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¢ Thermo Scientific Dionex Reagent-Free lon
Chromatography system

¢ Thermo Scientific Dionex AS-AP Autosampler

¢ Thermo Scientific Eluent Generator Cartridges 500
KOH

¢ Thermo Scientific ISQ EC Single Quadrupole Mass
Spectrometer

* Thermo Scientific Chromeleon Chromatography
Data System Software

oIS gajol

* 20mM KOH was generated through EGC-KOH
cartridge

HZ 219 (Standard stock solution)

* 1000 ppm OFEAHE FZ Il
* 1000 ppm ZAtH FZ=2IoH

A2 EZ 2% (Working standards)

- A8 EEBUS N ZH0| EE AU ZHE| B4}

SIAN HEZ 20H: 1,0-150 ppb S& 9|2 5|4
o M HE 2H:1.0-70.0 ppb 5 HPZ 5|4

A|2 MA{2| (Sample preparation)

« Al201g2 10 mL E2|Z 213 22 ZatA30) A7t
° jc_/'\__J'\_E Ekl]}l'xl x|'|T'__ - 1‘5‘?_ Eal !

¢ 0|2 A|ZE 0.2 um LIYE HEQl HEZE ofut

SZ20tETo) =A

o Thermo Scientific Dionex lonPac AS11-HC IC
Column, 2 mm x 250 mm (P/N 052961)
= © Thermo Scientific Dionex lonPac AS11-HC IC Guard
Column, 2 mm x 50 mm (P/N 052963)

O|s4t 20mM KOH, generated using an EGC-KOH cartridge
[=E5 0.25mL/min
Y QB 2 30°C

Thermo Scientific Dionex DRS 600 Dynamically
Regenerated Suppressor, 2mm (P/N 088667)

External Water Mode via AXP pump at 0.3 ml/min flow
rate

ofx7| TE 13mA
=olzt 250uL
M A|ZE 30 minutes
I3t 2 482°C

ol Mol B2 2 150°C
=2M Negative

LA (AZZ0]) FRF -2000V

2A TtA of 79.9 psig
HE7tA o 7.7 psig
AL TIA o 0.0 psig

OFEANH BL|EZ!  46.3m/z

Al DLER 62.1 m/z
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ThermoFisher
SCIENTIFIC

ThermoFisher At Dynabeads™ Protein A and Magnet Starter Pack, 40 reactions
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2[ot JlHolck S BN CiEe A4 B2t 85
90, Z3H| TR0 FHE| ChUTO|LE gl
OF MO} N|E AZSTHE| CHYY EptNS Rafsts o
ol ¢St

Dynabeads® Protein A
or Dynabeads” Protein G

Add sample with antibody

Wash
and elute Add sample with target protein

Isolate pure
antibodies

Wash

Mild elution for isolation ~ Denaturing elution for isolation
of native protein of denatured target protein

2. X glofl £0|HQl &K|E Dynabeads® Protein A
= GOl ZEAIZICE EH7F 2RE HIE= 2= 2 W A& IP-co-IPE 7t
St otH, 82 T2 EZ0|| w2t =S MAEE 4= At
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- EHEI-CHIT ASEtE 17

- ChY S 2y

- 2HA) EHlo] it A7

B 8210| SIKI2t MIZ L (S, M, 2 S)of et 7
£ oFNS SHske 4 Yl S S TS S
OF BICt. B3 BT Ol Y, AN B2, pHe IP =
£ 9 BN 80| 2T QP 2 P DAL Al
AR| M2 gelo] MIE L 91|, MESY! 28t 3l -
TS NSRS D O S ChS 2910 FHEICt

A 5L E £Hot0] 83l HI = PBSE 1-5 mg/mLE
ZHotLt.

Buffer 25

= RIPA HI{

* IPOIlA =2 A (background) A1=

o o
- QS EITES HAAIL 4 U8
- BT chilE MOXIE G0l B — MOXIE S Tz
A Ol
T MO

= NP-40 HIj

- EHHT Y BTt g

QlAtst A1 (7|LtOFR &Y )0l ALS

- ERHEI-chiTl A1 GI0] F2 AHBElE Hol2 Y
AN, IP U UASHS HE B3 i 5 7 el A8 E

— I (Direct Method)

« 1A} 814 AbR 0| Mg

Xt SHHIE MA Dynabeads®0i| ZeHAIZ! 5| A|2et =3t
2-8°CO{| A tilting-rotation HHR. =7t £OH 102, ZLRA|
Z[CH 1A ZEER| HE.

= ZFH (Indirect Method)

« Al ISHE I S EFO| RS T o 1f M
 BIE-AIZ ZSHF 54312 B2 28 « 215 Rlof

XSRS M Sl Eat HA ol eh|-2a SRtHE Hast
%l Dynabeads®= E&. 12k &K= 2| 2H|7} H|=0)| HY

Zefo) £82 5 4 20| T,

B1—35HY22EL WA ProteinA/GEE £
4 (8%)

Human (Total Ig) S S
Mouse (Total Ig) S S)
Rat (Total Ig) w M
Goat / Sheep / Cow (Total Ig) w S]
Horse (Total Ig) w S
Rabbit (Total Ig) S S
Dog / Cat/ Pig / Guinea pig S w
Chicken (Total Ig) N N

S: 2ot 2Bt M: E7H 2B W oot BB N: 2B 9IS 19G MEZEHA
2 X
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Dynabeads®-H|-2t# S2ttl= co-IPOl| JCHE A5t
7Lt lg 28| SDS-PAGE-YAH 22 S CIRAER!
EMof| Z23Ict Kt ZEE 1K EHlE gelat B 35
85|, 0| m|st2{H 1X+ 2H|E H|=0f| 7kl (crosslink)
B{Oof BHCE 2 pH(0.IM A|E2A pH 2-3, 22)2| &3t 2

£ W2 pH =7 A| BT TES HES 25 QiCh

7k (Crosslinking) £t51 AFst

e 7tW0|= 5 mM BS3(Pierce Cat. no. 21580) &%t
DMP-DSSE A2 7ts
e 7t F82 100%7} OFL|2 2 XpH 8% THA|Z H|7fn

SN 2 UX|, 8E == pHE FA| Y&t

e 7tul ZO|= DTT-R-HIELEOELS S SHH AL Al &

M Bt EE A LEE U

ojo

o Jtu 2 Fste &4

Al Al 7t E Tt surfaceactivated
Dynabeads®= &

A
qzEs

Denaturing elution
W + Z - SDS-PAGE for staining and
Denatured protein identification

target protein - SDS-PAGE for western blotting
« SDS-PAGE for fluorography

Mild elution
% + E - Protein characterization
« Immunization
+ Enzyme studies
+ AA sequence determination

« Crystallization

No elution
% + Protein interactions
Immobilized « Enzyme studies

target protein + Bioassays
+ Immunoassays

Native
target protein

O22. CH2AER S0 ME SE ZIZEE MY
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=2 S8AR0ME ALl ClAT ZXH T’jﬂlﬂ(spinning
disk confocal microscopy)tt ZsHA L AHXl & = 3
0| & (super-resolution lattice structured illumination
microscopy)2 2t CI7|s E2E2! CrestOptics2l
X-Light V3 + DeepSIM A|AEIS ATHSICE O] £ A|AH
2 3XH ZCOA W21 H2 Alofe| o|0|EE 7+s3HA|
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ot S8
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ANtE HOJELE 2 A|ARIS| DM E M5 HE0| AlHA

7tAdnt HE A0 HAHQl S=AET| THA|2| HE|-5 H

£(head-to-neck ratio)2t 22 HUst HefSA £Xo| 7t

SOICL M2tA|, Ol &2t CHS 2 E 0|0|&0| Molst A7 E
7

TH431ET SN 4 Uk 22 YZBIC
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SIM(Structured llumination Microscopy)t Z+2 &of A
T H0jZ2 3Kt T ol 32t S

I Lj 725 EMMSH= O et HUEES HSTHCt six|gt
Ol2{gt 7|=2 Alof H7t m[gH=| 2 o|0|X| &= AlZto] &
OfXl= 82 ® 7IX| H|2fS SHtlCY.

CrestOptics= HTAL| 0|07 H2Fs KHHAARH| SHArA|
Z 5= UEE 450 At E2 71
Ol2{st S2EE 28l CrestOptics= X-Light V3 + Deep-
S|M AlAD( % )O 7HHI—0HO|:|:| Ol AlAE‘”O A]IlL-l |:|A
3 7|&0} XSHME SIM 7|ES SE6He] Sit) A7l ChY

¢ 978 558 4 Y S WAL

X-Light V3 + DeepSIM A|ABRI2 ALY C|AST J|&xt
XL A& TH(SIM) 7[&2 RIEE ZeSt0d, ZZA|0Kul-
tra-wide field of view), 12 O|0|X| &IE £, CHFSH S
Z o3k £H A= X0 100nm, S8 siAEs %
CH 300nm7tX| X|IStCHOR! 2). O] A|AHIS SUSH 22
7|2t 047 ](excitation) & & (emission) ZHHIE 28
St= 71K HEH7|E2S SXEC R AR (H1

=

eets )
06'C

211> X-Light V3 + DeepSIM A|AH

e X-Light V3 Spinning Disk
=== DeepSIM super-resolution
2|t S=(fps)

AOHFOV mm) Z|CH Z-depth(um)
0i7| I8 S0t
28 #i2i(nm) = (nm)

2= it (nm)

<OZ12> AR HH0|20|0|E - X-Light V3 3! DeepSIM2| 2 EH

2 ¢ T AARI0] T Z AL
Fto|2t 6] SUTHAET| AL (6.5um T LR)
40| 0 7| A= ZHE IR

NI 0] HZE A= & g 2t s

AFE/AZESLOf 6] FAAH] SUTH AT EL0] A
<H1> X-Light V3 % DeepSIM - [A" 24
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X-Light V3 + DeepSIM A|AHIS FZ ME Z=H| HAlnfo
S Hof| st A|lZ2E 33X H(confocal, CF) ZE9t =
f= (super-resolution, SR) 2 E0{|A 21&sHA| o|o|HE
UCL O] A|ARI2 FXH REO|MS| HET §2 FH
'— EX‘l __I.I.XE I‘lﬂl‘é'l.}” Alj
Siste= CHs 22 O|0A {3
I 3AE= X-Light V3 + DeepSIM
E;EI- _—ruk-log IFE?)"-'— __rI.XE =

L HO|N M CIE TE ZMeE EBY X-Light
0l 017 Oj0|2 2RI= HifE 2t of7| EE &S 1t

£|0] ALY ClA 30| HES Sl 0| HHTICL
047|‘_'<5|'8 OfA 32} ZH(galvo)E 22[610] DeepSIMLE
SO0izt = MEo| et WEE 22 52 X-Light V3

=
Ol AL83HE 2t St HE F=E Solf 722 HE

St
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DeepSIM2 # ZtAH0| Lt | 7FX[2] 1R HE[ZRIE
OtA 3 THEIS ZHE AKX ZE A|AHl(Jattice illumination
system)O|Ct. AEXI7} Cibet & 200l S| A|AHS
ZHY = JUTE HA (0] M, 0| Salf 2 o[0|E

= EdiT
2701 sl Z|Xo| ds= 2T

12| 3BE X-Light V3 + DeepSIM A|AHIO| ZHAIE (SR)
THOZ MFdt= FXE Ao I2I0|C

BO|X 2 LA CHE ZE FHERE Sl V3 2SO0l AlA
Hlo =2 S0{2t Ojo|3 2= gt 07| TY &8 S|
2t O] REOMz ALY C|AS T & H20||M MAHEICE H
S22 DeepSIMOE S0{7t DtAT Q| Bz S Sl X£H0|
XL, HEHZE 1Ekl= ZEE 0|ZsH W0l ZX} miE
(lattice pattern)2 FAFPICE ME0|A HEE 92 Clo]3
29| 0|2{(dichroic mirror)2} V32| Et&E(emission) ZEIS
A, MERE gk mpEgto| FHmH|2tof| 2fel K| EICE

= SEX=E Sl Lkt o|0[d RES S8fdt= O A0
X-Light V3 + DeepSIM A|AEI0| BO{Z= ofit Ro14
S AJWSEIR BICE Of AAHS MFMSst Hofo| el
B 880 0l S240[c ol emetol =
x| 22 o1y, blo] TES 715 S ME U UET 47
20l Ofslst= ol SRt CLWOI EE MSeC Ol4 7
M NF FEE ZASIHAME MBMSOHE AL S
42 2idoz FASP| fsiA= HE o[0X]| 25 £
of E2 Sl 2o #HE 0|F = 20| E+Ho|Ct.
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7| ZtXQ| OjM| =& ZHAIICE OFRA &[] FA|

(43 mm2)2 CF 2EOA £ 31 2 5hoj| 2iSer 4

X|oflM 2t 2= o], ChE MES S| 2I3H

23> A. CF 2ZE0{M X-Light V3 + DeepSIM2| 7H2f=

B. SR 2 =0{|A X-Light V3 + DeepSIM2| 72 =

M Rt 2EE7| 7t F2E Aot A2
.I

gat 7tadgel 225 I31I71|-I 0IOH PE

[(postsynaptic) =2, AlfA 7L+_’5' Q*ﬁ 2

O|Ct[1]. O el AlgiA B24S ZHSIHH

= XS, ToiE, LXst0|HEHn 22 M
X Zloknt XIMHO Z HRE|0| QAT [2]. [h2kA
M2 AHA 7|5 ZoHE Olsst ZRHE X|= Et
Stz o EHo|Ck J2qLt 2™ oA (diffraction
QIst Mok mi2of, of2{3t 7olli= £l XA
22 13 7|=0| Q7LEICE 0| flsH X-Light V3

+ DeepSIM A|ABIS Ao, X CF(confocal) &
4 HH|E et F, SR(su-

o

= =
. 52 AIOKFOV)E &85t o H2 F=

e g

= 0|3 0[0f& £T2 7 SAAIZ 4 2Uct

o
g2 S| T 242 ¢
7

olct. 53], P2l 2457

&S (cortical region)of| ZiEst0] A2 TIHZICE
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<024> GFP &ol 70| ZetEl T £t 0pRA | HHo| iy

0|0]X| Nikon CFI Plan Apochromat Lambda D 20X Air CH22I =7}
ZAEl X-Light V3 + DeepSIM A|ARI9| CF RE2 st

T2l 5= CF 2E(O2! 5A)2t SR Z=(T%! 5B) ZF0|A
EHHE ch| TR FHol|A 253t 83 um Z-AEH2| 3D 0]
0|X|E EOJEL}. 0= X-Light V3 + DeepSIM A|AHIO| =
N ANZOIME STTH MESHN X8 FUSH| AlZate
2 A= FHot M52 BEHFECEL 023t 7|s2 & E’E! H
mot 20| STt YEE MEO| MYt 1XE MUSHA|
TESH= o EeAolCh O 62 AZE 4=7|(neuronal
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Waters Corporation, United States
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ACQUITY UPLC M-Class System,

| 1A
A& T8 ACQUITY Premier UPLC System, Xevo™ G3
e BioResolve Peptide C18 RP Column (186011513)
== ACQUITY Peptide BEH C18 Column(186005592)
25 9 F =A ZE 25:60 °C, A2 2%: 6 °C, T 1L
o= At Mobile phase A: 0.1% Formic Acid in H.0

ee Mobile phase B: 0.1% Formic Acid in ACN

Ave. P 4o 166

TIC [Counts)

2 4 [ 8 10 12 1 16 18

ACQUITY UPLC Peplide BEH C.g, 300 A,
1.7 um, 1.0 x 50 mm (Stainless Steel) Ave. P 40 170

,J._.LJMU-R.,“W’Li b‘J L w’LJL

12 1"
Ratantion bme fmin]

184

TIC [Counts]
wn
)
S

J21. MassPREP Enolase Digest with Phosphopeptides Mix
°| £ 0|2 I Z0tEIZM(TIC) H]wl.
- BioResolve Peptide C18 RP Column (MaxPeak Premier, If 2+4)
- ACQUITY Peptide BEH C18 Column (AE[QI2|A A ZH24M)

712! 12 BioResolve Peptide C18 RP ZiZn} AH|QIZ|A
AE ACQUITY Peptide BEH C18 Z&0f|A MassPREP
Enolase Digest with Phosphopeptides Mix2| & 0|2
I=OETH(TIC)S EoELL F ZE2 |Afet D2 22
OHUS LIEHAXZH £ HEO|E(AZ HEAIE T|3 HZX)9
2olisoll= of7tel Xto|7t QUCE Edis KHol= & ZHE 74|
MER XHO[01I M HIEH Ao 2 HOIC}, I3 HA2 Max-

Peak Premier Z& 1t A2 HZO|AM IA| Xt0|= ICE

ACQUITY Peptide BEH C1s

(Stainless Steel)
- 1004
, Injection 1 Injection 1
% 51 XIC % T51 XIC
5] 504
- % -
875 9 925 875 9 925
100- S
Injection 10  4go, Injection 10
% T51 XIC T51 XIC
%
501 50-
0 . . 0 T
875 9 925 875 9 925

ACQUITY Peptide BEH C1s

% i {Stainless Steel)
100- 100
Iruec‘flun 1 Injection 1
% gp XIC % T19p XIC
50- | 50
USP Tailing USP Tailing
Factor: 1.67 kFactor: 3.28
D 1 L S D L) T T
4 5 6 4 5 6
100+ Injection 10 100 Injection 10
T19p XIC T19p XIC
% ' % =
50- 50
ol : ol— , -
4 5 6 4 5 6

T19p: HLADLpSK (acidic residue, p: phosphorylated residue)

1212, MassPREP Enolase Digest with Phosphopeptides Mix
Li & 7Hof Ak THIEHO|=0f| TSt XIC H| . I2HA: BioResolve C18 RP
Column (MaxPeak Premier) Z-24: ACQUITY Peptide BEH C18

(Stainless steel)
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2 =X, FIt2 S2ERE 17H2f OtALIIE EXb(aspartic
acid) 270 Zest= EE 7IRICE = Hu HEO|=2!
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of chah 12| =2t 102] = HI0|E{7t H|w =KL
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APPLICATION NOTE ® : ZEH|@YA

O|2{$t Zut= OI0|TZZZ L TZ0|A A HIEHO|= £4 Waters MaxPeak Premier Microflow ZiZi2| 0|
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