. 5550 N U0 S 2 R A 18Tk e T e SR
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. Seahorse XF j
Seahorse XF DMEM, pH 7.4 CEAL

517 + —= * Seahorse XF A AR

Seahorse XF RPMI, pH 7.4 3 7 OC . Seahorse XF 2 BBk

Q SeahorseSki T Z4F & I I 2 QS P AT HERA — I ThRE MR DU & .

Q ZERRUENAHR, WBMENRD, FRpH 7.4K85RE, AR M BRI,
REE LIRS, RUA—BHLRNE.

O AU AR P AN BT S 0 L 7 R B R A

Q AIE R PR SAIR B BUR T XFSL 56 R R B 75 5K

Catalog number Description Compatible with

103575-100 Seahorse XF DMEM Medium, pH 7.4, 500 mL All XF assay kits. All Analyzers except for XF24 Analyzer'.
103576-100 Seahorse XF RPMI Medium, pH 7.4, 500 mL All XF assay kits. All Analyzer except for XF24 Analyzer'.
103577-100 Seahorse XF 1.0 M Glucose Solution, 50 mL All XF assay kits. All Analyzers.

103578-100 Seahorse XF 100 mM Pyruvate Solution, 50 mL All XF assay kits. All Analyzers.

103579-100 Seahorse XF 200 mM Glutamine Solution, 50 mL All XF assay kits. All Analyzers.
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Standard XF Assay Workflow (except for XF Real-Time ATP Rate Assay & XF Glycolytic Rate Assay)

1 2 3 4 5 6
V 2 W 2> l< ] k ] -2 l< ] > \j 2> ( % )
XFe96 . : ;
80 pL Remove 60 pL Wash 2x with 200 pL Add 160 pL Final volume Incubate 60 min
Leave 20 pL 180 pL at 37°C, Non-CO,

XF Real-Time ATP Rate Assay & XF Glycolytic Rate Assay Workflow

1 2_ 3 4 h 6 7 8
li%W%k ]I< ]+l< ]9 .09|< ]9k ]9U
XFe96 Incubate

80 uL Remove 60 uL Wash 1x with 200 pL Add 200 pL 60 min at 37°C,  Remove 200 uL Add 160 pL Final volume
Leave 20 L Non-CO, 180 pL
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Before XF Assay Day of XF Assay After XF Assay

Gather Assay Prepare for Set Up Run XF Analyze XF
Materials XF Assay XF Assay Assay Assay
Results
=
> >
\

Correct Technique

g Yy

Aspirate and Dispense from the
well side, not the center Ensure the cells are never exposed to air

dinl
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Kit XF Assay Medium Stock Solutions ’i
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2 Hem 101 [ §
R R 8 = Ej A ;
% T AE R ' i

R

T

N |
( 1OX) 2 | Dilute with XF Assay Media @ @ @ |

Stock Solutions Injection Solutions ;

S e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e e A i e e e e e e e b e e e e e e e e
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XFe96/96 XFe24/24 XFp Q mMAFLEREFER R
TR A FN AW
Initial well volume 180 puL 500 pL 180 pL 'rl‘ﬁﬁ'ﬁﬂ{
Port A 20 uL 56 L 20 uL Q mEAKAEE, IR
Ji 7 A K 75 2 F 280
Port B 22 pL 62 pL 22 uL %57, BT EREIR
Port C 25 L 69 L 25 L Wit
Port D 28 pL 75 pL 28 L
XFeq6

T/omly

jm‘iﬁ:':-‘iﬂﬁ[ﬁiﬂfﬁ’f? [a)C8]| Portdesignation (X) oo e e 2
_,_jg,,_gu_ AR A for each well e e 4
_J-..'I..l'i..LU_a -.J_.-?J_,?'d'_-"-._L'-.._L e Bl == == —
T ra T :

"‘%ﬁgﬁré&ﬁ:ﬂ;?rr on S5 ~
aﬁssp SRR Ewew ) D
:131 S KRR Y ¥ ©

l,_ "
S o o e L ey AV \ 4 vV V

t Port
Orifice

a
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XFe96 FCCP titration with Cell Mito Stress Test

900 B 288 J7 45 7 I3 T FCCPIR BE AR AL, (A 3E) 'Ea"s"e

250

250

200

150

% 42O

100

=

Worce  Posecer o 05 B B

Mean: 262 |5D: 11 Mean: 436 |50:43 Meam 725 |5D:45 Mean: 833 |SD:39  Mean: 1093 |SD: 87 Mean: 1053 | 5D: 63

v Maximal stimulation of OCR is observed
v The lowest concentration of FCCP that produces maximal stimulation of OCR
v" Ideally the OCR is stable over 3 measurement periods
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37.0°C

Heater Off

Start Run

L
(“-ﬁ Load Calibrant Utility Plate

‘ N\ - = T‘Lj Are you ready 1o koad the Calibrant Urility Plats

Connected / All Set srid Sensor Cartridge’
N | rm Ready Cancel Assay
\r__E‘. Tray Your experiment can now be run h
kg} Probes
XFe96/XF PRO/XFe24
@- Load Cell Plate :/—\»%
Calibration is complete, are you ready to load Tﬂ( + *)i

T e
Hi{rSeahorse XF{X 2L, &
BB HIREE3? C ‘

KA B RIE AT — B AL B
éj' i Load Cell Plate
Remove the Calibrant Utility Plate and place the

Call Plate on the thermal tray.

Load Cell Plate Cancel Assay
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Agilent Seahorse XF - Integrated end-to-end platform

__________________

i Label-free
eal-time Kine :C multiparameter %
. measurements *
PP - sensor T~
; s H* &0,

]
T h
—

- Advanced !n_te:tr_ated j
software & e bt =
ports for real-

ana:.’mcs time compound

testing

Ready-to-use

- ———

Cell Normalization

Automated Assay Live cell : and Data QC
Prep & Set Up analysis E validated kits Biotek Cytation
Agilent Bravo with 2D & 3D & reagents Integration
Seahorse Workbench plate options 4

: Agilent Seahorse XF Instruments & et
TRl Consumables e

T, Integrated, end-to-end cell metabolism ST
Y analysis pm T

o
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Agilent Technologies Cell Imaging 1.0.0.22 ] A

Scan Plate To Start il . . . OCR Data
z 200+

Cell Imaging and Normalization

o—o—/\‘ﬂ-—.—.

OCR (pmol/min)
> o
2 2

500—0—0—""o0—0—0—0
0 T T T r .
0 10 20 30 40 50
Time (minutes)
ECAR Data
50
£ 401
E
T 301
3
= 20
=
0

0 10 20 30 40 50
Time (minutes)

Document

FET: B3 4B A o3 b A ot 2 45

KR S5 E BRI R IR, LSRR o] = =
A X HCH T B 9 3R A 51 R

Seahorse XF F&FNIIF—L.E S Brightfield image

documentation
M EIF R ENEAv 0B BioTek Cytation 1/5

B
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@)

In situ Staining

Normalized OCR Data

Nuclear Segmentation

Metabolic
analysis

Agilent Seahorse Analyzer

w
= 157
O
[en)
=
S 104
L7
+ ]
= ﬁfm@,o
5 5l
=
&
e
2 0 T T r . .
o
0 10 20 30 40 50
Time (minutes)
Normalized ECAR Data
o
< 3
(&}
o
s
= 2
=
E
T
o 1
E
=
[GRNIE T T T r 1
oo 10 20 30 40 50

Time (minutes)

Interpret

Fluorescence Integrate images and
cell counting normalization data

BioTek Cytation 1/5 Agilent Wave Software
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Count cells to determine the amount of cell Count total and  Adjust volume to the

. . Discard Resuspend cell pellet
0 11 . . .
Susp:"(r)lrs l;)erilrllzes(siegrl(glslotv;s;) /el:]netxctcr)a :iiigount el supernatant using in 70% of the viable cells, ~ desired seeding density.
, ubsequ u

(total cells/well)

—
; /ﬂ: : ‘!I/.

o T

Cells diluted in assay media
based on 2 count

pipette theoretical volume
needed.

(50 uL suspension + 50 uL 2X viability dye)

Incubate plate in non-CO, incubator
for 45 to 60 min at 37°C. Can be
done in Cytation to take images as

quality control

Theoretical Actual
total total
cells/well cells/well

Theoretical

g

total cells/mL

@ b Maive 1525 2.5X106 125K 92,583
Mix throughly and Seed cells (50 Spin Add additional assay \ b Naive T-3 3 o OX 106 1 50 K 127 0 2 8 1
pL/well) in pre-warmed PDL plates, plate medium (pre-warmed)

keep remaining cells at 37°C :

Bl - NaiveT35 3.5X106 175K 154,368

Py | / | [~ navera 4.0X106 200K 182,876

"8 ﬂ__ - Calibrate cartridge @ Run assa I\]?ata a?aly§is

; - —: ‘ ‘ y ormalization b - + | Naive 1-4/5 4.5X106 225K 200’380
Resuspend kit reagents Load all injection B N / :

PR — > Ml Navers 5.0X106 250K 225,501

ports with 25 uL ﬂ..:, = ,
)w I ; » - naveTss  5.5X106 275K 252,822

5/7/2024 For Research Use Only. Not for use in diagnostic procedures.
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Edit Normalization Mode

Normalization Unit Scale Factor

Cells 10000

Normalization Values
Select Al A 1 2 3 ' 4 5 6 7 8 ' 9 [ 10 11 12
A | 1.11 2

Paste

B 112 201
Clear All Data

C 11 2.01

AT SR
2: BCAMEINEH=

[EEY

Apply | Cancel
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Wave 2.6.3 =8 X
D Templates Tem p|ates

Results Select an Instrument XFe96 SortBy: (@ Name (O Date = Search Q Template Details
Open File
Blank Dependency- Flexibility-XF XF Buffer XF Cell Energy XF Cell Mito XF Cell Mito XF CO2 XF Glycolysis XF Glycolysis XF Cell Mito Stress Test
XF Mito Fuel... Mito Fuel Fle... Factor Assay Phenotype Test Stress Test Stress Test (A...  Contribution... Stress Test Stress Test (A...
Modified
1 1 5/9/2017
Author
He v He i A~ Agilent Technologies, Inc.
> BAR 44 KT B 44 PR
. . > . . ~ Description
XF Glycolytic XF Glycolytic (Acute InJectlonBZ (Acute InJect|on§Z
penan ML S Induced Assay) Induced Assay)

Project Name

l l Project Number

PRENZ5 LA PREFBUNZ5 9L A S
kit BL {254 KitHLE 258, 3B
NP S 40
30 C 2, HAENE—
AVES I
25 P P R A o port A A4 57T i Wave
- I H kR, T AR 5 F AR 4
= //,%A,ﬁmﬂMﬁ //fﬁ%A&%ﬁ#$

Heater Off

X 4% 5l 2R FAS

Import Duplicate

l‘g, ] Probes

Export Delete
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HOME XF Cell Mito Stress Test.asyt

B_
gg 833 E— \/

Group Plate Protocol
Definitions Map

Assay Navigation

Definitions Groups

Generate Groups | Add Group | Collapse / Expand All Down . Up

jf--:miemn e ° Injection Strategies Il Backeround

Mito Stress Test

About Injection Strategies
A RO o ) g b - ~ | Control
4 FEHCament g An injection strategy describes the contents of each port

Control injection in the assay. If the entire plate is using the same
‘ Ingecnon Strategy, only one Imechf)n Sftrategv is needed. b - - Experimentai :
Experimental H Click the 'Add' button to add an Injection Strategy, then

select each port (A, B, C, or D) and click 'Add Compound'
to describe the contents of each injection for the selected

4 Assay Media o Injection Strategy. Repeat to add additional Injection

. Y Strategies to the assay design.
Mito Stress Test Assay Medium

Click the 'Add' button to add an injection condition.

4 [ cerrme o ﬁﬁ%ﬁﬁ&ﬁ‘ﬁ:@lﬂDefinitiogs‘)%iliGen/e\rate
Cells (see Cell line Reference Database for guid... . Groups’ QSAEEE@”GrOUpSEFH ﬁi&gg’gﬂ éﬂ
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Wave 2.6.3 - 8 X

HOME XF Cell Mito Stress Test.asyt

E—
53 88 =

Group Plate Protocol
Definitions Map

Assay Navigation

Groups Plate Map
[ Add Group . | Collapse / Expand All . Down : Up . Clear Plate | T Distribute Groups
| = 2 3 4 5 6 7 8 9 10 11 12
[l Backeround ‘ il | | | | | | | | | L
- @ ®
~| Control PN
| )
> ] - Experimental c
D
E
F
G

@ o

Select a group from the left, then click or drag with the mouse to apply that group to the plate map.
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HOME XF Cell Mito Stress Test.asyt
E AN Q00
g 0d 000
3 Group Plate Protocol
As Definitions Map
Assay Navigation
Protocol
Measure Injection Custom Remove
Initialization Baseline
R 01200
CaRbRte Duration: (00:12:0
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Prepare XF Tissue Culture Plate with n
appropriate plate coating
(e.g. Poly-D-Lysine, Cell-Tak)

XF Tissue Culture

Volume Plate

Plate Coating
XF96 25 uL
XF24 50 pL
XFp 25 uL

e
eTniety

@
e

Collect cells and

Prepare Cell Suspension

Seed Cells in XF Assay Media

Centrifuge XF plate

XF Tissue
Culture Plate

Volume Cell
Suspension

1-2 min
200x g
RT

No Brake

Quality

Confirm Seeding

L] ; .-
..8%"  Immobilization of Non-Adherent
L0, Cells with Cell-Tak for Assay on the
N Agilent Seahorse XFe/XF24 Analyzer
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Incubate 20 min
37° C, no CO,.

3

XF Tissue Vo;:lFme
Culture .
Plate Media to
Add
XF96 130 pL
XF24 400 pL
XFp 130 pL

§

Incubate 20 min
37° C, no CO,.
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Measurement: 1

Display | well ¥l | Rate ¥2 | MNone
400
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300 v
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£ 0 —— 2 g L )
8 150
*

3: HHE
——FR

100-

50 -

9 10 20 30 40 50 60 70
Time (minutes)
4: PHAIEH
A 78 B A =
Instrument Basal OCR range (pmol/min) __*{\—ZUI_‘IH Wt ﬂﬁﬂ/@ﬁﬁ%lﬁ%
Agilent Seahorse XFe24, XF24 50-400 5. %g‘ EHEI Qf%%%@ J‘_E,—I%L»

Agilent Seahorse XFe96, XF36, XFp  20-160

——4 e B HA TR
When deciding between two seeding densities that have basal OCR values within the
indicated ranges, use the following basal extracellular acidification rate (ECAR) ranges —— R BRI N E T
at the same measurement points selected for the OCR values:

Instrument Basal ECAR range (mpH/min)

Agilent Seahorse XFe24, XF24 20-120
Agilent Seahorse XFe96, XF96, XFp ~ 10-90
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