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3 Al A
9
AT 1
o] &3l Ag(disulfide bond)S Edtshs @uldolA A7) o)gsl Ags FAA 7= @A; 2

7] olgs} Agtel fUF WA 9 s 4872 viels dARLRAS WeAA olFs AT A

AN dAE 38t

re ox
iy

7] ddlsl= 8718 X

] 400 equiv.?l HAE o]3

ng
ol
o

o gFe ol AFL TFSH: WM 1 equiv. B¥ 10 Y

AT 2
A 1 ol ojA,

o]}l AdS xIetE whlE S AntE A€l (somatostatin), BFol AR (lysozyme), ©HAME Fv A (single-
chain Fv fragment, ScFvOx), C¢lE{#& a-2b(interferon a-2b), L-gFEART(g-lactalbumin), ZFHA~
E7d W& HMEFO]=(CCK-releasing peptide), ZAJEW(calcitonin), Fx=EAl(conotoxins), o}3Hl
(apamin), A== (endothelin), HH3FA T  FElo]=(posterior pituitary peptide), B-
hANP(antiparallel dimer of a-ANP), p-FZXxE41(p-Conotoxins(geographutoxins)), o-Zx=E4l(w-
Conotoxin), =4 E#A  A3fA|(C. maximatrypsin inhibitor), UYZMAl(defensins), 7B EEA
(charybdotoxin), *Fel9] small PTTHQ! bombyxins, 2wz 217 %5 (sea anemone neurotoxin), AFg <Q1&H
(human insulin), A3AFEAAAA}(epidermal growth factors), & & EHA A& A (bovine pancreatic
trypsin  inhibitor), C5a o} }=&EA1(C5a  anaphylatoxin), <AA S Ad(angiogenin), ©l|7]2~ElEl
(echistatin), <A&P(elafin), RNA #3l&EA  A(ribonuclease A), HE-1,4-A=ZFFIYA(B-1,4
endoglucanase, EGPh) % &A|(antibody)Z o]F o IFOoZHE XMeld sl o] 42l e o|3tst Ags
ANAAA 7= BH .

2T% 3

o]} Ajts AT dAle FAA EAtA S,

471 BdA= Ena(2-F 224 ") A (Tris(2-carboxyethyl) phosphine, TCEP), B-WEZE w2 (B-
mercaptoethanol), TIE]QE# o] = (Dithiothreitol, DIT) % ZFE}E]-2(glutathione, GSH)O.&E o]Fojzl 1&
o BHE AEE s o]l 9w o) AFgS AAZAA = U

AT 4

513} A3 xZEslE @A 1 equiv. WH] 0.1 WA 10 equiv. ¢ Y o3t AFS

A3 5

A1 el 9lolA,
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=8 Zud 4

T 12 A 19 2 AdE AvtEAEE Ao HA schemeS LERH Aol

= 2 gdeAEAE HrleA & xS A IEvE 2 9-AZHEA 7] (Liquid Chromatography-Mass
Spectrometry, LC-MS)9] Fo]& A =ZwtE 13 (Total Ion Chromatogram, TIC) .2 e Ho|t},

ry,
3 Tdet

= AHAE H7IEHA S x2S QA AZeEYI-AFEAT(LC-NS) ] F5 o2 ARvtED
2 (Extracted I

on Chromatogram, EIC)S. & YERA AHolt},

E 4E ddeAgAES JAUeHH @8 gExTS A aRnEau-EZFEA 7] (LC-MS) e Mass-to-
charge(m/z) & e Ho|t},

=

rr

5 TYUEAHEAS 10 9 ¥e AFF AdAd-2nEAEE (Re-bridged somatostatin)g AT EZvLE
] -AZE A7) (LC-MS) 9] Fol ARvEIA(TIC) o2 vk Ao},

K

T 62 GUEAYAE 50 B 9 Ade AAA-AvtEAEES A T2 eE D8y -d #2124 7] (LC-MS) €
Zol2 ARMETIM(TIC) SR JeERA Aottt

R 7e 9duAUAT 100 9F W AQA-2PHE B S oA SR rhE o) 9] A A 7] (LC-

= LN
MS)e] ZFol& AZwlE A (TIC) &2 e Ao},
T 88 ddEAHAZ 500 FH 9 A¥L AAZA-LvEAEYS A g zetE gy -d#3EA 7] (LC-
MS)e] ZFol& ARwlE A (TIC) &2 e Ao},

9= ddeAEAE 10 G Yo AHFC QA A-AnEAEES A g 2eE 18- %22 7] (LC-MS) 9
AA-LvtEXEIRS A ZZefE 18T - g4 7] (LC-

v/;\_aoly.].e_ 100 r;l-al: L:10 213 Lo

Al AAZ-ArEXERS AAIT2rtE e 9 -AFA 7] (LC-
AR EIN(EIC) 2 el Zo]

IS

T 12¢ dLEAHAE 10 I ¥ 2 AAdA-AvEAEYS AAFAZRvtE Ty -dgEA 7] (LC-
MS) 2] Mass—to-charge(m/z)Z YEFH Aolt},

T 138 ddEAHAE 50 FH WS AT AAA-AvEAEYS AAIARvtE Ty -dgEA 7] (LC-
MS) 9] Mass—to—charge(m/z)= YEH Holt}.

T e SUEARYAE 100 G ¥ Ay Add-AvtExEEs dAIZelE s -A R4 7] (LC-
MS) 2] Mass—to—charge(m/z)Z YERHA AHolt},

155 Ao A AAA-ArtEAEE ] WA (Peak area, Abundance), & wr o] AbtfA ¢l o4& vehd 2
(]

e Fole JRZutE 1Mol HEE Al 7H(Retention time, RT)S vERH 18] =
CE= 50 23, D= 100 B3, Ex 500 FaFolt},

E FZole gEnEaHY gz o] WA (Peak area), = WAl At)A
AntEAEFE ) D-FE 3HY Y AntEAEE, G-18 AAd-AvlEAEE oot}

A
= 182 AAlel 20 whE AdE AvtEAEE el AA schemes WER Aot
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= 195 ddeAYAE AUty Aol 7 whSE (somatostatin(reduced form))S MNA| I 2rlE 17 y]-dokE
A71(LC-NS) 9] Fol ARZWEIM(TIC) ¥ FF ol AZrEIA(EIC)SZ Yepd Ho|tt.

T

T 20 ¥ 212 WUERHAE HUIE] A FIF vSES AAIZRvEII-AHEA 719 Mass-to-
charge(m/z) %2 YeRd ZHolt}.

=

L 22v g A"AE A7 ALY AdA-LavtEAEE S AAAZrtE 289 -E #3247 (LC-NS) o] Fel
2 AZAEIM(TIC) ¥ FF o] AZrEIH(EIC) 2 YERW Blolth,

T
-

=
T 23 2 24v GAdRtAYEAE UM AT AJE-AREZEES A I ZelE e -Z A 7] (LC-
MS) 2] Mass—to-charge(m/z)= YEFH AHolt},

& 25% AvtEAEE Add AFe] TIC 2 EIC HolHE yehit,
wgs YA 9 FAEA HE

Bouge dgd WS kg S da oY s AAdE 4 5 e vk, 54 AAES mdel dAlshy
A S|

FAE Adrgell gAletAl drgstaat dut.

N

2 g x= o83t A3S et TN AT o83t A3ES FAATIE @A(els), o3 A7 F
o wA);

A7) o3kl Aol FYE wz W sl ZE7]|E EFete dUEAHAS WSAA o3 AFgE A
AZAA 7= dA(el3), ol&st A3 AAd dA)E Fa duEe Ay o)t AFgS AIAE ¢ ).

= agolx o]stst A3 I WA W olskst A% AdE dAe s whgT] A FAl FEE 4 9l
on, Ee FAFoR Fdd vk, &, 3Tl o83t ARS xFste o, A ¥ ddeAEA
& H7tsle] oldsl A% Y dA 2 olgsl A7 AAE dAE sAlA FAY ¢ glow, i oldst A
S XosteE dud 2 SGAE HESAIA olgs A3 S dAE FAs &, ddEAHAE HUks & uks
AlA ol&3t A AAAd dAE ST 4 o

B oamo A o]53t Ag sk WA= o83 AgS Easl=E dulEg A Aly] o33 AgS YT E WA
o]t}

H oo A o]53} A (disulfide bond E¥: disulfide bridge)™ F 709 Aol (R-SH) g7 Alolo] A
H T& A%gEs ou|sict. o)yt o]sks AL R-S-S-R EE -S-S-2 ZTHI £ Qrt. B duoA o]F3t 2
& xdehe w2 ol sk o)) o33t AjS xFste dd S ougit),

7] olstsl AR g4 AY, A4 AEAE T3 gEo] wwde FxE MGIAIE 9SS T
ATk, =, dwld Yo EAjskE o33l A3te dude] 33 F2E AL 4 9l

2 oA o33l Adto] FdE "WwAS F SR, Ee "y didrelgl xde ¢ Q. dE &
o], @R AulEAEES ALET A9 A7 G AAHES 3I9E AvlEAEE (somatostatin(reduced
form))elgt AT 4 Aot

d FA A, ol AgES EFste G FRE 586 AFHA Ferh. E dHdAE dE 59,
2wl E 2B (somatostatin), o]zt (lysozyme), ©@AME Fv AH(single-chain Fv fragment, ScFvOx), <1
B9 2 a-2b(interferon a-2b), LI-FELRW(a-lactalbumin), FEA2E7|I WEH  FElo] = (CCK-
releasing peptide), ZAIEM(calcitonin), F:x%E4l(conotoxins), o}l (apamin), <MEEH (endothelin),
w5t A #9 $MElo]=(posterior pituitary peptide), B-hANP(antiparallel dimer of a-ANP), p-Z=54
(n—-Conotoxins(geographutoxins)), w-Fx=%52(w-Conotoxin), ¥ EHA  AHA(C. maximatrypsin
inhibitor), T]#Al(defensins), 7t2]H =% (charybdotoxin), Fol€] small PTTHQ! bombyxins, w|& 417
= (sea anemone neurotoxin), AFE ¢1&# (human insulin), I M XAE<1 2 (epidermal growth factors), 4
#7F E-Al A A (bovine pancreatic trypsin inhibitor), C5a oF}Z&EA1(C5a anaphylatoxin), <1*] 7]
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d(angiogenin), °|7]2~Etd (echistatin), <z} (elafin), RNA E3i&
F7MY4A(B-1,4 endoglucanase, EGPh) % 3}A](antibody)® o] Foxl :’-3
4= o}, oluf, A= full antibody, Half antibody %=+ Fab 5 < 9l

A(ribonuclease A), WE-1,4-AN==
2ZRE Ad9H sy o)ds A E

_“U F{E

EIO

w oo ANeAE olFe AR TFHE VWA 2rtEAHUS Agstel, 47 ArtEsEE o) F
8 AFe BN F, AQAN7E 342 SIS

A A, T Fof o]st Aghe] AU FUA] AN =B ¢ gl

A7) BYAe] FRHE dde] olgksl AjtS YA 4 Qo 5] AgEHA goun, dF 59, Es
(2-F 2 2|")14 (Tris(2-carboxyethyl) phosphine, TCEP), B-"|EZIE| &2 ( 3-mercaptoethanol), TFE
QEolE(Dithiothreitol, DIT) % ZFFE}E]2(glutathione, GSH)SE o]Fojzx IFo2HE Adld s}

e AHET & Ak,

0%
{o

A FFe o]sst A3S xFste Tl
T A, A7 5 WY
A3tE ™, 10 equiv. =
Aol Fr}.
FA A, o]stst A%
vl 2 SAE HUtgk & kg

equiv. WH] 0.1 WA 10 equiv. E+= 1 WA 3 equi
oA o]stsl A3tel el goldtA FE 4 dor, 0.1 equiv. H|§ko]H 3
233 A9 vbEekA] i e FhAT EAeH HER ) AEd IS AN
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01=<> 1o,

A7) g Mo o a9k 2l 9142 (Phosphate-buffered saline, PBS) % H-Akodob=
saline, BBS)® o]Fojxl oA AEE gl o] dd 4 vk, &, {7]&u= tholn
sulfoxide, DMSO) % EHEg}slo] =2 F & (Tetrahydrofuran, THF)S.2 o]Fojzl oA
ATt

2] A, o]F3 A% Y dAE 18 WA 40T, 18 WA 27T W= 20 WX 25ColA 30 ¥ x5 A
1} 30 B EE90EF gd &

219147 (Borate-buffered
g g:}/«} |=(Dimethyl
Aed sl oY

iy

A FAldel A, o)kt A E¥ehs WM Y] o]s Agte] FUEL 50 WA 100% E= 70 WA
100%9 4 Att.
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o] o OH o o) O OMe
H Hjﬁzaf H)K@ H)K@Gv‘le H)‘@\
OMe O/\ OMe OMe
o) o) 0 o) o}
" OMe H)KQ HJ@ HJ\@L H)f@,er
OMe F Br Cl
OMe
o o o i o o
d“ wNps s < ™
i NH, ! j N/
N7 “NH, 4 N H 07 “NH,
o) 0 o

CI”"°N”"NH,  H,NT N o} N
N’
. H
o
H 0 H O%iin
T »
N“ N N N H N N
H H P H +
F
O  H 0
0 3 O | H
o
N H b N\
N k@\} " N ! N
H N H N ”
H 0 H

TAXH R, ddetAHAE= 4-ob AU F]) = (4-Anisaldehyde, 4-Methoxybenzaldehyde), 3-H 2R AHz]2 <)
3| =(3-Bromosalicylaldehyde), 4-(ZZ3}=72-A))¥l =235 =(4-(Propargyloxy)benzaldehyde), 3,4-t]H|=
AWl =L H) 3] = (3, 4-Dimethoxybenzaldehyde), 2,4-t]WE AWl =238 =(2,4-Dimethoxybenzaldehyde), 3,4,5-
Eg v EA M =L H S =(3,4,5-Trimethoxybenzaldehyde), 4-4-ZFQ 2Wl=%d|38] = (Fluorobenzaldehyde), 4-
H 2 2l =2d 3] = (4-Bromobenzaldehyde), 4-FZ2Zul=244d3]=(4-Chlorobenzaldehyde), 3-H ZRul=2d|3]
= (3-Bromobenzaldehyde), 2-o}7| =1 ¥ %03 = (2-Aninonicotinaldehyde), 5-0}7]:=Eojr]ol&-2-7F =]
3] = (5-aminothiazole-2-carbaldehyde), ©]m|t}E-2-7}2 1 £~ H|8] = (Imidazole-2-carboxaldehyde), o}=|th=
-4-7}2 8-~ d) 5| = (Imidazole-4-carboxaldehyde), 2-o}n|:=-3-F =2 FE ¥ (2-Anino-3-formylchromone), 2-

olv| =—4-F 2 2 3] g 1| -5-7} 2 2] 5] = (2-amino-4-chloropyr imidine-5-carbaldehyde) , 2-obn] =y g u) -
5-7H5 224 d] 3] = (2-Aminopyr imidine-5-carboxaldehyde), 2-o}v]w=wl=<d] 5] = (2-Aminobenzaldehyde), 1H-¢I
t}Z£-6-7}8- 2~ 2 H) 3] = (1H-1ndazole—6-carboxaldehyde) , 3-¥d-1H-9) g} % -4-7}8 4~ 2+ d) 8] = (3-Pheny 1 - 1H-

pyrazole—4-carboxaldehyde), 7-°}x}¢l&E-3-7}H5 2~ )8 =(7-Azaindole-3-carboxaldehyde), <ITh&E-5-7F52
193] = (Indazole-5-carboxaldehyde), ¢1t}&E-2-7}% ~ ¢k = (Indole-2-carboxaldehyde), ¢1T}&E-3-7}& A
2 H 3] = (Indole-3-carboxaldehyde), 2-™€<lE-3-7}3 22 H| 8] = (2-Methylindole-3-carboxaldehyde), ¢1&-
4-7t2 52~ 4 d3] = (Indole-4-carboxaldehyde), $l&-5-7F2 82~ H 3] = (Indole-5-carboxaldehyde), <S1&-
6-7t2E 23] = (Indole-6-carboxaldehyde), 3-(4-Z22 0 2 d) v EA4-712 5 AU 3 = (3-(4-
Fluorophenyl)pyrazole-4-carboxaldehyde) % 5-v]EA|-2-H€-11-21E-3-7} 22 H] 3] = (5-Methoxy-2-methyl-
1H-indole-3-carbaldehyed) 2 ©]Fo]%l Z1F o= E HAed dfut ofdd 4 St

il

e

ES
5], B o= wito] AFlel(Alkyne) FE71E JHAE LHE=EE @ A% F Q. o]
FFole] T2 kB (d: o} = 28-7](Azido group), R-N;)S A3t o) S 3R ATt
Hol| & ddeigAo thE FEE A4t AMEE A =4 A (Antibody-drug Conjugate, ADC)
2 Aok A3 A (Protein-drug Conjugate, PDC)E A3t 2l Fa3st ZRF7 |2 &8E &
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=
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& 9ugit

Aol A, ddetrs AR 4-o}] A2 3] = (4-Anisaldehyde, 4-Methoxybenzaldehyde)Z A& A9, &
g2 13 22 93-S F3 FdE olsst AFS AJEAY + vk, FAHLR ) 4ol ads| =] &
SlE 287 FhRdE '@ § solr, AV gxdd F e -SH #877F Ajste] -S-C-S-7F AxE

o &, “OdeA” 2 QA4 (re-bridged)® T Aol Alxd & Q.

Rz
0 op/_\ g”
* HgrR " t g
H H 3 H,0 H S
rd s/
MeO Ri OMe Ri OMe
good electrophile  good nucleophile One carbon bridge
wF, dduadA] gdes, F, QUIEIE PAS: Bh QA F SIS QAAL B ol &l
g2 29 o] ®hae] AjES o] fdte]l e etEe dAE  Jorw WA gAR V|ed £
Atk
(v 2]
2R
o) oy/\ g 2
Drug H\—/ H Drug -H,0 H Drug
R’ R{

=

[¢)
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=
o
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=

Y VEdAE FASFEEA F O =
£, Dibromomaleimide(DBM)©] dt}h. 4F7] DBMS A}
A3tel o Wi, gRE olF Ao <

Lo
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B>
v}
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i
H

ol
P‘L
(e

2
Bl M2 SYEsE Tss BAdRaYAS ekt o] Buldel gA SHelA vl

TA AN, dusl= 2grE E2Fee ddeAEA
v 1 WA 1,000 equiv., 1 WA 500 equiv. == 10 WA 400 equiv.d = dt}.

TA oA, o]t AF AAA A= Fuje] EAstelA FAT 5 Sl

71 FvlE Cu( DA Fof, Cu(IDA Fvl, Zn(IDHA Zvf B Hg(IDA Fvjz o] Fo)xl JFo=iy e

S} olae AFEE 4 glon], FAMOR (1) Ed Astoll e AHET & k.

7] FZve] @kl o)gsl AFS s A 1 equiv. HiH] 0.01 WA 10 equiv.d
A shve] wkgr] el o)3st A
WS AnkEe] dUFE 487§ T

ME A EF R WIAIE PHOE F3T & Anh,

FA oA, o133 AT AAA GAE 18 WA 45C T 30 WA 45ColA 1 WA 5 Az FeF 8 5
o},

FA QA A, o3} Adte] AJZAEL 0.5 WA 90%, 0.5 WA 30% FE= 20 WA 80% EE= 50 WA 80%Y
Jrh. AAAEe HUE 2EAHES J|FoR ADDY AntEXEEY v &S Yehdin,

oA AAZE 0|33 Age -S-C-S-9 +xE 71d 5 A
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[0076]

[0078]

[0080]
[0081]
[0082]
[0083]

[0085]

[0086]

[0087]
[0088]

[0089]

[0090]

[0091]

[0093]

[0094]
[0095]
[0097]
[0098]
[0100]

[0101]
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& & vk EE, NS-QIOFE A

o2
rob
=
(e}
(@)
a
=
j=}
5
o
(@)
[N
5
oL
=
oy
oQ
(@]
@)
B
oy
oQ
o
S
D
e
ae}
=
(@}
2
iae}
D
ko)
=t
[N
@
[N
=
=
oQ
(@]
@)
B
oy
oQ
o
S
D
e
i
)
ox,

o, ¥ we olslE §7] Slstel mEAT A o
wodge] WE W 1S 99 delA e w9 Aol bsEe gl
= A% gAw

>
o

= =
oleld WA R ol AR HHATHA S AE FAL Aol
AR
AR 1

1. 1 ml ep BB Aikek=2] 2 5= (Phosphate-buffered saline, PBS)9} AmtE~E}H (somatostatin) 20ul
(1.0 equiv., 2 0.75 mM)E 7138k},

2, BHo EgA(2-F2Ro|d)A4 (Tris(2-carboxyethyl) phosphine, TCEP)S #7138k t}e& tiolwd AHE
Abo]l = (Dimethyl sulfoxide, DMSO)E H7}3tgitt.

3. 4-o}] A4 3] = (4-Methoxybenzaldehyde) (£ 19 Aldehyde® 71A3HE F B H7}sl3tt.

(z+z+, 0, 10, 50, 100, 500 euiv)

=
offt
22
rlI
olo
>,
bh)
2
o
R=)
o
ot
©
re
flo

4. 93} o}d(Zinc chloride, ZnCl,) &NE H7}slar, 37 ColA 3 A
HEgsto| =2 F 2 (Tetrahydrofuran, THF)O| *Holith.

i

5. 3 A3+ &, Sep-Pak FEHZE Hl-g EFES oAHstal, ZE HAE FTAHC].

6. 43 3 AFEL &3 A= (elusion buffer) o2 &3 A|7]3L LC-MS/Q-ToF & A&} T},

# 1

Entry 1 Entry 2 Entry 3 Entry 4 Entry 5
AnlE 2~ EhE 20 ul (1 20 ul 20 ul 20 ul 20 ul

equiv.) (1 equiv.) (1 equiv.) (1 equiv.) (1 equiv.)
Aldehyde* 0 ul (diluted) |1 ul (diluted) |5 ul (diluted) |10 ul 0.93 ul (not

0 equiv. 10 equiv. 50 equiv. (diluted) diulted) 500

100 equiv. cquiv.

7nCl % 1 ul (diluted) |1 ul (diluted) |1 ul (diluted) |1 ul (diluted) |1 ul (diluted)
TCEP 3 ul (diluted) |3 ul (diluted) [3 ul (diluted) |3 ul (diluted) |3 ul (diluted)
Buf fer (PBS) 80 ul 80 ul 80 ul 80 ul 80 ul

(diluted) (diluted) (diluted) (diluted) (diluted)
DMSO(10% v/v) 10.44 ul 9.44 ul 5.44 ul 0.44 ul 9.51 ul

(diluted) (diluted) (diluted) (diluted) (diluted)
V(total) 114.44 ul 114.44 ul 114.44 ul 114.44 ul 114.44 ul

*Aldehyde solution: 1.86 ul of aldehyde and 98.14 ul of DMSO mixed. (1 ul = 10 equiv.)
**7inc Chloride solution: 30.525 ul and 969.475 ul mixed. (1 ul = 1 equiv.)

Tl 2 g

we A A g4 wAe mde el
avlEAEE O] o33} Age AedAel ol YW the, gAgrgAd o8 AAAHAT.
Agd 1. AAZZrE T -AFEH (LOMS/Q-ToF) A

=2 WA = 14 A 1049 ddaaygAE HUbehA ¥ dza(ddE LvtEsEE £33 3 94
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[0102]

[0103]

[0104]

[0105]

[0107]

[0108]

[0109]

[0110]

[0112]

[0114]

[0116]

[0118]

[0119]

[0121]

SS50l 10-2544949

gud B4 AP LEARES QA ARPHETYN-AFEAY Yn BAH AnkE e,

E HU1eA] e xS AN ITEntE g y-A R4 7] (Liquid Chromatography—
-NMS) 9] Fole AEZwE 1 (Total Ion Chromatogram, TIC) S E el Ho|t},

T 32 ddELYAE HIMSHA &2 YRS dAAZeEIYI-EFET 7] (LC-MS) Y] F& o2 ARvED
W (Extracted Ion Chromatogram, EIC )OO = UrEPﬂl ZAolt},

EF, = 4e ‘i‘r%“%iaﬁe A7kekAl @S dxas AAIERvETHI-FAFEA7I(LC-NS) S Mass—to-

A7) % 2 WA E ao] e el o], anbEsEiEle] flAlsh wealel o)gsl Aol @olx AL 9
¥ % gln.

AN 19 Entry 15004 RE G@e anfEiBRls sFowsn, ddws
50, 100, 5009] TH3l ZHA % ol Hhg-g

oE
il
=)
=3
I
-
1o
rlo
=
—
=

B oago = 5 & 9 %W & 128 ddeAEAS 10 9, 26, ® 10 ¥ = 13& 50 ¥, =7, & 11
2 T 14E 100 e ddeAxYAE 2z HUrek Whgo] Fol ARvEIM(TIC), FEO|2IZvEIT
(EIC) & Mass-to-charge(m/z) 1#fZZ vjepdich

7] =Rel vephd wviep o], AnfEsElRlo] SYAe} wkgste] o|3sl Agto] Zojx|H, 10, 50 ¥ 1009
GABLHAS H7Fe S8 7|oA AAA-LvlEEE (Re-bridged somatostatin)o] HEHUSS U 4
A

ik, & 8ol uERG ‘ﬂ}@r o], G@dbAYAS 500 FF WG wkgo] A, AdZE FEe avtELEE
o

1 A&HA ) do] &4 ¥79 &3 (aggragation)stiL, 3ol o3 A
A gl de] ofo] FZojgo], old ule} AEIAE "oy AdZA AnfEZERC] AAHA] FE FoR o5H
=

shH ) et THE B3 dde A ALY I mE A=Y AUH] S E1E 5 9o, o8 ® 29
?ﬂﬂﬂﬁﬂ.%ﬁ%%ﬂﬂ%@‘ﬂ%@ﬁMM@@[ﬂtmw@h:%ﬂ%_LﬂEiﬂ%%-ﬂ%ii.ﬂﬂ@%:ﬁ

=z 2
Equiv. of linker 10 50 100 500
Area of
non-bridged form 1.58%107 1.66*107 2.81*10° 8.65*10*
Af_eaOf 1.25%10% 1.84*10% 6.22*10° 0
bridged form (not detected)
Re-bridging 0.79 11,13 22.14 0

Percentage (%)

E 20] hEhG wish gol, ARSI Ggel mE APA HES mwE A3, FES 100 FFS Wb
[e] 13
=

47) % 150 vhehd whsh gol, ShEEIE 100 RS AARE W AR wge] A we AL FAT 5 9
o.

3, = 16 2 178 77 wdEr sy Ao Gk wE Fo]R ARmEINY FEolR JRwEIHNS =23
gk gzot),
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[0122]

[0123]

[0124]

[0126]
[0127]

[0129]

[0130]

[0131]

[0132]
[0133]
[0135]
[0136]
[0138]

[0139]

[0140]

[0141]

[0142]

[0144]

[0145]

[0146]

[0147]
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T 162 AntE2Ele AAA 29 TIC dolEelth., & 16914 (A), (B), (O, (D), (B)= ZZ o(dde4+3
AE AbgEA €g), 10, 50, 100, 500 FFo] wrdet & AR A9E dehig. ded LvtEAEY
o] WFEE AlZF(Retention time, RT)& 7-8% Alolo|n  AAZA-AvlEX2EE Q] HEE A7HE 10-10.9% Alo]
oltt. AAA ArfE2EIE-S (B), (C) 2 (D)A #HE

¢

= 17
Xz

& AvtEXEY AQAZ Aol EIC HolHZ, ddeAay AL Jifo| mME FEFo| AZulEI3M] 1y
o] WA (Peak area), & TAol A=l A4S el A AuEXENE, D-FE 393 AvfEXEE,
G-I+ ANAZA-LvE2EFE (Re-bridged somatostatin)©|t}.

H<%3F TIC, EIC ¥ Mass-to-Charge(m/z) Hlo|E|E &3, 10, 50, 100 2ol <& = 3z
AS A7 el A artE2ERY] AAA (re-bridging) AdE 7= A RIS Ao

AAd 2.
st7]e] WHe s LvtEAEre el o)shsl AdE FUARl F AAEAZ.

1. stirring bar7} E°1& 10 mL Hlo]dol] AvlEAERE % 1.0 equiv. (5.0 umol) % & 30 uLE H7I8HA

“871=

b

Fae 9

s

5 420 uLol TCEP - HCI (2.0 equiv.) % K,C05(3.0 equiv.)& ¥9% &HS 3
oF wwtslgltt,

il gul

ni'

7hek g, AeelA 1 AR B

3. vlo]de] EgoEolTl(triethylamine) 15.0 equivE H7}8ta, 4-(ZRH=ZAL2A))HZLH 3] =(4-
(Propargyloxy)benzaldehyde) 10.0 equiv % ZnCl, 1.0 equiv. &9 (in THF)E A7) vlol o] ¢a¥ oz 7}
=

4, 9§ EES A2 WA uyk 3T,

5. Whgol B F, EFES T2 AT thd, LCNS/Q-ToF2 A8kl

A 2. JAZE2rtETY-AFEA (LCNS/Q-ToF) 23}

%19 WA 24 AAld] 2ol o] F2F ke R #9¥ AvEsEe @ @4 gud 249 AQD AEsy
Wg oA ertE e -daE Al Wi BAS Ang Yehit,

WA, £ 10 GUBLYAS W] el B WeR, F HAE AVEAEUS A arEd -2
LCNS)E Fole AZPEIR(TIC, A9 TeE) 2 5% ol A=rEIREIC, ofd Tez)oz vhehil
Aeltt

w20 9218 GARAPAS Wrlelr] el F wgE, 5 298 2nEAHEY AAArEae

9] -4 71 9] Mass-to-charge(m/z) & VERHR Zlo|t},

47) % 19 WA 210 e et o], AvhEZEbele] B1AISH ukg el o) Fal Aol BolW AL AAY
F vt
002 o] WS

Al 20 BE B3R AvEAEES VlFomsiy, ddeAa® A (linker) o T2 10
ey 35eiet.

B oago A & 22 TdEAE
2ulE 3] -d =R 7] (

o}

L, = 23 ¥ 24v DUEAYHAE HUMSE AT AJA-AvEAEES AAFZvfE 2] -AgE A7)
(LC-MS) 9] Mass-to-charge(m/z) = bl AHo|t}.

A7) =do| yehdt ule} o], smlExElRC] Ao} whgsle] o]dsl Ajle] EojAW, TAdEAHAE H
718k wh-S- 27 oAl Al A-2nE 2B}l (Re-bridged somatostatin)©] 7 el

= #H7pek Aol AAA-AvlE~EFE (Re-bridged somatostatin)S HA|=
J(LC-MS) 9] Fo]2 ARVEIU(TIC) R FF o2 ARVEIN(EIC) 2 HEpd Ho
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[0149]

[0151]

[0153]

[0154]

[0156]

[0157]
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A, AET EWe Fo wAvaYAY) Artel BE AYBe) YUl Fe HAY 5 glor], oF H 3
A 359
Z 3

Equiv. of linker 10

Area of

non-bridged form teoTe

Area of

bridged form el

Re-bridging

Percentage (%) 3

Al 20] wE 10 T Lduls|=olA AAA v &S AAld 1(10 T LHs|=
A £ 4-ol) A~ 3] = (4-methoxybenzaldehyde) & Abg8lE ART 53 AS 3

w3, 4-(Z2 272 A))wl =2 5] = (4-(Propargyloxy)benzaldehyde)
Z20e0: KO3 AR, AR & 24 5)& F7F 2 A 23, Ad

m& il
9o

AutEAEE A9 Ad A3 TIC 2 EIC Holg|E vebditt.

ro

A, £ 25

als

(re brldglng) ANE A= RS -Qf‘ﬂf’% -’F R

=g
EH]
]NH
HO,,
LR 0 O
RS TS
s, NH N A
m’“NH T S
0P, HaN O A on NH
\g/NH; ; \O_J.i COOH ccj’NH &
OH HN - N
COOH jf I u"\s s’;‘J)Lﬁ g NH;
OHHN\)LN/\‘/S /\HL MNH; “SOH PNJS‘NHE
% o H
OH
?I/\NJK,,NHz
O
Cyclic somatostatin Re-bridged

somatostatin
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EH2

110 & (Cpd 1: C76 HI06 NIE 019 52 4ES| EICTIE3.7395, 1540.7435, 16412436, 16617215 ..) Sean Frag=350.07 WorklisDam1d
! ! 2300 2

[ I I R B T T T R T T R )

Counts vs. Aeguisifon Time (min}

EH3

110 % |Cpd 1: CI6 H1068 N18 015 52 +ES| EIC{1639.7255, 1640.7425, 1641.2436, 1661.2215 ..) Scan Frag=350.0% WorklisDan1d
1 1
2.800 £

0 E it
BN EEE T R EE R RN IR R

Counts vs. Acquisifon Time {min)

=10 5 |Cpd 1: €76 H10G K18 019 52 + FBF Spactrum {7765, 7850 min} WarklziDanid Subtrst

163P40S
175 PR 105K 1hofaszp )+

16512228
LCTEH 105N 19016521 Naj+

u: Jl;.. Lo,

1608 1623 1600 1612 1634 1608 1630 160 1642 1644 1646 1643 1690 1852 1854 1695 1650 1990 19A2 195 1695 1650 1670 1672 164 1675 1673 1690 1622 1634 1698 1633 1600 1832
Caurts vz, Mzt Charge{ miz)

EHS

x10 7 |+E51 TG Scmn Frag-3500v WarklstDatld

1140 Tk 2

1
03
03
a7
08
05
a4
03

02
(1] _JJJ/“"‘“J"

i 2z 4 4 5 & 7 & 8 @ 11 f2 1@ W 5 @ 1? W ® AW AN 2 2N N 25 W T B/ B
Caunts v Acquestian Time{min)

EH6

x10 7 [$ESI TKC Scan Frag=39010 WarkletOatid

u 1R 2]
12
1
o3
08
a4
0z

| JA_J./\-JI_,M

i 2 a 4 § & 7 & 6 fa 11 2 © 1 15 # 7 @ 1 2 21 2 23 24 25 B 2 2 B
Caunts ¥s. Aoquisitian Time { min)
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EH7

oin
]
Jm
9!

210 7 [+ESI TIC Scan Frag=3900 WarklsiDatd 4

U 1
12.

as.

a4

0z

o
@
=

o 1 1z 13 W 15 & 17 18 W 20
Counts vs. Acquiion Time {min)

210 7 [4ESI TIC Sean Fray-3500V WarkisiDatsS d
He 1

[

».
@

EH9

0 1 f2 @ 1 15 ® 17 1@ 8 2

Caunts vs. Aoquisitian Time { min)

N 2% ® B OB B

xin ¢
(ER U
164
144
1.2

0.4
0.2

1

Cpd 1: C34 H112 NIZ 020 S2 4ESI EIC(1I57.7814, 1758.2044, 1755.7858, 1779.7634 ..} Sean Frag=350.0Y WorklisDan2d

10388

0233

EH]I0

oo o# B 5 % N b ok 2

Counts vs. Aequisifon Time {min)

2

]

)

Cpd 1: C34 H112 N1B
1

1

020 S2: +ESI EIC(1757.7814, 1758.7044, 1758.2858, 1779.2634 ) Scan Frag=350.0¥ WorklisDanid
g

1084

0208

EH]I

o1 B o8 # 5 & B B b B

Counts vs. Acquisifon Time {min)

bl
1

Cpd 1: CB4 H112 N18 020 SZ +ESI EIC{1750.7814, W5B.7844, 1759.7058, 1778.7634 ..) Sean Frag=350.0¥ WorklisDag4d

10.286
10218

o b & % 5 & N ok b

Counts vs, Aequisifon Time { min)
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EHI2

x10 3 |Cpd 1: G834 H112 N18 020 52 4 FBF Spactrum {10843 10849 min) WarklsiDas2d Suliat

2 17597901

55 JICHH 12N 1902SZH K
1780763

2 JCHEH112H 1900052 Ha)s
15

1
05 I

1745 175 1755 70 1785 170 1735 170 1735 170 175 1800 1905 1810 1815 1220

Coaurts vs. M- G harge {miz)

#1004 [Cpd 1: G4 HIT2 N19 000 52 + FBF Spactrum {10341-10524 min) Warkietamdd Subtrct
1755fpss
i jH)
4
17907649

3 {ICB4H 112N 190052 Naj+

z

1

a [ “ | Y

75 .t el e s e e e 1 e % A @ e s w17

Caurts vz. Mazs-4a-C harge {miz)

210 ¢ |Cpd £: €34 H112 18 CR052: + FBF Spoctrum {10882 10508 mir) WarkictDasid Subirct

Psapas
1 (CSIHIEN b H
17807652
03 {IC84H112N 1900052 Na)+
a8
04

- | [

75 e 12 1M e 1788 170 172 A 1TM 7M1 R 13 DB 7R 10 7R P e
Counts vz, Mass-4-Charge { miz)

REL RS v S S ] RE

EHIS

[ Intact + reduced form
Il Relinked form

1.5409

1.0:409

Abundance

5.0404

L w1

T
,\Q ‘,Q NQQ ‘OQQ.

Equiv. of linker
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EHI6
Intact or reduced form of Somatostatin + linker
somatostatin 4 (retention time: 10~10.9min) ‘
(retention time: 7~8min)
(A) (B)
500,000 100,000+
400,000 80,000
: o
g 300000 § 60,000+
gzeo.ono & 4000
4
100,000 20,0004 J
o 5 10 15 20 - 5 10 16 20
Acquisition Time (min) Acquisition Time (min)
(C)
100,
80,
L3
§ 60,
£
2, l
0+ T 1 T y T .!' T J
0 5 10 15 20 5 10 15 20
Acquisition Time (min) Acquisition Time (min)
(E)
50,000
40,000
°©
§ ,
H3
& 20,000
10,000 A
o 5 10 15 20
Acquisition Time (min)
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EWHI7
10 Equiv. 50 Equiv. 100 Equiv.
(A) (B) ()
300,000
1,000,000+ 1,000,000
i b -
£ waoon] 2 8000004 £ vooco)
L = - . " al
5 10 L] 20 s 10 13 20 5 10 5 20
Acquisition Time (min) Acquisition Time (min) Acquisition Time (min)
(D) (E) (F)
300,000
1,000,000 1000000
H 2 § M0s0o]
& 100,000
y 5 10 15 20 . H 10 15 n * [ 10 L 2
Acquisition Time (min) Acquisition Time (min) Acquisition Time (min)
(G) (H) U]
300
1,000, 1.000,000-
[ g E 200,000
g - H & w
o s 10 15 20 ° s 10 15 B s H 10 18 20
Amtl:lﬂon Tire (min) Acquisition Time (min) Acquisition Time (min)
EHI8
NH

v(
i ,©
: O/ .y
2 r TN"’
©/¢( OJ\I NH 04 COOH
oH HN\)k M
Oy NH
; gooll o j/ 9 N/\ 5 X " ke
z ] \
OHHN\)Lu ,\Hkg Sy ”
“oH L 7
)R TR T
@ H
Cyclic somatostatin Re-bridged \\
somatostatin
EHI9
K106 oEBI TI Beus Fua-B50 OV mbados o abaisd
1 1 e 2
oA
LT
04
02
w104 [Ced 11076 HI06 118 010 B o081 £1C 020 5784, 020 70,021 3754, 942 3564 , ) Beas Fuo-E50 O mbidon tao abaios d
24 e rim 2
25
2
15
1 CE
08 s
0
T & 4 8= G A AR T R WOk b W s 2 s 2k ai a5 d5 2F 2B b 2b 2 fr zb Bu

Carntia. Acasiitas Tina (vis)
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AT 10 18 1) o3¢ o3

o o5, ks o-Chi o

76 105 B 10516 @7 + R Gcan £ 75— Bl il rrtin w0 ciiks 4 @ieic

146 770
1073 108 (931060 i+

1l ala
op (e o B3l 0o

o
Comes =s Muss ~o-Chirs brd:

K106 +EBITI Bus Fuo—B50 04 mbridas o skamsd
W) g
0rs
05
028

o4 [Gad 15686 112 818 OU0 B2 oEB1 £13 601 2044 AU 1 AUSE. 8L 2U66.Q 12 2768 ..) Bous Fuo-250 01 mbedon mo mbamed
aft I 11.5dd .
H

2
1 L ssrd 20200
o

1 4 4 &4 # d 6 W M W o W o W W w2 N sk

Canmwm. dzarin Tirew (win)

o 4 o 2 o o N g ok om

EH23

+lo¢ [Cod licacu Tz nlacm

#7-11 510 rite P

sl
[N ]

EH2

+iot [Ead

FLETFTE A wbao

o0 7
5 A |l | SoaRa W g e

SRSy
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Somatostatin, TIC

n ‘

5 10 15
Acquisition Time (min)

Reduced somatostatin, EIC

50000
40000
H 30000
-
20000
@ [
10000 10000
. L 0+
L] 10 15 20 o

SS50l 10-2544949

Rebridged somatostatin, EIC

L
Acquisition Time (min)
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