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Monolith# ARt

HmBAEY (w)
Do more with your precious
target protein

AETBE (kd: pM to mM)
Measure broad range

of affinities (from pM to mM)
and develop assay faster

HmihRz
(A, ohfh, B, RHEH..)

Measure many sample types:
mammalian, yeast and bacterial
cultures, fungi, plant extracts,
bioliquids

MEXE (EQ-EFAED)

Measure broad range of interaction,

including protein-ion and protein: carbohydrate

AEWEE (K, F8)
Measure K, independent
of size and mass of binding partners

BAREEN, TRLE

Measure in solution
in close to native conditions.
Mo immobilization required.

A HEE
Work with the buffer

that keeps your protein stable

HEZA, TREP

Don't halt or delay your project
with daily maintenance and
repairs



MSTELEG IR B S

YN TeMPeErR



MST SE3EifiAE

1.EQR/E 2 Targetdl& 3. Pretest 4. FFHEN 5. SERGHUAL

S




1. EERE



| L

LIy

Ratio 350 nm / 330 nm

0.8+

0.7

fresh

=Y i SEia A DAY E

-

freeze-thaw cycles ——— 50% denatured

unfolding profiles E

A Fagem (9%0)
3

P
S
1

.3.3_

fid

fully denatured

Monolith NT.115 dose-response curves

L:L:-:-rfa Y 1'. !

30

B0 70
Temperature (°C)

T 1
B acy 100

i IIIJ 1-:I]ll 1.|::DI:|
SB239063 concentration (nM)

10,000



MST SCIG A

1. EFFEE 2. Target#l£5



HYEIE

HEFERLEEE

Light spectrum
Anm]
a0 T
00 =
650 =
600 —

550 —

500 —

Lobe
Free

450 —

400 —

3H0

300

250 __

BLUE/
GREEN

O [

[

Nano
BLUE/

RED

Nono
GREEM/
RED

N B

Pico
Red

Fluorophore Ex?l:t:1t:|ion E"E:‘ﬁ;on
BCECF 480 | [ 525
GFP 488 | N 507
NT-495 (BLUE) 493 | 521
Fluorescein (FITC) 495 | G— 519
Alexa488 495 | — 519
YFP 514 |00 527
Alexa532 530 | 555
TAMRA 546 | 579
Cy3 ol 570
RFP 5550 584
NT-547 (GREEN) 557 | I 574
Alexa546 560 572
Cy5 649 | NG 670
NT-647 (RED) 650 | I 670
Alexa647 652 | 668




TERC T\

NHS kit: EidEhES NS, Tris-NTA kit : His-tag
BRIk KBTI

MALEIMIDE kit: B35k 5ﬂap—;ig kft:* SNAP tag
SR {BEX SRS

NanoTemper
~ ERfrciHAAIR
LAAMSTLRAAL,

—

Cy5

BIESETO R
(. ZEK...)



MST SL3EifiAE

1. BEEHEE 2. Target#l&& 3. Pretest




Pretest

- BEFARBRYGEENTargetRE (RYETFFRfEIK(E)
- [eETarget2BSEME WM
- ElTarget2BRE

Mo adsorption Adsorption

Excitation LEDY T
Fluorescence detection @ gt € et

s S
Pico Red 3000~20000
Homogeneous sample Aggregated sample




MST SE3QifAE

1. BERE 2. Targetll& 3. Pretest 4. EFHH

©




Binding Check

- HESBES

Target Complex Target Complex
755 o
—
880
750 e ¢
860
- 840 - mE
740 820 _'_
735 —_— :
800 —
@ Signal/Moise ratio is large enough o Signal/Noise ratio is too low to | = |

to conclude binding conclude binding

v X



Binding Affinity

1.1EffESPlan Your Experiment, 4B hERISS |

“ Binding Affinity

Plan Your Experiment
"}‘ Target

ApramenCys RED

Uise His-Tag Labeling
Concenfration of stock solugion
ConCerfralion in this sy
% lignd

ANE

Estimated Kd

Concerttration of stock salution

| (AN ofy SIGAMC SOvent lxe Dhas0

Ligand buffer in this assay

High

t concentration in this assay

ﬁ Aszay bulfer
H Capilary

@-

)8

4 B [unmlmcml:rg.'
optionsl  pM [4
-G
GOuT%

System seftings

1 Power

Instructions
liebirw ane debaded instrurtions an how b prepase the samples neceary for your ssperimant. Far general ifdsmasion cn binding
aininy saperimens, reder i the geidances on the rghi.

The minimum required stock solution and buller vaolumes for this experiment are:
B0l target sinck sclution | 1 b of Aptamer CyS RED |
30l Figand steck sohation | 58 mM =l &MP |
262l MST Buller including DU05% Tasten | assay bufbar )
200l butter of the Rgand stock sohution | Figand bufber )

1. Start by preparing the following intermediate samples:

. Dilatioe of tangen Apasrmar Cy5 RED |1 @) 10 40 nM:

Tix cobitaies i 40 nM sodution of Aptamer CpS RED, add 8.0 pl of stock sobstion o 152 pll of assay bufler.
b M predibstion requined Use 30 Pl of 50 mM AMP siock sobkstion for the folloming seeps
. Mg presdbtion reguired Use 200l of ligend buer for the iofiowing steps.

2. Prepare o serlal diluthon of the dikwed ligand using the dibuted ligand butfer,

Rarramber 1o discard 10 pl of the lomest concentration sempls in Tube 18 ko get s equal voluse of 10 plin

(=

all samgpdis.

Lasd inda
i Trarader 28 jal o S0 mid AMP il lubs 1. Wel el 04 e 10
il Traresder 10 i of dilbed ligand buser into tubes 2 v 16 T T fa" "
iL Mow tracafer 10 pl of S8 mM ABIP from Tube 1 82 Take 2 @ @ @ @ . O »
and mix caeefully by plpetiing wp and down
w, Transter 19 pl from Tube 2 Tube B 1 X i 4+ 1E Waita
v, Continge the wrial dilution up bo the final piep where you
frensler 10 g from Tubs 15 b Tube 16
Ciscaid 10 ul boms tibe 1B 0o QL A0 B i o A0
48 Back & Print Instructions b Start Measurement




Binding Affinity

h N #HEEZ20ul Ligand
Ll v (FREEAIKARI20~501%)

SN _

~ .- = mE 15 NPCREFFZANA 10ul Buffer
W ¥ i "H.I
: 2 .

10l 10 pl 10 ul 10l

ooy VY oxmmmmwm, BE—wwsiom

VvV ¥V VU V
1 2 3 16



Binding Affinity

3. I A\ Target @ /EE200pI Target
GRE<Kd, EE20~100nM)

10 pul 10 pl 10 pl 10 pl

FIFFEPCRESZINA10u TargetFES

{EFEHEREFm




IR EESEIN

> RFeHF(target)FUKRE . KTFUERIK,(E, —FR20-100nM

> i (ligand ) RIEREWRE: FflK,RI20~5065

> ERERITEELIBEE: PCR strips, tubes

> EELLREIREDR, BREMRRIRS ARREIEW: g DMSO
> HIBRNBREXEE

> ARRICRSHm, FEBLE (vortex)

> AEAFRFBHERPEES




Monolith 2020 [TRGF o Complited 0812020

- L M5 I 2 P B Thar Rwsulty pection summarizes the findings of an
7R -..-- ERpeTiment. Foun measurement if aspessed and the
B T dais and conclhmicn ae -rl.q\.h:,'ulll here_ alcmag wikh
. Y2 ". 1L mEndateons bor wy thie By, Yious Can
[Eah _._; " ieviiv Lhe datls on the Setails pagei
w
& u (] Theer conclusion and conssquentisl ecemmen-
B, B3R '- dutigen are bawed on quality checks, They me
20 =] - - compuied autcmatically but can bo averridden
o ot . e § .
e = Cianal A A e [} “ (]
s’ ) T Lagi iy &} Mo aggreqat L) .. Wi i g o —t i
J Poutwe HNegatier  Cremrickden
s T - el =it A N
o, ¢, Mo igand oed tikea .
e W e i Horm L Wik with quality chedks.
{~) Mo a
B Floview i Feviow W Feview
I R ] I 15%3
3 i tails p nd e i E
5 [ v o [ i 14
| B rpuadit i
B i Bl Egf = G448
Lagng for addressng tf b lixe he raght. Mease con

#m Back [& Create Report # Binding Affinity =



MST SCIG RS

1. BERE 2. Target & 3. Pretest 4. ZF=AN 5. SEIGHLHE

S




=

= WY ArlE)sRE

FoI B ToEREE P—EeF

L
]”ﬂrLi Il
ALJLAMJLMLh

SRR ]
EEIE

HmAE—

L T ™

- |

3 o=t
o I

m

I__“JI_ILJI_II_'I_II_I!_II._I._PI_II_I-\. b
LeeEEL@ e P & a a2 e el sl

i




USEREIESES

%2 By

- BEREME (Standard > Premium)

-+ RINZEYE (0.05% Tween 20, 0.1% Pluronic F-127)
VAR R Ak (pH, salt concentration...)

RE&E

+ B (10 min >15.000 xg)

- RINEYEF (0.05% Tween 20, 0.1% Pluronic F-127)
- HMEBATAFIRE (DMSO...)

- BRSNS (pH, salt concentration...)

2000

adsorphon no adsorphon

o

0617

momalizzd Nuonescancs

P 047 ,"‘U"'.III /,r \
M: _J) \__J

poailion (mim)

i 'Sf_:' Mo aggreganas




RIPRAA

EPRNEERRERE, pHE, EHEFIFFI.)

HEPES SSB PBS-T
B umq [N
i = |
: ;
i L é--l i.ﬂl
g . #
M51 !mmlll-u[:l war unﬂmlf::mhj :
Hetmidr | siRoEE T T rd
Ky = Mo binding | oy = Bl Bringing " F— »
=t ¥ L] F,
% i T | | % l : i"
g h * ! E [ B ] 1 E ’
' P L " .- * IEX " .1
TuEal { 1t i »’
L *l [
l-"'!_l_np";-;l;,*i*'I..'
PIL1 ot smtratinn (M) [T [T en———— Ligand concenmator M)

Magnez, R., Thiroux, B., Taront, 5., Segaoula, Z., Quesnel, B., & Thuru, X. (2017).
PD-1/PD-L1 binding studies using microscale thermophoresis. Scientific Reports, 7(1), 1-8.



AT

] P-4 LigandiREFRIRIE(L

A — [ —— J— . S BT, e T ey ram ey B e

=1 .

L T : : | _
HEHEHEE F ' ﬁ . ] 11! T

| | o | | |
[ 1 L | (I - '
ot L Il._,..ll._ I _..|L...-| | - [ .I '..,_.-I._.. |

¥ B || B W R | R || O | SO || N || S | '__l LRl | I-\__I ik

Ll
F i § " . " " ™ " n = 1 A 2 4 1 L L * k . 1L k. 12 # 4 2 . A . i ¥ a [ i [ 5 “
2l [l e ol & & el @ 2l & el @] e [ (2l @ e T e e [l (@ @ @ (el el e e i ; [ S TR [
28 B @ & (@ @@ &8 a e @8 e = @ (DB &8 @8 e e e R ee | (o] Tl (o] Tl (o] Tl T2 - = Tl o] [
e R i e e e i ik o 2 @2 e 8 @@ e a8 @ |2 8 2 a8 2

Eapellary Fromibuer | | 1 {Rabors s boers




LigandiR EAKFRRIFIRR I EEAL

i

> LigandFRIEEE 5B CRMEIESE

L T@ @d} vy e
| l Il fl 4 r ‘I |]| ’ Specificity test Ju'
Tl 1

. I:SD -Test or ECP-Test) 2 6 7 & 9 10 11 12 1314 15 16 nitial Fluorescence

RN - > Ligands [EEMRMER e RS RIE T

- f ! . | I i |
ELLLE CERLEEELE @ | d‘@ X BRI

12 34 56 7 8910 111213141516




N TeMPeErR



RN AR S B 8T MSTSEES

MO.Control MO.Affinity Analysis
H 24 i SE B protocol - BAEE I
- N gt SRS M E - S HE R /AEE

o K SRR T ST B R KA



MO.Control i"ﬁﬁi

“' Binding Affinity

@# Einding Affinity X
20nhA/ 0. B/ pbs/ 0

E [ < e nding Affinity

"" Binding Affinity

rf@ €+ EBinding Affinity

Lysoryme MHS2nd g
‘{} 200

» MNaG3 ; )
C 08mM [] chandard ¥ Medium

Plan Your Experiment

€0 o
Cvizos :

Maonolith Capillany

- ONCENTFEATtIoN N This a558) .f

Concentration of stock

et REREER

1.6 mkd ™~

Ligand in organic salvent like DMSC

BRI RE T
Highest concentration in this assay 1.8 mM Vd _\i,._ #_ MET-Powar
/8- Excitatic AST-Powe




16 ‘f |:I|rlr_1|||:_i .a.rl.-..r-,-

FEE{YEINanoPediaZS iSRS

EREIEHUIEE

Femporabure Coniral CHY

= Back

& Create Repart

e i = W
= € * sooem - 4
: : “apilary 5 k & F
rding Aornhy ] :
: | | 1 1 \ ‘ | | ‘ ‘ 6 - !
iR e o .
=111 | ] | S . .
1 ( f it o ot
& | | L1 ! ! Fe il TEag¥a®
kg Ay L .
L t “ hggregates bt i
n Flusirescence Inbaimogensty -u-"" _. !
! W eview o eview o oo
E o I
~ ]
i i i i-

iy

Aggrepaton




MO. Affinity Analysis¥X{4

i ndd Rew Dtz View  MST Trace - 4 avto-Append | 3 Remove AN Files S = Creote New Analysis ~ 3 Femove Merge-Set

* Analysis-5et #1
K Remove this file B
b I3

e e
1 ATHEL 3

® Lysoryme MAGS (#06)
MIST: Medium Exc 61% T=28°C

imj' H: %{—H[—i: —ly: Drag Run here to create a new Merge-Set for this Run

Drag and drop the items you'd like
o analy== into thes area




ﬂ Raw Data Inspechon WPt A Aleris (L

Fd zZoom Extent %] Expart ~ I§ Generate Full Report

thormalized MET frre-traces

Belative Fluorescence [-]

E Zoom Extent "Tl Cxport ~

85D . — e ™ ¢ Kd Model
5 . -_-'_"‘-.—"—_'_H_‘_‘ -
"‘“'-\q_\_ Parameter Result GuUEss Fix;

s “'! Unbound 850.24 a49 =
o Bound B14.18 a1 :

kd [mh} 0.055936 00044
3 oL E B . =
e mflx 'ta rg ETJ‘EE TargetConc [nkd] 20 s 20 5

Frvarrm [Ho

Fesponse Amiphtude: 36,0550

B3
Kd Contidence [rhd): [0.0437 - 0.071

825 HABEIREFIRTEERE  conda eron 12426
B20 \ Fo/{=, FE/DHF5, uced NiA

Hill Model

L

-

-B -7 -6 -5 -4 -3
1x10 1=10 1210 1x10 1210 1x10 1x10

Ligand Concentration [M] AR



P SIRIERFRAISHTRIE) (MST On Time), AJZ5MO Control3R{FRIIERE

1= Anabsis-Set #

@ MST spin Smin (%1

¥ WET spin Smin (8

2 it o

Dl A |1|-\.l 5-5e A n-l wle
—: ABEe |
: D55 |
2 |
DTS

P Zocm Bamern o

ol

T |

'.1-_'|-

Export ~

mernaira BT T T

1x10 tald

MET experiment time [£]

1
ixid 110

|_i|:'|.,.'i.'. Concentration [M]

e —
Sl e A
ot = i
1E |
.
—h_g @
r 1
ixiD 1x10

I'-:il,'l.

1.5 On Time 155 Oin Time

T.03 0n Time 205 On Time

ORTIMSEg—: EBIE On Time
10 O Tirme

Linbeard BT7.AT BT
Bound B3A.3%
018558 014

afgetCone [k 20 & 40

5 [ i 1374
1 Condidher I 4 ]
tanclar T
r ALk X ™
& '] E

Hill Model



e BRI

BN ARETHEN

https://nanotempertech.com/zh cn/purchase/

‘h\ o - P~ . g
&18): order@nanotemper.cn

0
1 BEITM1795%
2 BE TS 9T

3 BEJTI0AMT, EEH(MO-X001)




