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Basic Procedure

XF Assay Roadmap

After Your Assay

After Your Assay

Next
5B experiments ,

Planning Your Assay

cartridge )
Seed cells

® Prepare assay

medium
* Wash cells
® Prepare assay

Obtain materia ~‘
o Reconstitute kits Y

* Review media
\ equirements /' 7’

compounds

¢ Load cartridge
with compounds

® Design/load
instrument
protocol
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2, AF

A. Mito Stress Test doy,

XF Cell Mito Stress Test Profile
| Basal Respiration

B ATP Production

B Proton Leak

I Maximal Respiration

I Spare Respiratory Capacity

B Non-mitochondrial Respiration

Basal Respiratiomb 0
ATP Productiondb K
Proton Leakdou

Maximal Respirationdb K

SpareCapacitydd K "N

Non-Mito Respiration
.F

0 b

XF cell mito stress test kit

BAQHz

V  Oligomycin

V  FCCP V=)

V  Rotenone/Antimycin A
(VvinCh, K p 6~10 )
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Mitochondrial Respiration
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B. Glycolysis Stress Testdb K WiA Y W 2

XF Glycolysis Stress Test Profile

XF Glycolysis Stress Test Profile

Glucose Oligomycin 2-DG

I Glycolysis 4
. 404 ‘
Measurement rate of glycolytic process. =
= . E 30 (:‘ly:nlytic
Glycolytic Capacity = eserve
Maximum response to glycolytic demand from stress. E 20 Gycaytc
< 1 ; apaci
2 .
w y
B Glycolytic Reserve 0 ;

Reserve capacity available to utilize glycolysis beyond

the basal rate. 20 30 40 50 40

TIME [minutes)

70 80 90 100

Glycolytic Function

Glycolysish K A noglucosef3 glucose - &1 A Wi

Glycolytic Capacitydy K Wit A CATPW 1+ A Wi
Glycolytic Reservebu W E A QR
Non-glycolytic Acidification cdoun € Wi wTA 085 1

XF glycolysis stress test kit

BAQDz

V  Glucose

V  Oligomcycin
vV 2-DG

(K P 6 )
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Antimycin A
Oligomycin FCCP &nﬁlggﬁglne
1 |

' W Mito Stress Testt Yoo Maximal
BSAconjugated Palmitate 10
€ Aa etomoxirw K " B E™
3 \ e P — w S 120
N I AnW, WuyXK'H %100
a g} Wl A ' 3 A =T 8 80
7o) L 60
| - YNo o N A
W 0 10 20 30 40 50 60
P W b TIME (minutes)

XF Palmitate -BSA FAO Substrate

BAQDz

V BSA

V BSAconjugated Palmitate
(K P 3 )
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D.Complex protein Activity & Substrate Utilization

v 7 plasma membrane 01‘;%
permeabilizer (PMP) Y e T Oligo FCCP - an
KX I' T ‘ L A _ 1553 |
° ‘= 1354
] . 1K nn -E 1156 |
A> tFYdeEE & 1Q o %jz;
. , o
ADP, succinate W P & ssegj'ﬂ
360
A F K L 161
38 - ! ' ' T 1
0 5 10 15 20 25 30
TIME (min)
XF Plasma Membrane Permeabilizer s
%1*1 st00e at 20
k) A 8
B /1 ,Qb Z ] -
V PMP *“/,{m.,/‘x@’ ,/ . .h‘Tﬁf’:’mm’m
(K Pp® 10 We , V=)
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E. Mito Fuel Flex Testcb K N A

Fatty Acids

A NXKv in Glucose,
fatty acids & glutamine; K
vindGC NXt
A o}
(Ex: * 0 GlucoseA V
= @cC ;memoryTcell 0
Fatty AcidsAV < pc) o

Glucose Glutamine

KACOh OFdZzZT
AAa W d

Pathway Inhibitor Target
Glucose UK5099 Mitochondrial pyruvate carrier (MPC)
Glutamine BPTES Glutaminase (GLS1)

Fatty Acid Etomoxir Carnitine Palmitoyliransferase 1A (CPT1A)

Q o

XF Mito Fuel Flex Test Kit

B Z

V  UK5099

V BPTES

VvV Etomoxir mito fuel flex test kit
(K P 6 )
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3. o WA
e v t 5
A 4t HE - B, A Y 'H ~
A Y. neén BA MTEGAY, 17 L no‘/
ok~ 1 ‘ to K nne \ A0 ./ X
A 2~B Y ~ 1 A Q). T A0
t Qn t V]
AMY t 0.275cnfY 96 well plate EHL'QR Y+ 2 '
1 K BR A Yo o 1+ ‘QJ COE ) 'HWYH 7]
1w b K Qg Y, u W A% 96 well plate P
L
Blank Well 'ET W
ov - X T A ..YHW A1,B4,C3,D6Et WY /1 T
YWt o SO T [
2-Step Cell Seeding
‘ nt G Y > Cu, r A
A LO v

mnedn,

t 73
° 100 % v i A culture medium B Y & d
B ' B ( 1
\Y R~*YSC D15 100 uLof cels 24W: 2:step seeding 150 4L of medium
o )Y apgfd / g
150uL ) W ’_ e > 1-5 hrs incubation
"XR A wnY, 1 KO
O w P !
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203
1 ’ A HE P Yt 2 el 1
TC AYO A ’ A P !
Coating Plate
H L Coating W Vi Ql
Coating material | YNKv nX 4 <A Matrigel) - AkX
‘ A Coating material 1 KHin Y, poly-L-Lysine,
fibronectin, collagen |
| Kvind4 0 A Cell-Takd
Materials
1. Cell-Tak Cell and Tissue AdhesivgCorning #354240)
i (Mytilusedulis f ) apWwA ° 1 eY'" O
P E¢” yYoAo " dujpNzyxaif R{Yr LW
nNQ vinw "l
2. NaHCO3(Sigma, S5761)
a 420mg NaHCO3 v 50ml MY pH71 3 8.0Y W 0.22 um

L | ‘O0 4°C i Y"1 £ 0.1M1NaHCO3 !
3. Sterile Water

Procedure

1. W Cell-Tak
_ vin dCel-TakAd v i e %Cu3.5ug
W254MG/MLH +W Pt w d
a 13 uLCell-Takd ¥ 9 1.5mA NaHCO3 M) é v wellF 9450

uL]
plate 0 LaminarFlows "I 8 Y | H 20min) 20min L
Y F 9 200uL 21 &L q W Kk A NaHCO3Y q |
H 20min3 | L K F9 ° |
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2.
O LaminarFlows WY +° o 03% cel-tak 4 t ]
- A 0 100ulp @ A (NKzxn )
B 30min; v T ‘ - P Lgf d
uAQ # 30 (675uL)Y 0 t ‘b
o L ‘OB 37 non-CO2A E / 0 .
"X NkA nYK Fqg L Il TYWA Tt
a. P OX AQ |
b. F 3 (4 on a scale of 9Y o 3 o (Zero
Breaking)],
c. £ 3 450rpmY € B3 450rpm Y v L
d. |l 4 YF 3650rpmY C 3 650rpm YV L
1 ' N 4
5> b € rooYuw u £t NAWwW 7
A B3YTOO ¢ " NOg |7 QN bXJ Y, 1m0
b =P “ Ve |

http://www.seahorsebio.com/learning/cell -line.php
(0 CM Ju P v K)

Select from one or more of the options below:

Research Area |Please select one v

Cell Type |Please select one v

Cell Line |Please select one v

XF Assay |FPlease select one v |
Author | |

Last Wame, First Initial, eg¥ang Y

| submit | | Reset |
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Qlos A > "Q24H W Q

Q > FH wY K ¢ OXF hxF
A Ju nn 1w " KOp w Qi . "1H P Cell
Density Test®h K Vo ol

Q > "€ "MYd Mo Q - P ] .t
"IHY " MATQAt ¢ ChX Al

Q20 A 4 (Transfection)

QN Cuwy FCwy Cwy3otwhe® 3Be|

oo K¢ & 1w " Kbop w Q5 YH P Cell

Density Testw K Vo L

H na AT 9 Vectoronly B A Y, 1 a
t Vectoronly~t wildtype) ~ 1~ A Vector p 1 I

AB Y, 1"H T A Vector /Ut KR OTwm |

Q3 At ‘Y Mo wUK P

o

o]V} Cw A ° <MY OEuNn Aj oW
nun PUO] qFQ€E€ MAW a° "WYY AQituo 'Y

Y KO VA - ]

Wd N X" ¢ O _w 'Y "noA 0Q AA

TS AT X A 1Y, CE K
K 0B 1Y "MoA Q AA br< Al

. v .Y T B u B & D A
QN D2 21 A Q7 =) D pH ™ @
. 2Y, 3 A ' XK /i Al
" £ X¢ O w0 ‘" KdXFnos/I300 : T
TT T AL
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4 e nA
’ 1 nmX VA
o n "B >CH» U B Y, 1> "HX A 'H
n A AEA 1t L
Mk A T_Powder

WiaAd T B B pHTAT Y1t
1 v @y V W ok 1 £CO—- O0Y Fd9
Sodium Bicarbonate or HEPES CO,X pH1 &Y "HW K
W twn ] TED WiYH 1 owu

Sodium Bicarbonate or HEPES |

VX % v n powder YT 1~ F 9 sodium bicarbonate Y
Z X XFYADun, Sodium pyruvate, glutamine, antibiotic
FAYhXFY N1 FAY g WA x nA
‘Q e L

n FY92% KY, tn BE€ A Abumn’ XxX&_ A pH ]
Q) ~ 2wusn A4 tBu T unhxn A Rt

X A YW £ B )T s I n A
Starvation u B X Y/ yn n X¥KJ|
pH 3 7.400 355 D 1 THW Y Q74
1 BW pipetman WYCHNFY5 10uYK 9 W L

L Filter LY pH1 u B VYT NEKE |

Seahorse Bioscience




Wave User Guide

P T I e Rk I S T R T

X nA 72 Liquid
D> n A Liquid C &r B 2 Sodium Bicarbonate or HEPES "HW u
noe vn)a A "7 A powder

Y CA 660G . |

X nA T o . D A
"k VRAT D A Liquid Y A" B3 > A powder

] 0 Cu A LY u £ RA ]
H A A b A A (ex: DMEM, MEM or RPMIYt ? o
Glucose, Sodium pyruvate, glutanine W ' A o
T. lop 3727 K 3 “ ADwu, insulinb oY
W nA X mA e S A T
Qc” Al
‘ A WM Yo W o A J M€
A P j.t 0 >CH N B Yo 1
D 2Hx Y, Xul YTull XbEA Y 00
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XF Base Medium
DMEM, no glucose, nosodium bicarbonate &
HEPES; pH 7.4; 1L

XF Assay Medium
DMEM, no glucose 2mM GlutaMA X, no sodium
bicarbonate & HEPES; pH 7.41L

<t
-

Glucose, pyruvate and glutamine R3"H
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