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XF Assay Roadmap

After Your Assay
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Next N\,
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Planning Your Assay
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® Design/load
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XFe Flex / XFe 24 Analyzer

XFe 24 FluxPak XFe 24 Islet FluxPak

102340-100 103518-100
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A. Mito Stress Test @ % &3 & > S8 74 it edc #ip)3R

Mitochondrial Respiration

; Oligomycin FCCP Antimycin A
XF Cell Mito Stress Test Profile | | & Rotenone
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HEEF 2

XF cell mito stress test kit
103015-100

SIIE

v Oligomycin

v' FCCP (s gk R)

v" Rotenone/Antimycin A
(F&iFO6ET*)
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XF Glycolysis Stress Test Profile

XF Glycolysis Stress Test Profile

Glucose Oligomycin 2-DG

I Glycolysis 4
. 40 <
Measurement rate of glycolytic process. o
- = E 30 Glycolytic
Glycolytic Capacity z 55 Reserve
Maximum response to glycolytic demand from stress. E 20 oy _
3 154 s
Q
w
l Glycolytic Reserve 104

Reserve capacity available to utilize glycolysis beyond

the basal rate 10 20 30 40 50 40

TIME [minutes)

70 80 90 100

Glycolytic Function

Glycolysis : 3* & * j£_no glucose ¥|g# & glucose Jk & 47 frpF crid T3¢

Glycolytic Capacity : 3= % #f2 (¥ * 5 ~rti— ATP kRpF i (Tre
Glycolytic Reserve @ & R#Efz 7% & F Mt €4 0 apkin
Non-glycolytic Acidification : » {5 #f (% 1 b g e % § &

HhEFE:

XF glycolysis stress test kit
103020-100

PEFEZ

v" Glucose

v" Oligomycin

v 2-DG

(T 647 %)
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C. Glycolytic Rate Assay : { #F # = & &2 ic®

cycle & s eh+ 38 > M
£ 7 Buffer factor #32 %

Ny
\

ECAR : fmP2 *t A BA 5 5 #% GLYCOLYSIS g MITOCHONDRIAL
CRE ¥ RN ) 48 — e Ll
Jpfe 1 2ber— 5 TCA cycle G'”ii“‘/m Ir It 11
A 4 1 CO2 77 g 74 Glucose-6-Phosphate i

proton » #711 F fm e F S Y B T
ﬁf%ﬁiﬁ‘"ﬂﬁ% » ECAR &~ mj Eg NADHw e H\iv%.
fresad o Lo #FTCA || e Eg L
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+ X 75, ! ATP
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AR o SRR hif iR O

FPE g e

400 -

F %K 3% B 4 ~ Rot/AA & 2-
DG F %1 i 11 Report generator
Aot R SR A L (Mito
acidification) {$ ¥ | it & T_& it
f% 1% % 2% 5 (Basal glycolysis) ;5 #*
FREEFEMETIBREY h
BEEFE o

\ +

—® Total Proton Efflux
# = # Glycolytic Proton Efflux

300 4

Proton Efflux Rate (pmol/min)
8
1

T T
30 40 70

Time (min)

HEFEs 2

XF glycolytic rate assay kit
103344-100

PEFE

v Rot/AA

v 2-DG

(FiEF 6% F5%)

Z 35 fe © s Buffer Factor 3 % &

v" 103575-100, XF DMEM Medium with HEPES

v' _103576-100, XF RPMI Medium with HEPES
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D. Substrate Oxidation Stress Test :

Glucose, fatty acids &
glutamine; = f 41

; »GIucI:ose

®LCFAs
(Palmitate)  @G|utamine
|

®LCFAs

s e Glucose Gl : Eto @Glutamine
BG4 & 7 - g8 i i
el 7; B B ‘;%_ jg RY 55 AbREnd ®CPT @®GLS—BPTES
L g B4 % 1R
OATP<"| Giycolysi ol
EAS AN PO I S VAN TN ycolysis utamate
7l | 1 5 . o
e 3@ o g 54 J j\ B }%’ | .3 Malate Fa%y
2, g ) acids
:[ﬁ: &m E] ?‘J'%’\ GIUCOSE R Lactate ©Pyruvate
oy 1w _ ' Pyruvate—>Acetyl-CoA
& 4g & € ' ;memory o | Glutamate
LY Al . acids CTY(E??@“_KG
T cell $+** Fatty Acids i
s ~ = IS5
ik ;"%’}i g o ADP + Pi 1 c;\@
O®ATP
N gAY % -
E’ NI ;'B:J—F El - Fa’ fﬂé_: "~ 500 |nhib‘i:;.ror Oligomycin FCCP Rotenone/
'E_ A{E’f"i}é}"]‘i s '—”’"i‘,"/( A /;E medium antimycin A
VAR pzE L A 00 ok
response
#Ho s BRRIRA - . ® conro ol o
£ 300+ "
'\;I é EIJ ﬁs'&? E"f‘b\r‘/{ % o *\5 e Eeass:ilra(ion Higher 7::&?3;:{5:‘(0
(g Smaller ';ma maximal
1 /) s ® <5 — respon: respirati
ERpeAIAE Y- B o o
2~ 4 7 (@] (AOCR) (easr ernSE
» _.%m }’JE ’ g il fg' E3nd ranzoe
(AOCR)
acute response * FCCP 100
M MBS ¢ A
0
Max r esponse ° 0 20 40 60 80 100

lime (minutes)

HEFEs 2

V' 103673-100, XF Glucose/Pyruvate Oxidation Stress Test Kit

2
=

¢ 3 3P HEA P 7 ! UKsoqg, oligomycin, FCCP & Rotenone/Antimycin A
v' 103674-100, XF Glutamine Oxidation Stress Test Kit

P

¢ 7 3=XF HEA PN 7 BPTES, oligomycin, FCCP & Rotenone/Antimycin A
v' 103693-100, XF Palmitate Oxidation Stress Test Kit

B
&

103672-100 XF Long Chain Fatty Acid Oxidation Stress Test Kit
3 =X F % # &N 7 : Etomoxir, oligomycin, FCCP & Rotenone/Antimycin A
% 102720-100 XF Palmitate-BSA/XF BSA Control; Seahorse L-carnitine
v' 103260-100, XF Mito Fuel Flex Test Kit
¢ 26X FHkEHP 7 UKs099, BPTES and Etomoxir
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E. Real-Time ATP Rate Assay : { ## #iF » e pF ATP
3l

i 52 ATP Kit & B £ ¥ p e total ATP > (e &_ATP £ d 54827 412
T A BRRTES FIFHRERY BRATPLit B E BB RILG £

o eied A KRBT AL SRk ARSI o

i 71 » Oligomycin & Rot/AA & fa %1+ » % %3 & 1545 11 Report
Generator p # i3+ 5 1127 #idp 1. Total ATP 2. mitoATP 3. glycoATP
4. XF ATP rate index ; ¢t 9 % 7 ¢ * ¢ s buffer factor 5z £ &L » 41 ¥ &
FEH B H e o

Oligomycin Rot/AA g
x4 l =
< l | T —
O | 3 |
-~ &
— 1 4
O § L Total
S g ATP Rate
3
O &
> B
time (min) *
HEFF L
XF Real-Time ATP Rate Assay Kits
103592-100

PEFEZ

v Oligomycin

v Rot/AA

(Fi£7 6 75%)

2 35 e @ 4 Buffer Factor 32 % 3

v' 103575-100, XF DMEM Medium with HEPES
v' 103576-100, XF RPMI Medium with HEPES

Seahorse Bioscience




Wave User Guide

B I R R R S S S T I T I T I

CHET w0 Gl BB R E P B R AR (T § L i
R AR P P RS fiagﬁ»f_'rhgfafgg @rﬁ gzgﬂzmé mfgi . &g

R g TR A

I e

F % «_i¢ * Agilent-validated ImmunoCult Human CD3/CD28 /& i T fm ¥z >
WA — ] PER SRS 5~ 2-DG M PRI (E Y » L REILEE Y i

v g o
Antigen Presenting Cell (APC) or Seahorse XF Hu T Cell Activation Assay Profile
CD3/CD28 Activator
Activator
or Control 2-D6
Activation
= 1501 -O- Control
= - Activator
=
g 1004
R
[
w
o 50
T Glycolysis, Proliferation, Cytokine 0

Production, Effector Function 0 25 50 75 1(lJO
Time (minutes)

HEEFE:

XF Hu T Cell Activation Assay Kit
103759-100

PEFEZ

v" ImmunoCult human CD3/CD28 T cell activator
v' XF 2-Deoxy-D-Glucose

(FiEiF 287 %)

2 35 e @ 4 Buffer Factor 32 % 3

v' 103576-100, XF RPMI Medium with HEPES
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G. Complex protein Activity & Substrate Utilization

# * plasma membrane Qo
o1 . 1 AISIPMP Oli FCCP Al
permeabilizer (PMP) £&J2 ‘w 1752, *°
}?/ - 2 7‘,‘, Fe v 4 4 )?/ | Tt 245 1553 4
g ¥ P.J:r;gz,‘mé’s\_lg_ﬂhg = 1354]
TR T T AT A g g o
, L, . e S 957
aﬁlfgmg,,ﬁ—r dvor = A48 £ 4 E_E 758
4r : ADP, succinate % ki 8 559-$;$Mi§\
360
[ rﬁ;}:ﬁ@%’ oA e oo 161
38 : ; : : : ]
0 5 10 15 20 25 30

TIME (min)

HEEF 2

XF Plasma Membrane Permeabilizer
102504-100

nNEFE

v PMP

(FFHI0BE %, FRFEETER)
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3.EBH T inmie

FRRIFPE el

BRI R U] SRR CEF L] FRART > me S
BRRS AR 0 R e Bl E AR 4 o degt F 2 R Bl enin e o] LA A
15 R s BB 0 T AL 6 R A FIUSE E e BB 5 R T A 6 i S m
R MR nte NP A A2 BIRNE R T PP i e Btk L 8
BT 2% 6 5% 5 & it o

i * — 45 96 well plate it 7 jp|

e s ARG S 2826 mm? o £ - SR 96 well plate + ] 4piT 0 5 T AR
P T E R RS AR 0 A R % 96 well plate i FRIE 0 F &R
R LS S, #ﬁfﬁ"#&ir}_ﬁ o

#- Blank Well 7 & %

dEREZFEFAG B OM R T ALB4,(3,D6 1 Tk 0 2 fEime
VAR %z&"k’ﬁl’ﬁ‘g/&g IR o

2-Step Cell Seeding
éﬂﬁmﬁ@ﬁﬁ%@ﬁﬁ%*ﬁ%ﬁﬁ@ﬁ;ﬁ%ﬁ-; WFE T e i
R % f1ooul T F @ * g0 culture medium p 0 I or mfe A R INIS AR AN &
N T 5] 0% R (e R

¥ ik tm e ;’-;‘;:k:l»_m T — AL :] 1~ —p—— 24W: 2-step seeding

Eﬁ) ’ j&_iﬁ%ﬁg’\bh_ﬁ Se A

15ouL & A iR
fnve 3 B K fgengk A o

150 pL of medium

1-5 hrs incubation

)
Lji&?
% o

4oy
WA EIED BEH
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a8 ORI g Bl RIS ZFEERIE 0 50 RE AR
v R B - Reh o ZRMR T 0 A e e RN TR % o

Coating Plate

i+ F s g X #7@% Coating 14 i B i 2%k o

Coating material # ¥ & * 3 & & ¢f» Matrigel ; % R % 2 7 #-/ 5o 3k
't e79 Coating material 4p B 5% ¥ /- * » 4 poly-L-Lysine, fibronectin,
collagen %; & & 40 b 5% ¥ & * R FiE % Cell-Tak :

Materials

1. Cell-Tak Cell and Tissue Adhesive (Corning #354240)
JEE B (Mytilus edulishs B ) 5B~ 0 sk endme b LR Ged 0 0t B B
Pas Rl e teni & an 285 AR TIHE 22¥ & IiF
LA BT KA o

2. NaHCO3 (Sigma, S5761)
P~420mg NaHCO3i3 **5oml = F-k? > :# FpHE 2 8.0 0.22um
o e i g 1 3 3 4°CH * > ¢t 5 0aM2. NaHCO3% /% »

3. Sterile Water

Procedure
1. M Cell-TakfJ2 w ¥z 12 % 4
PE o g Cell-Takenz kit * £ .45 T2 2 035ug-
12,54 MG/ML# % 4 (i (7 T 53+ 8
13 ul Cell-Tak it i 4x » LsmléNaHCO37% i ¢ 5 & i well4: » 50
ulL -

#-plate ¥ **Laminar Flowp #  ° 2 & 4= # ¥ 20min ; 20min# #-
ik i “# > *v > 200ul 277 -k sA %t 3 "# 7 F ©NaHCO3 > # I3
+FEF B 2omink ¥ 3 5001 %\%'F" B e x fm e FENT o
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2. ZAbHtioe
**Laminar Flowp 3 iF » %15 £ 8 & 8 *"37C cell—tak»?q!«'b‘ g T
M B et o Y 1ooulF WY PR A AT 25 &)
N #EE3omin ; TR AE T AR REE R RF L 5’56%%;@4
%ﬁ“miﬁwﬁ%éﬁ4i%Wﬁ%ﬁmJ““%&ﬁ Lim e
F& T ARMT 18 #32 % 22 3)37°C non-CO2enz FE F H 48 o
Pl G AR A5 T O A 2 e e R S e > (R4
-
o DR IR S R
b. #-4ci# 3 T ¥ :# (4 onascale of g) » W TAEL B (Zero
Breaking) °

0o

4vit I 450rpm > — E‘J450rpmi%* IR ik
#d5F F g 0 43 3 650rpm 0 - 'J650rpm)]£»i' IR o

A

=
i
g
3
o
o4

B Rske RARRL I L TR FRAN L FRE A
PEABEY k- w2 E S AR LR
éﬁmﬁéﬁﬂéa v B d bR e i o

https://www.agilent.com/search/?N=4294836537
(BT EHFEE)

ABOUT AGILENT = CONTACTUS ﬁ:- TAIWAN * LOGIN

SEARCH

0
PRODUCTS SOLUTIONS TRAINING & EVENTS SERVICES SUPPORT RESOURCES ORDER CENTER ‘?{

- Agilent | Tuse

Home > Search

Q m View per page: 20 v 1-20 of 5933 results

+ Research Area

Agilent Cell Analysis Publication Database
+ Cell Type
The Agilent Cell Analysis Publication Library provides an easy way to search scientific publications that reference and/or cite Agilent products. Search
+ Cell Line 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)

+ Analysis Platform For Research Use Only. Not for use in diagnostic procedures.

To be enabled for e-commerce, you must first register. Agilent will then confim your registration and inform you when your enablement is

+ Assay complete and you can begin transacting.
+ Species
+ Jouinal
+ Primary Author
E Stroke gets in your eyes: stroke-induced retinal ischemia and the potential of stem cell therapy
+ Language Joumal: Neurs! Regen Res / Publication Date: June 1, 2020 / Awthor. Kingsbury C, &t al.

+ Publication Date Publication

Quick View ~ Supporting Products ~

?C’dl 10LDC DLOdLLeriLe


https://www.agilent.com/search/?N=4294836537
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Q1: 4+ 3HARES 24| B2 2
FEPATL S e g e S R b B S FH
Boif 2 g o ufa s Sl W P X BT 20 0 Flt e R Cell
Density Test 11 3% 1%  iF 8 w7 $c o
FRILE ¢ 3 2 mie X £ 7= > FR"E MEF
LE fﬁvlir"f*;'%;— TR gk R f AT »,,273

= 43-
T
W
i
o
jﬂ&}
e
A
3\‘1
y

Q2: %+ g #% (Transfection)

ﬁ“éﬁ;}*\/ HE¥Zr42- 2 @2 - X ~wfp- x> 20z2amrd3yq
PP R - BARAS et T Y A RIT R A 0 v RS
Cell Density Test 1 3= & i3 + 48 w7 #ic o

& IR gF BlL R e 3% ~ Vector only & € 2o % fwe chiy £ AP Flet i

/

‘% Vector only @ 2t wild type ; @ # It Vector ¢ i & it £ S 37 7
e g o F)pt % R Btk Vector 1512 T A T LT AR o

Q3: %4 iipm ’gbibﬁad'\ﬂs@f‘ﬁ,ﬁg
d i mre il ¥ Jf e
xF’*‘JgLf—‘rA\'L;_ﬁéc_} < R LA KR ,__41\7'
dnve > FIP A2 BB wwly ) 3@?"39’9?4\7“?55’ °

F_*
(i
g
(g
3
3
=
o
FB
= am
§e;
E
3
<k
-

[l

Y

FERITZ L AR E e B ot me I R R 248
fmie g AR ALE R R Y FUR frehaccutase B 2 T o Ui R A
Aiffgme s > RPFFEMB e RBIAEL(FH 7F B0 o0l
oo Aot TEFEL A g S B R A0 FALA) 5 BEYY overnight {8 7
T 3 N2 2R EIE RIS LR ¥ AT e A
AR F e R R R i > 2 242 overnight {8 ekl o VAR
ERCRE el RS T SIS .
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4. B P o A

R AT TR s A

FHEFERADD P - A g (o Ft 2w gl B AR
BT T AR A A o

K- % ETET G2 H A Powder fe Y

g i?' Hefa e ek I8 LRI H pF TR B pH BT RS T
AR -4 »,m;:?;@,;g?.}% 8% o TF R EPFL ,g,},\i,gég)\
Sodium Bicarbonate or HEPES £ CO, T %32 & & pH Ef£ 2 > T+
MEEZ R - AA i R [¥EfR T > & Jf Bt B e &
Sodium Bicarbonate or HEPES #5 ",ﬁ% °

ik ¥ Az * powder fe @3 & A 0 2 2 & 4 » sodium
bicarbonate - # 4T ¥ 7 4r » e7= &~ 4 Sodium pyruvate, antibiotic 3
,%_Pe,ﬁ’i(—éc)\ , ;;7; SIIPNS v B TIPS SN - mig%%ﬁl#g%w
RS A& A AR ITARYF 5 271 7 Glutamine & JfF =X R Sk FTHE 4 »
2mM > Fl G AR A R R AE o

{?ﬁﬁiﬁi%m%&%iﬂﬁi@mﬁﬁfzgkﬁ%ﬁ’w%@

A TR E O PIT R 2T A r ’%’”ﬁ B4~ 2%5 0 2R

ﬁﬁr&n./pu%)i"ﬂy$ 2% AT & F 0 REX mixing FiE AR Y
FARE 0 B EAHTE REFE L €7 #ﬁfé B e

PHHBET 7.4 o 0 4 AP 5 R 0 2 720§ S 0 &gkl
7.4 Bﬂ‘;’j—"Ill plpetman;}'ﬁf‘t’ » — =L A » SNIOU.L ’ ""’ﬁij‘!ﬁﬁ j“}h;?’
ﬁ‘go

o

-f\\

¥ & 7518 Filter {5 » 8278 pH & ¢ £ jicee % > B2 <7 Lo

o
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Bwms LT g A TR S Liquid

= * g Liquid 3 & £ - M 7 Sodium Bicarbonate or HEPES » #7127 &
FIERRE Y o EREHY B A AT ERTEMAT B & 59 powder 33
SRR R R - BB

THF s AR ARG S ih

FIF @ hE A u i o Liquid 32 & A 0 &% 35 Pl 2 0 powder 53
?Ek FREMET RFAN - B AAT R Y AR
A& 5 AL A TG 8 & A 4k & (exs DMEM, MEM or RPMI)
% @ ? Glucose, Sodlum pyruvate, glutamine ¥ ¢ ® & & 50 £ R ek
FRRAZ S 2412670 ¢ IR E A Fh= A 4o insulin » &%

B
AL R R m&*%ﬁwl ¥4 chtn £ A # $wre m%;
%K{j:q.i"’r— R o

-~

FRERF &ZZH &L FTA ’}éf;igllﬁﬂ—ﬂjéjgkﬁ'?,%i‘_17_,55;_‘2},’%%’__&7
CEPRAREERE T L - ] LR AL L i
PG FIr R ARE AT L LR LA E LA B
Wz Fend Bivg - Ko
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Agilent Seahorse # ez & AL 5 445 5T 4
Fu @it pF ¥ 3§ glucose, pyruvate,
glutamine & sodium bicarbonate * = # # % pH
740 FHERDFARG R0 TR AT 0 F S R
A F R PH L F 2R R A pH

% 7.4

Part No Product Name Size

103680-100 | Seahorse XF DMEM assay medium pack: 500 mL
includes XF DMEM medium, pH 7.4, 500 mL (103575-100), s5omL
XF 1.0 M Glucose Solution, 50 mL (103577-100), somL
XF 100 mM Pyruvate Solution, 50 mL (103578-100), and somL
XF 200 mM Glutamine Solution, 50 mL (103579-100).

103681-100 | Seahorse XF RPMI assay medium pack: 500 mL
includes XF RPMI medium, pH 7.4, 500 mL (103575-100), s5omL
XF 1.0 M Glucose Solution, 50 mL (103577-100), somL
XF 100 mM Pyruvate Solution, 50 mL (103578-100), and somL
XF 200 mM Glutamine Solution, 50 mL (103579-100)

103575-100 | XF DMEM Medium, pH 7.4 500 mL

103576-100 | XF RPMI Medium, pH 7.4 500 mL

Glutamine 3 % A e ph > TEHHE-F > P HZTTF LY
BA7 " Glutamax» ¥ F L wre L4788 F £/2F glutamine e
i e27a5 P HRIEE E_’s‘ﬁfs & IR F7## 4e 2mM Glutamine » 7 % 23K
i * glutamax.

Glycolytic Rate Assay & Real-Time ATP Rate Assay

@ % B © Faih Buffer Factor #33 %& 2.
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5.1 ¥ hfFe e

FRFE DAY LTI F S 0% 2 PBw- 2 7
wp oo %3 37Ca& CO,enfk B PN overnight & it o

Rl
Kt
F_*
o
=

37°C & CO, BT 1 E & COM¥ e %4~ B~ 2~ 43 8
EFROBRARET > 7 BRI RERILE & F Y FacH o BF ok
Foew RAT@Xe g A B S HBEINRRERF HOT

oo

»+ utility plate + 24 # well ¥ 4 » 1mL

ek o ¥ Bl ¢ g Hydro

Booster {5 & 3%t ﬁ'*#é* "ﬁr”‘*’ﬁ e

FORMALIRE Y A F A R o T

i&i&m,p Lach | i F SR iR iR
** Hydro Booster # '

N:B00180
LIN:B314

CORL VAR B v -f. .

t Day Before AssayT
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| Day of Assay |

6. (#HI* LA

Bhe b - [ PRERT V¥R AL Py i i
o AR R AT ED 3C ) {H i wieicy st 37Ca CO,H
TR AL

’t%&@ﬁ&ﬁ? 31\»\-\:““7’5'5";"E EB

WRACBLT FL A B w0 @ é‘ﬁit , I RMEAG S F P
B2 F &P ZkY L FHREAER e ) ¥ RIFE RRPFREET =
AN EAR T R AR Mg gy
AR AR RN > B2 FREE

(r“\

;P:

AR
& * 200p Plpetman s B-Tip ip FAEEE"S 7] Well A% > 24 2% 4
zrvkdek > 2T @ F Suction s F i 4 E x5 50 R 2ARAk T A

w@wﬁﬁawﬂ@,izm%@maﬁéﬂ@’ﬁmmwm‘mwm
BRUEE A

Wash > #&f2 % jabl @ %< 2 1ooul + %12 % A wash- 5> 1 &
p g %4 sodium bicarbonate ; & 2 & @ P[P Sk RAE o e X R G

SCR W33 ¥ 13 Wash o e 5wk i R3r > 23R EF X F %30 F & wash.
&fﬁ”éﬁ__‘%*p%%u4w¢¢Wﬂaﬁﬁ§mﬁ,iw%W%
BB ST o k- kT B Well» > 5 R imme 2§ 32 % R chph R

WA AR B o 13 e g Blank Well » 11 e & mﬁ_@
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/‘/35—?—‘”}; p g~ f%«f"mﬁnb ’ 'P"fiif TAOEREER I~ X Ef o
IRARER: R Eiae U /%ﬁﬁgrp?£ﬁyi’?%ﬁﬁi%ﬁ%
ﬁ»ﬁ%%ﬁﬁﬁﬁiﬁ@ﬂﬁﬁ&ﬁ’%J&@gﬁiﬁﬁ%ﬁ%m
WAERE UFREFRES o

fe i?#?ﬁfﬁ TR mi‘“%éﬁﬁ » j‘z-/k)ip'%fgﬁ B %k R 610X
B F_ FRenid °

FLART der g g @By > F LR ¥ R

XF Mito Stress Test Kit

XF Glycolysis Stress Test Kit

AT R BT
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XF Mito Stress Test

Kit 77 F kisp 2~ BHFHE & K#ep 7 Oligomycin, FCCP &
Rotenone/Antimycin A °
i * = ;\ :

—xr -

ERREY PP AR oY S ;-’eiffﬁ“,% DMSO ¥ s ¥t w2 03
o
B

AR PI TR

Volume of Assay Medium Final Concentration
Oligomycin 630 uL 100 uM
FCCP 720 pL 100 uM

Oligomycin

% ¥ e # 0 223% Final conc. 5 1uM -

FCCP

FRFREF BER 57 6 7 9. FCCP Titration Test

Rotenone/Antimycin A

v

% H % endrd A& 0 22 3% Final conc. 5 o.5uM -
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Glycolysis Stress Test

Kit g @ ok fop 3~ BHHR - 5 RyEp0 ¢ Oligomycin s ¥4 35 # B
¢ B P 7 Glucose powder » 2 = B BIFILN 7 2-DG
powder °

=T 48 0 & * No Glucose 3 % e 9 # 4

Volume of Assay Medium Final Stock Concentration
oligomycin 720 pL 100 pM
3000 pL 500 mM

Glucose

3 Final conc. 5 1omM ; & #&3c » A EHHEd p &L Fi2 17 10X 77
PF o2 Glucose L f ¢ FETEE LR F E%AE omM 5 F) Lk
BB % PF 2-DG € &2 F scdrd] o

Oligomycin

% ¥ e # 0 223% Final conc. 5 1uM -

2-DG

> ¢ % 2-Deoxy Glucose 7 Glucose 5§ i 47 » §_00 54 eh™ N drd] o
%2 8 * Glucose ; & FiiE % Final conc. 5 5o mM > {2 gt Jk & 4% F Frd)2c %
AX4F 5 AT F L3 g #-R A 3000 ul i i 2000 ull 0 B 2-DG final
conc.X 75mM > F Btk § {4 o
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XF Dilution Calculation

ZHRpEE IR RR LT
1. Stock conc. @ % # 1 12 DMSO fie ] 1 2% 1% » i}ug 7 kR # B i stock.
2. 10X conC. D xR B p BB ERFER LK B BB ER G0 B,
3. Finalconc. ! "EF R B p ST (7> RBHUF RS F 3> mie 0

8o BB AR e gk R
FES
FINAL Conc. ($# 53 k&) x 10 (7 © %) x VOL TO PREPARE (5 & 1l % ###)
= STOCK (%% %72k & ) x VOL STOCK SOLUTION (#_Stock B~ % -> # #§ cr# )

#= &)+ pe @l Oligomcyin

FINAL Conc. (1uM) x 10 (## # #) x VOL TO PREPARE (1600 uL > 75*20, % fic— &)
= STOCK (0.5 mM, DMSO % ;%) x VOL STOCK SOLUTION

] VOL STOCK SOLUTION = 32 uL

P~ 32 uL stock oligomycin | 1568 uL % * 32 % #

Seahorse Bioscience



Wave User Guide

............................................................................

8. H-FHF R BEFIL M

w GLEH PN ER LR Y g AHE . K L EehpH B
TR R L E S XA LA AR SRS A
ﬁﬁ.x GEH  ASESAE T LA i % JE 4 3T sooul.

BYiREEZ BBk B T
#2 44 B4 #& 675ulL #2 45 8% & 675ulL
Port Vol. Conc. Port Vol. Conc.
75uL 10X A 75uL 10X
85uL 10X B 75uL 11X
95uL 10X C 75ul 12X
100ul 10X D 75uL 13X

T~ B G Ei‘m% fFH e e e B3 AT 2 o
= fld 3T 5 ABCD » * Rld = 3|+ 5 123456 © 3~ Ee g 0 H#-Tip &
AL I Mr;l%é*ﬁ o pE #&fﬁ?J_11 L EL IV A AR
EAAF LR BEES L o

it B e AR e RIE s AT B i T LR

Aport, - X well 7 %%, ¥ - L well 7 f g2 %#fj‘uu’» A~ e R
gk BHFORY - R FFEER2TY 0 FRE BRI
PdE R 0 FRG EH ST A FIURS GRS R 2

Aemz

TR 4 RIGE > ABC = & ports #8% 7 5 D port F] 5 2 FR4Ri2 5
ﬁé,%”’“r.'leOI‘t MRIPFFE

Blank well s4r 4 248 » BRI 32 2 A ©
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9. FCCP Titration Test

EAE R RRR 4 BRE > 5p 7=k Pk & FCCP LA .
FCCP ¢ i = 48 ) "R 4 & proton ¥ & %/t I matrix > * ¥4 4
PRI T Tk 4 R | FlaoT

Low FCCP conc.

Proton w /i & i » f 4y F =5 Lo

Best FCCP conc.

fo BN R A proton Bt i B ARG T £ VAL B o
High FCCP conc.

E BB B ﬂ*gﬂf%‘:‘sﬂﬁp\ W 3 BiisaiE R o AL E T T
$ 2 Z_FCCP kB A% 3 A%4F o

R RRH FheT
Rt SRR
a. B - Rl PeiE -
Bhg BAEBNT R L £ 5
® % it 2 seeding 10 B well.
b. 7 & B4k o & seeding1o
B well.

2. 3% % FCCP final conc.ip|3# #
2Ly o A

4, 2,1, 0.5 & 0.25 uM

Ty b P2 R

2,1, 0.5, 0.25 & 0.125 uM

kA G E AR

g 0w YRR B R A

TR T B RIEER R

ol

o
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P Rk T
Pﬁ‘&’éﬁ P BRBA R T 37C 0 T - %JT*F’“ g # Overnight ; &
CRAIEA - A B '?’.5% °

® ¥z Wave Software @ P BB A ik B B
BRAeT D AREBpEREY- S48 > T RES]E 4T Ready r ¥
b B 3 37C o

st pE3 Template 7 4 B R %K 7 UER

1. Blank : %25 B 453 % template

2. EH R Ep Z o template © 54 XF Cell Mito Stress Test Kit » @ %
¥ & % i protocol £2 A & F i o u%q*—'ﬁ FAF LT E YT
o

3. E#Hp e @ *iEhtemplate : i * FF HF L4 @ * template (573
Aok > MEp T HF o

EEE Y E- BEIRES > BEL S Topenfile” Bnie- A gk woo
T 2 iE # Blank 5 5

Wave24.1 - 8 X
D Templates TEmplateS
Results sorty: (@Name (Dbate |= E Search O Template Details
[:I] Catalog <
\ =
@ Options \ \ \ \ \ \ \
Blank Dependency-  Flexibility-XF ~ NewTemplate  XFCellEnergy  XF Cell Mito XF Cell Mito XF Glycolysis Blank
XF Mito Fuel..  Mito Fuel Fle... Phenotype Test  StressTest  StressTest(A..  StressTest
? Help Modified
. 7/19/2017

o N \ \ \, \ \
kX Author
o8
(>/ et @ @ @ @ @ i

Description
XF Glycolysis 20180521-5h..  20180522-Sh.. 3T3L1_d11 A.. bv2a76 Ix2 egf Ly) 0330 LY 20171110 New XFe24 Blank :es'sn template for an XFe 24
Stress Test (A..  controland Z..  control and Z... Assay
Project Name
. oroi
E roect Number
Investigator

XF Cell Mito XF Cell Mito
Stress Test-FC..  Stress Test-YEN

Import Duplicate Export | |  Delete
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Group Definitions

Definitions

Y ETRFRwELHT R GAAERT RO R EE
FAEBNTIFE G ES T gﬁifﬁz'ﬁ%}ﬁ?‘}ﬁ g o

Injection strategies : ;T # B/ ~ B g ~ AL R E
Pretreatments : ¥ @?J IR ¥ RIS TP Rk ki

Assay Media : fa#f ~ kR ~ g s 3R X 0% pH E -
Cell Type : #a%f ~ RXif ~ & ~ 8 F m.'fi’ e N o

Groups
¢ p 2= Background group ’ ¥ # 7 "Add Group”3 4r %] |
Pt B & v 3 Plate Map # 17 0 3L T F o

Wave24.1 - 5 x

New XFe24 Assay

Definitions Groups

Injection Strategies

@ Pretreatments o 5
About Injection Strategies

Assay Media An injection strategy describes the contents of
each port injection in the assay. If the entire
Cell Type

Generate Groups Add Group Collapse / Expand All Down up

Injection Strategies [l Backeround

plate is using the same Injection Strategy, only
one Injection Strategy is needed. Click the 'Add"
button to add an Injection Strategy, then select
each port (A, 8, C, or D) and click 'Add
Compound' to describe the contents of each
injection for the selected Injection Strategy.
Repeat to add additional Injection Strategies to
the assay design

o 3
3 6 s 8 C Click the 'Add button to add an injection
condition.
Heater On
Ready
5, 1
y

W
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Plate Map

Groups

%7 Add Groups # 4c '2.%] » T ]2 FCCP Titration Test z &) > & 5 +
Zul o 2w i rde FCCP 4~0.25 uM ¥ 3 % % FCCP 4~0.25uM » # —
‘_‘@_;a? ERLEEd o

Plate Map

AME L) A BE LS 2qwell crjp ity -

(B4 605 10 BRulREFCCP kR &4 £47 » ft— &F %3 2K 02 £47 0 £ LRIBII A
R ehim¥e 4o primary cell 23R £ % F £ 45 ¥)

Background p i = ¥ % A, B4, C3 & D6 ; # background well *+ seeding
cells 3 4538 F 3P R #a=) » 2 ZREATH- & lwie o

Wave24.1 - 8 %

HOME New XFe24 Assay

Groups Plate Map
Add Group Collapse / Expand All Down Up Clear Plate Distribute Groups
~
- Background A S| 8 4 23 i

» - cLra

d o : o000 o0
&
» [ECjers ‘] ‘o0 00@®

- CTLFO.5 .
ST Oo C b CTLFO : Select a group from the left, then click or drag with the mouse to apply that group to the plate map.
Heater On b - ~ CTLF0.25
gaecy » - ewF
=3
= b - v ExpF2
L}, prob i
= 3 v ExpF1 : I
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Protocol

Calibrate : & =t ¢ 2% % /f & fa > @iz { ko
Equilibrate : ¥ ik & &2 % 5 rﬂ#ﬁ £ ERIE

Mix-Wait-Measure : ¢ pi#E3% T4 0 FREFAZ ﬂ‘»i‘ﬂr R AR,
T T R B A e 2 0 Cycle B0 2 E Ry~ dp WS dc e

Injection : % Injection - ﬂ} €1 = % > v g8L¥ ABCD ip T
'F—: ’>
5

ml"' B PEF]%/T)\"T ,__1‘ *h;}‘;arf’jf,,%’o

':"”B?FE"& ; L‘Lﬂ%ﬁ?l ¢ ’g‘ Ca 11brat10n’ K/[ir;ﬁm’?é'éi)\ fi:a%]’\
B npERr oo

Wave 241

Protocol Total Time:
Measure Injection Custom Remove Move Left Move Right O 1 48 O O
Initialization Baseline Injection 1 Injection 2 Injection 3
Calibrate Duration: 00:24:00 Duration: 00:24:00 Duration: 00:24:00 Duration: 00:24:00
The XF always performs calibration to 3 Measurement Cycles 3 Measurement Cycles 3 Measurement Cycles 3 Measurement Cycles
make sure measurements are accurate.
Select Ports Select Ports Select Ports

4 Edit Measurement Details

Equilibrate ./
Cycles Mix Wait Measure

Equilibration occurs after Calibration and is

recommended twhicn iswhy itscrecke). | | A | | A | | A || A @ @ @ @ h @

3 03:00 02:00 03:00

Measure After Injection /' Measure After Injection ./ Measure After Injection ./
7 o b4 Y. Y 4
5 4 Edit Measurement Details 4 Edit Measurement Details 4 Edit Measurement Details
Cycles Mix Wait  Measure Cycles Mix Wait  Measure Cycles Mix Wait  Measure
HemterOn Alla][a][a Alla][a]][a Alla|[a][a
: 3 | 0300 0200 03:00 3 | 0300 0200 03:00 3 | 0300 0200 03:00
Ready
v v v V. v ¥ W v V. v v v
= D Group Summary D Group Summary D Group Summary
Probes
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Run Assay

X
4
=
el
ES
=
)
AR
(4-\}
ol
b

[ER

Start Run :
FEha B %Ei*u'\?’ BL# 2 2 Start Run B 459 2% o

ERES &
BLH Start Run 2. {6 > € B IR T i ¥ —‘F*fi%:f&ﬁg," FEF S LA
B BmFRFRLL iﬁp\iﬁﬁ;\]‘.};gﬁjq .

REPFAL e BT PR ERET CHRET AL
iz ¢ e Hydro booster » ¥ § T & it ;% e utility plate &2 d
% % & > # Continue zg;;s g s RBE AT S o

B A LIBRT - A g R T
1)

2 2 PR T RERALRT R OBRETREREE P
BAETDIRER > BV AT REAGE Rfe 22T Data v 3 &

Wave24.1 - 8 X

e peca ez
Summary
Assay Summary Print Summary
:

Project Information Plate Information Notes

Grou
Project Name Well Volume ()
All Set
PortA 1000

Your experiment can now be run

Principal Investigator Plated By
Port B
PortC Project Number Plated On
Select Date
PortD E
Show Advanced Optians
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1185 A ¥

T s (%)
FR*F T NE PC, VFIFRT i\ % %’f Hr A & 7 348 Wave
https://www.agilent.com/en/products/cell-analysis/cell-analysis-software/data-

analysis/wave-desktop-2-6

FRY TN E MAC, # i@ % 2zm 24758 (PCs ¥ %)
https://www.agilent.com/en/products/cell-analysis/cell-analysis-software/data-

analysis/seahorse-analytics

= WA

AL T Y %% Wave 2.6 User Guide
https://www.agilent.com/cs/library/usermanuals/public/S7894-
10000_Rev_C Wave 2 6 _User_Guide.pdf

21T R+ F & Help 7 f2i8- 9 T3,
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