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a bietechne brand
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1. SEI 0 4

1) B
¢ G TR B, HF A200

> MiloXFERAT L4 BET
> Rk

<> KFER

<>

EEWZ MG, W 10 fFHCK
2) P& AA| T
< ProteinSimple scWest & 7| &
AR 0 40 e 2 AU o 54 N FLAR AN By scWestiR 7 &

Cell Type Diameter (pm) scWest Chip
Dendritic Cell 7 Small
Lymphocyte 7

Meutrophil 8

Monocyte 9

HT29 11 Standard
Jurkat 12

PC12 12

HEK293 13

U87 13

COLO-205 13

CHO 14

HUVEC 15

A431 16

K562 17

Hela 18

HepG2/C3A 18

NIH/3T3 18

SF-21 18

U205 20 Large
Aveolar Macrophage 21

Cos-7 25

< T 4|1 X Suspension Buffer

#r B 3 mL 10 X Suspension Buffer fm \27 mL& & F A # o
< Fe#|1 X Wash Buffer

#nEL 40 mL 5 X Wash Buffer sz 160 mL £ % F A #
<> EH#|E S8 7| (Signal Enhancement Reagent)
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proteingiusllE

FE£8TFAREMEAR-%B, (glycine-HCI, Sigma-Aldrich,
G2879-500G) E#4 Kk Z025M, pHEZE 2 A4, ERFRE
RAGEWE . &5k Milo % F &8 15mL,

< JEARIL— AL
R EA RN E—H, oEHEEEE:
https://www.proteinsimple.com/antibody/milo antibodies.html
KA % LRI SE iR % PSsupport. CN@bio-techne.com
ﬁﬂ%%/\*ﬁﬂj/@%ﬁ@?ﬁ B, #W T &ZE 74 50-85kDa =
8], I HAKRHAATRK

> R =
InnoScan 710 33 4% 3L 3& Fl 8y % St e k45 . CY3, CY5, Alexa 647,
Alexa 660, Alexa 546 #= Alexa 555
InnoScan 1100 9 #% L 3& A 8y % 4 pb e Cy2, CY3, CY5, Alexa

647, Alexa 660, Alexa 546, Alexa 555, Alexa 488, FITC, Sytox
orange, Drag5

< 10 cmiz#R I
A5k scWest % F 3 2 /> 10cm £ 3=

< 15 cmEFFFm
A5k scWest % FZE 1/~ 15cm 5=

> 4B (ZHEEE)

L E iR Z A RAET0-30°C A, BEAT0-90% 2 [/, Rk

B BEREFER, wITZE REN A R L, HBHE

F|ER AT LI,

Milo g #

> KRN BEENI &, FITTETHNIT X

< %Milo 4l 5, o |
& #Lleveling, # "
EREEEEO

Setup  Status  Levelling

45s - - BE
+ 0.2, HWEF oo o0y
LUMCARTURE L 240 s
E%p, GG e e e : _[’
AF o i I
o I ) I E— =


https://www.proteinsimple.com/antibody/milo_antibodies.html
mailto:PSsupport.CN@bio-techne.com

3)

20 ML AR 5 W UK

REFERE, ARBERL, FRANRTE, ZRETEERL,
B —/MF ey 10em B, BE —5KE R, RE# BRI
B (W TEAR) -

= e ] Bt
FEEEAN
PR

LA

¥ e e

15 mL 1 X Suspension Buffer fn N\ sxmd, FEXHFEHLES
Ale FiRAMIO Q8L L, ZKAHMIT 4 IE
Hl & AR, BOUEMAE, F 5 mL1 X Suspension Buffer
Hok—i#, REBOIE AN G, F1XSuspension Buffer 4 41 f 7k
¥4, Y M E % 10,000 - 100,000 441 fin/mL, 43 scWest
SHEE ImL B AR
S RAMERE, ®IFEEFDFH 1 X Suspension Buffer, & &
R B A
1 mL Bmin &R E B A RMWEG b, BRERY FBUHL
B, EinteE5-204490. Eikohss & ot o o] DL 3 B A T WAL
W kH . TERENREFERFG SR, WRAIAILAN A K
A WS B A e e e AR
WiExrmia 45 A, NEREZNRIPR EHRER, FAE
45 3 89 TR fm N 1 mL Suspension Buffer, 4 s 7 & N\ FL &4 40 i & %=

(W TEFR) o
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WHFE, TEASRT 12 RUERIREKTRNBEHER, &ER
# 1 mL Suspension Buffer, Z 4% it A £ 1 ARBEILK & &
IR S AR (W TEIR) « AR THRARFEA10D4 RN
58 AR DA B AR 3 T

A B

¥ 4
£ ¥
[ 4

¥ & Milo B3z 47 % 4

SE B K B R 2 5 3 SR A T DUR A R E LR EMilo My R A, E I
K Fl 488 <Improving antibody performance on Milo with the signal
enhancement reagenty , HiEH L F L EE)F:

Run 1 AR 4 47 i K /N Fn e 2 B - F & K /N IR B 3% B Ja) Ao o, o i 1] o
Lysis Time: 0 =15 £ /zafg il O &, #rvEdafa A 10 £, K48 fa A
15 % LB ENLZHMILKS F, BERARE B ZAM .
Electrophoresis Time: 45 — 90 #,

Target MW Electrophoresis Time

10-30 kDa 45 seconds

30-80 kDa 60 seconds

80-175 kDa 90 seconds
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proteingisliE
W FRE AN TFEFRSNEAE S, TMT%*%R%%H@ 2
KA AL 180s, # % T S i & H A

Electrophoresis time estimation plot for 240V

—Minimum time (200 microns) - recommended
-=-Minimum time (200 microns) - average
180 «+ 450 microns - average

170 === Maximum time (750 microns) - average

160 —Maximum time (750 microns) - recommended
150

140

Pl el

0c8388833888:588

Electrophoresis Time (sec)

1S 25 35 45 S5 65 75 85 95 105 115 125 135 145 155 165 175
Molecular Weight (kDa)

Figure 1. Electrophoresis time estimation plot for electrophoresis run at 240 V.
Run 2 RAT #Ab BB 2, k7% 240V B T gk 240s.
T PR, Script 1 2 B E] & 10s, Lk B R 60s, 28 Bk B JE
Os, Script2 2 f# wtja & Os, ® ik &[] Os, 32 Bk i [a] 240s.

RUN

I ":“ n Setup | Status | Leveling | Logs Scripts

] 10s
240V
Os

Rz ek
£ 1

et

cEER
.0

TS T T ) S S

(Program Sl ted
(Comnecting %0 DAG-400T.

10)@%%%%#%6%/5”5%%%4%[%5‘? TE R VR B AR B A B

300 uL Lysis/Run Buffer, &= # % n X\ 5

TN 10 em#B R b U S Fro 7148 4048 IR 3% IR LR E0 40 76 A 2 Aok

AR, BRPReBRBAL T T UH B o g 8k
T, A G T R A K
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12) %% FRcEE £, 5 K HLysis/Run Buffers: it 5 4 12 7\ & k4
BWUER. FEXHFRBLEFAR, KA TS Lysis/Run Buffer
H fib o
13) ¥ % 4 89 Lysis/Run Buffer feif i X\ B ik 48 E3 = T8 (T E AT
), FELAEHEERLESHLE, #OAK R A FR LT
Lysis/Run Buffer 45 & 3, sl x ENHEHT, &1, AR EAE
RUN, 7% —%.

14) e 45K 5, FTH Milo, W 3 A & F s ik g, /NG Lysis/Run
Buffer GBI\ il # . & BN RE KA KRS A - KEN

15) 4 i kA 7k Bl Milos, tn A\ 15 mLiz ER A H X FNEEZF, A+
2, $kJg Ad RUN, Z47# %,

16) AR ALERE, K, REH EHAHFH 10cm#ELRm, A
15 mL 1 X Wash Buffer, X BE#Z R %L H, ®F 1 X Wash Buffer,

17) im X 15mL 1 X Wash Buffer, K-F#Z K E#H % 10 240, ®F 1X
Wash Buffer,

18)EE F|IT —k, K 2K 10 5407 k.
W BT F#HT—EFH, & & 1 X Wash Bufferpy,
ACHRA 2-3 Ko WRBHEKEKKHE, N 4&HEETFAHE3IX,
FE3-504, naTRYRF. TREFWA 1X Wash Buffer K1t
10 24 DA ko
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3. IR (RIEEF )

& —Hu 4 B A Goat =, # Sheep, Jf Milk-Free Antibody Diluent (P/N
043-524)# %, 4% T ZGoat=# Sheep, 1| A Antibody Diluent 2 (P/N
042-203)#i . RA—TNHERN G —HNRFE—K. Alm—HA
Goat anti-GAPDH primary antibody (Sigma, PN SAB2500450) i}, — 37
Jf Donkey anti-goat Alexa Fluor 647 secondary antibody (Invitrogen,
A21447), et —4 =44 E F Milk-Free Antibody Diluent s #% & . 4
REALL, Tiamerisde, RFFLE. MAED 111 H
B, Blan X —HiERR Z 7 0.1mg/ml, U Jim N\ S5 AR ey 3ot R g 00 A B
& B 5 - ok 4 50ug/ml
) wERERE, 4% CHEH, MART ZA0RK, AEHAALHFEC
HL Spin 3-5%, #EHATHTRA, WEALTHETT LEH. A
)E‘%%iﬁﬂ?‘c@?ﬂﬁ ZEREREEIE L, FETHTE MWL
o
2) MEAEME, FEFHHEFEREE -, BN —HRBKE
100 ug/mL (1:10 ##) , #if 5 By — Fita i 80 ulo
3) WEREEMAGEEN— (W THER) , EEF@HARE, W
BGH MR, TRBHHE )%W#Hj Ko

4) ERFEEFRAKR ErHEWES, s tERIET, ZERBFF
N

5) WELER)E, MPwESh —ABRKSH, NABNFLERBERIUE
BREA, %)ﬂ%&%ﬁrﬂ%\%ﬁﬂz h e TEE) o

6) B, BEH EEAFH 10cm R,
7) A 15 mL 1 X Wash Buffer, KX F#Z K F# % 10 min, 3 1 X Wash
Buffer. & W&k 2 %k, B4k 3%k 10 480 %o
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8) PR E Rk, RETIERME, FEENIEBERFERL
—4, BW A BIRE 50 ug/mL (1:20 %) , WBEE SN R
780 ul.

9) MM H, HE—MBErEEE. FRALAKE TR, 4ESpin
3-5%, REE TZEKT, BMER, REMAK LT, EEF
BEHA M.

10 EBEERLK LT HENES, ZEERLET, FRBFFID
. ER®ERL!

THHEEE R, REHEHAFHI0ecmEES D, A 15 mL 1 X Wash
Buffer, & F4#k L4 % 15 min, # 1 X Wash Buffer. &4 7% ¥ 2
K, B3R5 5aiE ik

12) % R 7 PA#£4°C, 1 X Wash Buffer # fx 7 2-3 K s % fl £ & T ACH %
S3KERERFBEOIH G S o4 R TR EHATHE.



simple

4 FUERR (ZHEEEE)

W — it B & Goat =, # Sheep, F Milk-Free Antibody Diluent (P/N
043-524)# %, 4R 71 £ Goatsi #Sheep, M| Antibody Diluent 2
(P/N 042-203)#i o 7 —Ju o M BT R & — LBy IR — o Hldn—
.4 Goat anti-GAPDH primary antibody (Sigma, PN SAB2500450)
i, —#7 F Donkey anti-goat Alexa Fluor 647 secondary antibody
(Invitrogen, A21447), . & — 3t = 3135 & F Milk-Free Antibody
Diluent k%, WmRFEATY, TREeHAEFRAMLE S, FR/RETR
WAHe JHRED TV AHE, i —Haog 2 4 0.1mg/ml, | A
SERTR W X R B LA AR B, B SR 2 IR 50ug/mls

1) MEFEME, AEFORERERIFE -5, BN —RHERE
100 pg/mL (1:10 ##) , #& M —3 40 ulo

2) £ 15cm BRI FHANFTAEB T E.

3) MM A, EEBO3IPH, FEFERT,

4 ¥ERBREHT, NEARE—MFERNBEEN, 8L @ H—
P E DUE T ik (T BB )

E=RITTTTITI

Barcode outside” //‘ /

reservolr
Reservolr gap

5 WaREBMAMEEN—m35ul, EET A LM,

6) DA Ay 7 AR 7 W —Fl. VAR AT B AN E E A I 6] F
B —4i, WETHEEET —MAX TR EEWRRA —IMEF
ERIGUIE, F AR AR E 7

7) EREERA K IR EENES, sEERLET, FEEF 1-2
AN

8) MELRE, REiah — AR, MABRNT k& BRUE
BREK, FABERRERESH (WTHEHAT) -

10



9) WM& R, BREH LHEAFH 10 cmEE R,

10) im . 15 mL 1X Wash Buffer, K F# K F# % 10 min, # 1 X Wash
Buffer. & & &2k, ¥4t 3%k 10 -4 k.

TR EERTIR, REFEMNE, FEENREFERHER L
9, AW =FRIEIKE 50 pg/mL (1:20 #H )

12) Z 4 ¥ 5 3-9.

13) im A 15 mL 1 X Wash Buffer, A F# /K F# % 15 min, # 1 X Wash
Buffer. & & /& ik 20k, B2 3 %k 15 447 ik

14) % B 7 PA#£4°C, 1 X Wash Buffer # fx 7 2-3 K s fl £ & T ACH %
S3REAGHBOIES S 24 M kT EH#RTEW.
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5. AR B (InnoScan 710 H A L)

1) T AHEPEEF TR

2) EHr 4T FMapix H4, 45 &+ Scanner > I e I

= Mapix - Milo

.

Connect BHMN . ks, Sty M.
SBIEEN A T, — AR TIRI0040 L E, 30
R A RS SR, EEHT
/4?&‘0

3) B ABEH L, AAMEN—K#, BAAHNA, REHRHE
T 2| K —

R

4) B 547 Tools A | i #9Scan Co\ﬁfiurationo
5) WEHHESHK. ENAHS LW THEII .
Gain fr Laser power ®] AR 1% 4 5K % 34T

4

o

12



Scan Configuration

Generd | slide | Misc

Barcode reading

Pixel size | 5.0 -
Spead 355
Scan Mode: | Normal -

Acquisition Mode: | Simultaneous -

@ Marual Auto ¥DR.
53t

Detection gain | 505
U
[i] 20 40 &0 &0 0o

Laser power: (@) low high

Detection gain | 50
U

V] 20 40 &0 & 100

Laser power: (@) low high

| Default values |[ Quit ]

35
30

25

5

@ Scan Configuration
General | Slide | Misc
Labeled slide
mimnmm -
| Default values |[ Quit ]

Scan Configuration
General | slide | Misc

Pixel size | 10.0 «

Speed 355
Focus setup
Auto focus @) Manual focus
Position {pm): L=

-29723717FIIF57 3 63 123183243

U

Background smoothing

| Default values

[ Quit ]

BEAH RS EAAEKESETARES R+ 08 KT 7
Yoo ERE, B UELEHENAE(CHELKER), KEHERE

|t #yDeletedz & Ml Bk % X 3.«

Preview (635/532)

Tools

L 0
== p
uad A

Ready to
scan

13
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K 1
Y| -
l‘i ‘%I Start a Erewew

Ready to unload




simple

2 i T B AL ey "Start a preview of the defined scan area”1#% 41, #4744

i‘EJT) %o |
N o
8) EFUEHHTREFEREIE |romemr [ S
BE, HLERREE. WREET | e a
HEAAY, ETUREFLEN | Lﬂ%B
2R (). TR A | e Qpﬁiy
WL B S E AT 157 o (1R |. 3EY.

WOERETURD RS, ATT | s P
1/)( 3& 7& T’g _Ef /ﬂﬁ 7?“ o ﬁﬁ 7]13 ?ji «)%X ’/I\ EEM gzﬁie(gg(sﬁ)ﬁ/sn)
FNRBEHHNABE, URARE San (3
Wi K AEE, EFEEETE | [— BEJE L

B8 A (fF T fe{E= 65535), 4n HEX
%Té%é@%n> E‘%qﬂ/ﬁ\ﬁﬁué@o Available

9 HAXHFUERWEEIT, BTUBHANT [omee
4 538 o K4, B Y 2 T 91 96 85
T, BRATHBOCE AT T AL REFRMA Y
R E, Bt KB, A b
Delete:% 4 f| Fx B j2 3oy U5 49 4 X o

10) 3@ ¥t & & “P!ay” A AT ER S R HR .

lildl | @ C’“

e ol >

a A f@i’,m
e EXthFA#EER. RARFHREE< %ké’ixfbxﬁ%w ff%fi
Htife BT UERRFRAE, XHE, XHEBRARE L BEREFL

EHRFTESE,
1F#HTE, BEHBETHHERA D TR R, & UEAHT
B m T AR E AR R O P L E R A
FERmE. AR THE, REXTTCERHLE RN T o
BYHA#ERE, B2 RFEASRNEEREHNMTE.

14




proteinginsliE]
A EREBEE . ERFHAENE R THRE &, BEARMN
B, B8R

o ‘( e (

15) K B 8] < 49 4 bt ,%-{%Scaﬁner-Disconnecf%#ﬁ?ﬁkﬁ%z"r’:ﬂf?i, T IR
Hqo

15
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6. AR K (InnoScan 1100 H 1)

1) TIHEHEOAE BT IR @ Mopi i

File Scanner Image Analyse Batch Preferenc
- . N o
2) e AT Mapix 8, K5 R ¢ s b

5

Scanner > Connect # A # L. & & R
&, EEOUNBOEL IR A TR, — AT
10490 A £, 3002 i RIX A BER T2 B, FEIH M

3) WX AkEE L, A4&Mae— L4, mATHENN, REALE
It 2| K o

4) & 47 Tools A | i #9Scan Confiurationo
5) kEHHS K. ENEHESH W TEITT
Gain #u Laser power & 4§ & 4 7k % Fr #H 47 B

4

o

Scan Configuiation = Sean Configuiation L= Scan Configuration ===
General | Side Mec General Side  Misc Gerersl Side Misc
General Lobeled dide - Preview setup
[] Autematc sreling P S22 |50
[] Barcoce readrg Speed | 352
Pixel size | 5.0 w
rFo0s seln
sped 3512
scan Mode: | Mormal () awitn focus
Simultaneos S=aLential
@® O (@ Manual foos

ez []s=2 [
() search in content

@wmanual () Auto  (CIXDR

P — Position fm): 0
Detectongain 50 & 5 [ ]
' e -313253193133-73-13 47 107167227287
a0 2 22 £ 62 82 w0
25
Laser power: (0 low () high 0
Enmission filier |630/42 w -
Oetectongan 50 - A
| ] 1N » s

00 2 1 42 51 81 100

Setscan area
Laser power: (@) low () high
Emiseion flter | 58275 -
r4as
Detectiongain . 50 5
@ 2 2 £ 62 82 W
Laser power: (@i low (O high
Emizsion filier | 520/5 w
Default vahues Default values Default vakes Tut

16
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6) WEHFHERXH. FHAHEFHRBELEHTEEEYFF O K BHATM
Wo EE, EUNAREFTERUE(CETREL), REHGEEH
L #yDelete s 5 M Bk i% X 3%

Preview (635/532) +

L @ f'

! ?7? » e —

"ﬂ* 1 “ntlnj @ ‘(“‘

“~Ready to =
ECE

7) E i T E AL "Start a preview of the defined scan il Asters preview
area"#Hl, HATHME TR s

8) EVMNAHHAMREFERAERNEREL, HIWEFMRTEEF. WREL
B\ & | A, G DU B A R () VT AR Ot 1B AR LK
WAERESHEFHER L. ERBECEEZT NP LER, AT
DL 5 T iadn. Mt m S D BB WOt EE, URARE
MY R ASHHE, EFEFEETIEERF(EFEAMmE=65535). X
BEatet, FrFatiilae.

Scan Configuration = Image informations Tools

General side Misc = gl
Gene ! Barcode mag
[ Automatic scroling Pixel si m):5
ClRscade readey X.Y(um) 24375, 61132 Q ‘{ 5
Pixelsze 50 Spol(X,V) I:::] IJ 1»\&
Speed £ & [k {‘5
Scan Mode: [Nomal
@ Smutaneous O Sequental Zoom: x3 t 2 %
532 Size (pm): 145x145
Hes B 2 w:‘,::gm 63; Preview (635/532) v
2 SO - eview (485/532)
Detectongan| 4015 £ i @ @
B: —_
00 2 2 % 6 8 10 -
i "\ a

Laser power: @ low (O high
Emission fiter |680/42

I = 2 532 ve
Adjust gain & e oh Mouse over
laser power v peaks in
g 00 2 22 42 62 82 100 - =
St o image to
settings O age to

s e 53275 see signal

level of
peaks here
& ensure no
saturation

Detectiongain | 50%-

00 2 2 4 6 8 100

Laser power: @low (O high
Eméssion fiter | 520/5

Defauit values

17



9 WAXAREERWTHEA T, BT UEE =%
Bl 5% BR R A X 3k, [ O 2 WS 3 1P n % 8% P
T, RADEHOCTRZHAT TR E. REF M
i EE, B R KR, PR ERE LW
Deletedz 4 fl tk B & 3oy L3 45 X 3.

10)# 1t g5 “Play” #AHATERE oy,

[ '-‘,-\ o

e »l|f >

FIRY = F7)

Ready to unload

‘ <

M EERXREAHLER BOARFBEAE<EB > XN, B
Atife R UERRFHRS, T4, B SEEBRREFLE
EHARFFEE.

12)F# T ieE, RERETERERF L TR REE G UEAHL
Br#E g T TR ER R R ETE O A E RO E R R
BEARE. ZF2RREKE, RERRT CERRE LR 0T Ko

B)E#ERE, A28 RFEATRINEERHTNLE,

A EHEKERE S e ERFRANER THEE AR, FARAN
HE, B RARE

15) K Bt 5] 42 % B, &5 Scanner-Disconnect x # i t bR, ¥4 LR
Z o

18
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1) wik&RE, AR E#HT—HEF, TRHEHFT 10cmExRD
# . AN 15 mL 1 X Wash Buffer, K42k 3% 10 44, %5 1
X Wash Buffer, # 2% . Bz 15 mL 1 X Wash Buffer, 4°C sk 45 1%
% 2-3 X,

2) MERMEFHEKNEE, WAAEFETFAERK 10208 FHEHHQ
MBS 8, BAPIRENSRFEY, EZETHFK. W TRFZH
x, FELHFEE, £ 15mL 1 X Wash Buffer & 3t % 5 B Ak 10
ol

19
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3)
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Scout A5 #AE 247

ﬂ'ﬁ -.;Z' @*}\]’? , ?T%Scoutqtkﬁ:o File FEdit Tools Help

Add scan to current chip New auto registration
B, {_Jﬂg F||e ﬁL ﬁf é}/\j tlff Y ﬁi: Open existing .zcp file New manual registration
" T ﬂ: i X/r Save all to zep file Copy registration from current scan
( ﬁﬁ ;é @ Fﬁ 7—:]‘< ) o New chip | Add scans from .zcp file
Exit

Hekaitthrm. JRAEER I —HFRNITH 7 @ H B, o
Regrxtm—#HAm ELdm, ##F Up; nRER LT —HILANT
mw, #FDown,

§ ) Electrophoresis Direction —

9 What is the orientation of electrophoresis on this scan?

B R B R, B MR TR

5 5 Tools-Peak tables- & Scout

Show/update peak table. File Edit | Tools | Help
Oz Re-detect peaks

Chip 463_A Peak tables: = Show/update peak table
Calculate size coefficients... Update all peak tables
Inspect Delete current peak table
Data visualization
Export CSV
Export FCS...

Overview Image

20



5) &%/ﬁg%%&;# ]g)éa Jl\J‘\?\'éET Peak Table'

6)

7)

8)

Auto Tag---

RER LT TR M,

R

proteingiwlslis

a bietechne brand

ZHEFRAINER,

N #£ # F Num

expected peaks i %
RAKEFH 1A

B 2 B R R A

WETHMET ST E

KKK/ R &

Peak Table: Chip 463 AML1_S_um - 0o x
file | Peak Table
@ Auto Tag... A
3 feny Tag o Selechd Pem._ 14 axis Variable: index Global ColRow
Remove Tag From Selected Peaks.. [u]
Edit Peak Tag... 2g99ed]
Delete a Peak Tag—
Replace Peak Tag_
1 Clear Al Peak Tags
§  PeakTable Selection >
= Scanimage Selection >
i Tag Duplicates Within a Lane...
{ Tag Matching Peaks / Stripping Efficiency..
& 500 s . e
»
2
5
£ 400
E
]
£ 300
g
S
= 200
8
[
100
A |
E = Ij 0 1000 2000 3000 4000 5000 6000
NI 5 o Index Global Col:Row
Pe. ble: Chip 463_Al = a X ) Auto tag settings = X
File Peak Table Parameter selection
SRR | n2oRaalga|i R  lower upper
Y-axis Variable: PeakCenter ~| X-axis Variable: |Index Global Col:-Row v PeakCenter | 20 240
J [20 ][ 20
v‘ 20 20
800 o
5]
g 700 Num expected peaks Options
8 U
3 600 ) [ Neural net fiter
= : Cluster plot
3 @ Maximum O Exact
+= 500 -
7
2
2
£ 400
£
5]
£ 300
3
(4] .
% 200
3
o
100
0 1000 2000 3000 4000 5000 6000

BT

Index Global Col:Row

& & <Create New
Tag>,

WE BEApplysiEE -

#: W <Create New Tag> %

/KE\/DAW\% o

#l4rNamei% & H AML1T,
oK.,

File Peak Table

2 VNOL | B20Raa 66

Loz
R

EE Y-axis Variable: PeakCenter v X-axis Variable: |Index Global Col:Row >
[+ untagged NoiseLike
< Create New Tag >
800
£}
= 700
3
2 600
£
s
£ 500
@
s
8 400 - i D)
E BT L
: L2
2 300 ) w
5
o
% 200
ko3
o
100
0 1000 2000 3000 4000 5000 6000
Index Global Col:Row
) Peak Tag Properties = X
Name: | AML1
’ Color: - Marker: | o
Visible
[JUse as a Size Standard
MW: | kDa

21
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N

9) A WA IEREFERFZ

FApply.

Al

Select a tag to Apply:

Excluded

Target

<Name>

NoiseLike
AutoExcluded
AML1

< Create New Tag >

10) 1t B 8 2 P 2 B B

Cancel

Apply L

) Peak Table: Chip 463_AML1_5_um

File Peak Table

31‘\ ROR ‘E?Oa“ﬂ ° oi i

K2
P

Y-axis Variable: PeakCenter

X-axis Variable: Index Global Col:Row

I 7 NoiseLike

AML1]

800

700

600

500

400

300

200

Peak Center (microns from well center)

MM AT FE EA%, Select-

0 1000 2000 3000 4000 5000 6000
Index Global Col:Row
Select by Peak Tags---, ##2
AY

—H‘ﬁ‘/l:{]?% Q)‘] EE. ,’;l'?\ % 7?/},]’: o Reset and Autodetect [a]
Mark as Rejected [r]
Mark as Empty (Manual) [m]
Select 2 Select All
Deselect Select All Accepted
Invert Selection Select All Empty (Auta)
Apply Selection Select All Rejected
Occupancy Select All Empty (Manual)

Count Selected Lanes

Select All Occupied...

Lane Properties

Select by Peak Tags...

Plot Selected [p]
Plot Selected Correlations
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1A EHLEA#,
Occupancy-Set Occupancy[o]---

FREEA 1.

13) /& i Tools-Data visualization,

Lﬁﬁﬂ%@%ﬁﬁ%'f e
WEFHE, #RE, KRS
%o

14) fl o F 57 B R R /A4, &

5 By X 1E AE F & % Peak Area

ﬁ%%%@é@%%’;ﬁﬁ% FE, B

B B
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Reset and Autodetect [a]
Mark as Rejected [r]
Mark as Emgty (Manual) [m]
Select

Deselect

Invert Selection

Apply Selection

Occupancy

Count Selected Lanes

proteinglpsls

Lane Properties
Plot Selected [p]
Plot Selected Correlations

a bietechne brand

Set Occupancy [0]...
Reset Occupancy

) Data Visualization Dataset Selector

Subset of Lanes to use:
@) All Lanes with Tagged Peaks
(O Lanes with Occupancy = 1

Select Tags

O Lanes Selected in Active Tab

751  lanes selected.

(O Lanes with Selected Peak Tag(s):

1[: S!at’er

20 Scatter
s

Enumerate

) Histogram Plot

Select Data:

oz X

Select Tag:

PeakCenter A
PeakHeight
PeakFWHI

Peaki:iilFactor
PeakSize
PeakSignalToNoise

<Name> A

AutoExcluded
Duplicate
Excluded
NoiseLike
Target

Histogram Type:
O Linear Scale
O Linear Scale, Missing = 0
@® Log10 Scale
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15) =l %4 AMUIFA R8N - o x

2.58X10°, ~

SRRQ@[En[-+p

Histogram of AML1 PeakArea for the subset of 836 wells
(835 AML1+ /1 AML1-)

120

100 - Mean: 2.58E+05
Median: 2.19E+05

Counts

16) 7 & 7 Export CSV-Standard: ,

378 397 416 435 454 474 493 512 531 551 570 589

(one row per lane for selected Log AML Pealirea

tags) = RAEHE, #H— PR = F RITRFAATRELE. 1
A R 7R 4 %

) Scout

File Edit Tools Help

Dz Re-detect peaks
S Peak tables

CEP 746318 Calculate size coefficients...
Inspect
Data visualization...

- ExportCSV. ) Standard: (one row per |

Exbort EGSS AdVanced: (oné row for each peak)
Overview Image

17) 43 40 2 {5 {& A B0 7] % 8] «Scout_Software_User_Guide» .
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Vi N

BWAFRBAWHERARERSE F, EEOTERMN, ¥ FKAE
Wash buffer 9% % 3 K. R ar b8 & TREF, HhXLHE
m%%ﬁ$o/E%%,Tzwé%ii%& CHEKHE T, E
RRZH, —REATHENEF#AT AN H XHIEL T H#HATHE 9
IR I TR B 22 3T o

BT 5 % 4 RO A4

> KBRS BB Wik A KFEK

< ﬁré‘%‘%, 10cm¥Esrm, &F, HEME, WKW, 50mLE &

5 Be

S
<> Prote|nS|mpIe scWesti 7| &, 5X Wash Buffer, —3#i, %t —

#i, WEE, SDS, Tris-HCl, B-ME
e R e R . R F TS 1 & Tris-HCI #n SDS & it i, 1E8-ME
AL IR L w

i
62.5 mM Tris-HCl (pH 6.8)
2% (W/V) SDS(20gin1L)

0.8% (v/v) B-ME (14.3 M)

KhraAEE N ENRTF. wRA LN, %% TWash Buffer,
REZAFR=Z R BRMABEN 60" Co WHKE—NER, ¥
AKEEBRITERANT ERNMLE. TR 7R EHSA KM
AKHEE. E&: ETRNBEHELERRNBEA AT, A0 RE R
AR, KB AR .
KRN P, BINA0mL ORGSR RNK, 85T, #K)E
FHOBEESEEE, FXhA&EHRN60 CARAERER, BHO 2
, AIRB\EFEFEAGCIHE. F&: FTHEKERMNEF, BE
Mo & — ANk R B 2% (PN 035-118) o Sk A EE 40 mL %
7% 5320 pL B-ME.
WMEERE, EANBABRE R, RE#H BN —TH#HERDL,
4 1 X Wash Buffer #e3# Z ik — ., R E A 15 -20 mL 1X Wash
Buffer, ¥ RIkF EE15 o4k, £ 4R, RFETRE, B ETHN
LA
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7) HFEIBELRRN, IEE TR, ERAEIABHREMGFRLT,

ReRMEREFEMAEE A ARIFERUNFERLT, HAERN
MAEHERRGWEE A

ANTIBODY

PROTEIN ABUNDANCE STRIPPING EFFICIENCY DETECTION: CYCLE 1 DETECTION: CYCLE 2
Similar Similar Either protein Remaining protein
i G 9 .
Similar Unequal ertciencyamibody B cticency amtbocy
Unequal Similar | Low abundance protein High abundance protein
Unequal Unequal Low abundance protein High abundance protein

TABLE 4. Multiplexing approaches for stripping and reprobing on Milo.

8) BRAUBGTHHIFAEENMEL, WRFRM SR, BUXH
TEME, TRS>FE, TRKEEAE 7 XEN, TRNBER

LA IR
9) ¥ ¥ A EE A LA £ 1 «Multiplexing to the Max: A Guide to
Stripping and Reprobing Your Single-Cell Westerns» .
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10. 2847 B E EZE I

2 3 E I

1) ER=EWEEHKRAE 10-30°C ], BEAL 10-90% = 7. wf
BE. BERKIERX, BHFZE. BRENBEMAEREE, HE
kB BERE IR o

2) Milo FFMARKANLF: FAH BT AEEN A RE, BITFE@HIF
i, FHLE, Et#E Leveling, #{flevelingZe0 + 0.2, REHI
O XALES, SBXxRIETMIRE, FXANEST@THTRE

3) Milo FizATh 2 B sy #ANFEHALR, T ZE— KA H 23 Milo 5
Ik R E B X Ao

4) Milo .3k % R )5, & KB %7 ##E W # Lysis/Run Buffer, 3 %
BT KA H kiR THhRE. WREFEZESLER, THLAKET X
WA N E ST AREE.

5) Innoscan H L% % . 3 Bt E 3547 Validation chip 347 4 g 46
Mo WMRFEFME, FE-NAHT—REREN. WRLEFHE
R, WAL RMEF RS AT AR . AT B @ W AT
L, &+ Scanner-Check scanner, R E N BRIz TE R ELWH —/
Check Report, Fra 8 H B 745, F£x BT,

6) 4 &1 0¥H % A ryValidation chip, H A& xR E. # T E
KE NN RKCHE W E, 2L 8 1R 7

6 —

7) Innoscan HE R JH i, 7E = & 4 Scanner-Disconnect < 32 38 ¥ ot
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BIFIER:

1)

T —EEATRFE, BAREAER, REABRKER, &
Ja Bl 2= 8 F At i DUBRAE 7 ¥

147 Milo sl F ZE X BT 5%, L mA2# Lysis/Run Buffer Jg % & i1
O x k Miloth ¥, &#Run, iE4T7 Milo,

A, muk, Ei, HEEHASAREH L, BEIEREY KT
To SAAERFTHREE R, W7MARE, #2735 5.
AR E— T E#MeR BT, ERAKESKNES, RFE
H, RAE—THWBE S EZ# . TEAANKEEREN —THE—
W, BAZ—@HE =
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1.7 19 5 &

I H BKE R E K
scWest Chips - Small 8 C250
scWest Chips - Standard 8 C300
scWest Chips - Large 8 C350
scWest Chips -Calibration 8 C400
10X Suspension Buffer 50 mL R101
5X Wash Buffer 250 mL R252
Lysis/Run Buffer (single use) 8X 15 mL R200
Antibody Diluent 2 20 mL 042-203
scWest chip canisters 4 035-118
Small scWest Kits + 10X Suspension K500
Standard scWest Kits Buffer K600
Large scWest Kits » 5X Wash Buffer K700
scWest Calibration Kits f;sﬁlst;ORiﬁ zg?feer:t . K800
Probing chamber and sponges | 1 A200
Three—PIex Antibody Probing 1 035-117
Fixture
Tweezers 91SA, wafer 1 035-023
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