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SN 70BN AV FFIE FEANE GFoR grE 5 QY.

ol g Az dE] A9 B uye TeFEULEEE AT A Yo
YutE o 2 AQlE o] By e] L FEULE=E BRAste E2Y £
Azg HE S FAAE Ao, o)) gt HE] 3 B d o] WFd x3E.

E oo A gof "Alz2g HE "= Ae S5 el 52 fHE =, 7H

FIE F2A s SHNY - UAEE Ae 2H A Eol 25 7
AZE A7) 5 HE =g IYse TEHEULEEY AV DS ke
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[109]

[110]

[111]

[112]

[113]

DNA AlZE-& dugth 47 2H HEL A& A E T e TREH,
31315]' XW‘ @3}7]-?1‘5?}%”9] 2 eole] Y, HEE mRNA 2| BF
2 5o FAL 23 AMES
S SFAXUNZ YHAAEH §, &5 AsH

& lod, Als 2 AA e BFE 4 A

E— e 011*1 A E = AZF HEE SFAXE Yol A B4 7 g AolH
£33 4R Fon, FhA] €zl Ao HE & o] &3t A& 5
Atk B ALEE = HE Y 2 JF AEo] Ay Az E
Zepan =, F2vE vlojgi A L 2 L9 A & & 5 ATk & E9, BA
HE = ZAvE HEZ2A pWElS, M13, MBL3, MBL4, IXII, ASHII, APII, t10,
t11, Charond4A, & Charon21A & AHEE 4 glor, Eet 20 = HE EA
pBRA|, pUCA, pBluescriptlIAl, pGEMA], pTZ7|, pCLA| H pETA & A&
Ak B g ol A ALE 7hE g HE = 5E 8] A dHE = A o] olun FA "
t’a“'?i HE] & AR T 5 QT

7] A2 HEE 2 Eyy 277 FEAE A -43“ FAXEE
%é_ﬁ DA 7 =] ALgEth e 2 dyeo] gRQl, ole s JAAF A EE &
Wy o] Sl o © A E] 9] FA] o)) AR E Y, 2 E 9 %’?—7}3 FreA g
AL A AT A A T AR 915

oA §of "357"“45}'” X dwA g I3t FYFEULEHES
23t A2 HEHE SFAE U B985 SFAXE WA 47
%ﬂ‘ﬁ%ﬂﬂoﬂ‘:ﬂi T:‘?_}‘gﬂ;“o] e YRS ot AL o g
FAAGH L FEUQLE =7 SFAE oA ddEE 5 79k o,

ST A 2 9 °§’>5|ZJ] Well A= fAXIstAY FAA 9o 928
/3}?40101 o5 X5 E ¥ 3§3l},

ESH A7 Y REdEEE B8 4l A S 393 DNA E RNAE
23gth 7] 2 FEULHEE SFAXE YR E‘QQ‘H 4dE Qe
Ao, o g Fel &2 =9 H = Ro|EAugitt. d & 59, 47
ZYFEULHEE AA XL Z TP 2% BE 53- £ ¥t
FAAF F2A QA EH 7HA E (expression cassette)®] FE R SF A Fof] =0E
T Atk A7 HE S Ee B4 A7) FEwEELE = 3 7H5 A
AZ =] & T2 EEH (promoter), A FAANE, B BF AT L A
FTANZE X388 5 Ut 47 L4d FHHEE AA A7} Hs e dE dE
Hed 5 ok g Y] 2w EHLEEE I AA FEHE A X
EHo], F A Fo A Fd st XD 25 753 dAE U=

AY 5 glon, ol A=A Fe=.

EGH A7) A &o] "2E ThsEtA A E RAold R U A JE =g
FZR38E ZYUFEULEHEY HALE /A E vl E S st T2 E
AMET A7 TR A Eol 715 H R AEEHY JE AE o .

of¥
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[114]

[115]
[116]

[117]

[118]

[119]

[120]

[121]

E o] At 3 2 dH o FYFEULHESE YRS st &
H3] AR vt & dHdd AR E e sFY EHL AdES
ﬂ%ﬂEmM#@*ﬂ*ﬂﬂﬂWﬁMmM@%%ﬁfW* 12~ A d g 2
Bacillus subtilis)®} 2 v} 2 2(Bacillus) & Ald; F =2 U2 FE T
Pseudomonas putida)$t &S 77 = E. U2 (Pseudomonas) < Al 7f; 3] 7] o}
3} 2 & 8] 2(Pichia pastoris), A} 7F2 vFo) Ml 2 A #] 8] X] ofl (Saccharomyces
cerevisiae), 2T ZAMFE ulo] Ml & En) (Schizosaccharomyces pombe)9} 7
B, AXETH G Z27]3 20(S9)% &S &5 A1 ¥E; R CHO, COS, BSC
‘:“*]' 2 FEAE A

G2 AAGHEM, 2 dP 2 A7) SFHE FEAE T8 AT £
H|REO] o} I X 58 oFehA] 24 %% A Z 3kt

ol A gof refubr e Y] FFIIE FEA BE ZAEY FYRE
H| ko] 9he & oA i Xl°ﬂ/\l7lt BE YA E g3, "X 8" AV

FIE FEA EE ZAAZY FAZ 8N FTA I SHHAY o] FA HE
EE PAE gt

EdyoA go] "R o g A H O R A A A B S
EYshe A& gujshy, 7] A& -T&l 2 543 o)) A gE A
oy A7l ZAE] AU B4 228 F U= AW A B2 E
23l Fog = 3loH, d & B0 BEZ U 5o, AU Fo, 25U Fof,
93 Fo, g T, AT Fo, T2 549, 80 5o, ] Fo, A3 U F
ol g 4 Ut

EagoA o] " PG G FAHAFTAE F SUEA, F d ol
AN BT W2 AEE Dl AR UutE o2 o] 50 mg/dl °l 3td W&
i) AP GFo] A7le EF YU A FE gAY <
F83he Abgo] d:it} S AHZo) AAY dF5Fol & EEOl o5
7A$ojtt, oo S5 AR g Pojrmgl = o E ] AL, FF Y AA A
A% HANAZTEZEY FFEIE 59 2R A, AEd A AF T
Jdedd g A7ba A sho] =
AL A0 A g ol A s 21
AEFe T 7ol fa Feol g

W

>

3, AAE B2, FH4 BFE
Fol WG & rh.
Yol low, Fu, A ew, ¥71%, T8,

27, 7hE FEAY, 52, FE, 2P 5L Ak AP Fo] 2.9
A&H W Ao Bato] Y AR 2AM L 2AH ] S s FE
ek,

B g ol A gof mH gk Aol Az o] Syt e =,
A A ] A (A F (kg) S A m) ] AlF L2 Y Bh7F25 o] de|d W e g
Aeojgth v T 2 W 7]kl AR of| L A] A Fol W&l G FLE ATt
ARG A S o 7 &) F2EE Aol T ot Bl gk A4
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[122]

[123]

[124]

[125]

[126]

[127]

A @& VA Ao 2 Gy 22X Fo] 24 74 o]
FohA AL, A7) % Foll, B Y, AEHA A& I Aol AAH dF9
35 ol TARE dHol T

e oA 2 EL TR 3Bt d A, FEA B
SIMAE 2T F Utk B2 M o] "FeH o= G IMT ol T

SRS L%‘E}‘é? AEALY FET FH FAEE d2INA F=Ae
T, 821 A", AT, A, AE, EAe] 2o i@
HE, 59 A=, —Eroq W, o8l A8 713 i EE B A AR E

5 o)} Fopo] 2 Gl A 2ol we Fpel o8 folsA 2AL

e 12 3 o
o
: o
o
n
i}
<
L

2oy FF7E FEAE T FFH 222 YR 587
HAE 72 23/ ¢ Joh A7) EAE 529 o) A gEA = don,
BT FAAel= A, EEA, FAHA, FF A, 718 3HA|, EALA, A BHA,
e oA, M4, F8 SS AT 7 3, -r’\}ziH B g-ollE S5, BEA,
"Eﬁ}ﬂl 7H8-3kA, S A, A B A F& EFEA AR e,

Folg2o 7 folle 714, FF A, E%Zﬂ BEA & A 7 AT

l"& E—’-}%’«i AT AYLE Gt g2 Fe 4o 3 §7ted EAl%
st g&stA Axd = Jo dF 5o, AT FAX e AA, ER,
Bg, LYM, 284, A9, dol3 59 U2 A= 5 3lor, FAMA 9
Aole a9l B4 AE 2 vy R R A2 5 QU 71E, £9,

el A stoF AE, MUE AlA 5o =2 AP e S Qi)
S, AR st M3 A, REA L HHA Y dTE FEA HrEZA
FARS AZNE, BIE, ALY E, o 2] 22 F, DEE, AR, ophAlol,

SAo|E, ANE, Bg FATGIE, 24 A2 A0IE, AT, WD
dg2s 040 g2, 2N YS B E, B, dPsto| =S A Mzl 0E,
T2 B3| EEA MR E, B, rh v 4 Llobel o E EE FEF SOl
A§E 5 ATk EE, FHA, FUA, 4 TA, F24, FE, FA 52
#7te T9% 5 Aok

TR E U A LBE BA, T, A, HG, D6, oA,
g, fA, A FA, B2E F80, NS EA, SAAZAA L FAR
)R FOZHE AU L o] kel AL HL F AT

g A7) S FEA okl A B o] nhek @b} AA )
Folo] He BAFAY AR, A AAL W= o} F ] Folof
FEE AN FUZ AZRAA FYANN SHH 02 G Fol PY S
ol g8te] AT, i 3%, FUR, 2SS, B, B, FRFW, 44, o,
A3, 98, B, w0, 25k, Fa, Ao A wE A P2
Tahshe w AT R Z2o dstel Fold & 1o}, o] Eo] FHHE AL
ohet.
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[128]

[129]

[130]
[131]

[132]

[133]

[134]
[135]

[136]

E A7 2FE FEAE ARG B fU] 8ol 2ol A=
388 o "D A (carrier) 2t S35t AMEE = Qa1 A olY TS
F7MAI717) YEte] FF AL, FARA EEYAEDT L G5 E,

ol A7 2 H Alh(ascorbic acid) = FFEHH 23 & 3413} A (antioxidants),
7] 2 o} E #| (chelating agents), A A} @A == T} & QA 3} A (stabilizers) 5 ©|
FA R ANRE T %

g o] ey 2 EY FAFH S5 XNRE A8, Fo H=, 219
AP AE L AT E A FTE T o8 & QA A, LY
FE o] Fiol utet A4 €t

ot

Etgol 2 &9 F FAFS 9 5o H(single dose) 2. 2 3Hx}ojl A Fof =
e, thE Eof B (multiple dose) &2 A7) BAEE 18 X2

H (fractionated treatment protocol)ol] 9] &l o€ 4= v}, & 2 o] oF5}H3
AEL A% Ao wet fadie] 2e 22 5 Ut utEA A 2
B SF 7T A 9 ulRA g AA & FL 5FF FA AF 1kgT F
0.0001 mg WA] 500 mgd &= A}, 28]} 7] SF71S F e 532
oSt A EY Fo ZE L XNE SFET ol 1] A, AT, A%
A, AE, A3 FFE, Aol R ujdE 5T Odd AU ES 18t Exlo
Wk F 5 FoAgo] ZAHHE Ao B olglgt & 1T W FEoFY
AR XA & 7k2 A A7) B odge 24 E 5 L E
AEG FE FAZFE 28T 7 US Aot} & Lo & oFH3 A2

i BN o Y

r
s
o
o
12
o
a3
X
ox,
o
flo
o=
éﬂ:‘
=
N
b
ox

g,

ol
=
ZAELS HAA SF 7k vla] Wstg, Zol g plE

Z]

e 22}E SEAS FEAEOE Xeshy] u ol ole] pHo) ue)
ANE SoE 2 5 FPAL UER 4EF B T RS AP
A 2RAE AR Azl F-E3 AHEE > 2

ol-gd], 47 ¥y 2AZFL Y EEHENUN AR E=XaadE
el = oFsH A A Al ¢} 83t FoE 4 Ut} e A7) oFEHA 2AHEL
H) gk dut = X8 A7 E el = 484 A A& F71E £33 5 Ut

A7) Blgk dw £ e X g2 a s YEh = o482 A A 5E 3] o]
A 3HE] 2] ¢k o}, GLP-1 =& A 218 Al (agonist), GIP(glucose-dependent
insulinotropic peptide) =& A 2 & Al (antagonist), 3 ¥ (Leptin) 5~8 A 2F-& A,
DPP-1V A &} A, Y5 & A 43 A, MCH(Melanin-concentrating hormone) -8 ]
A A, Y2/3/4 58 A ZH-8-A, MC3/4 & A 2H&A, /5%
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[137]
[138]

[139]

[140]

[141]
[142]

[143]

[144]
[145]
[146]
[147]

] 9} o} 4| (gastric/pancreatic lipase) #] 3l #ll, SHT2c 2H-&-4), B3A 48 A 2}-8-A),
o} & (Amylin) & A 2§ A, 22 2 (Ghrelin) 234 2 228A =83 dgA,
FGF1, FGF21 9=& A 28 4], CCK(Cholecystokinin) <=8 A =}-& 4], PP(Pancreatic
polypeptide) 58 284, =99l A F5 A A o] E = AUt

ETE GHEA, B Oy A7 2FE 1A BE ol E X8k 49
E& NANA FAsts GAE 2ot AE TG B HRHY G B

A8 WS AT E

2 2ol A 7] A E A8 7 e vrte] A HE AARA, 7] HET

EE R A AAE i F Aol THsIIAY I E e ATE X2

71 & 25 2R FES Anisiy, £ 2 Y S R EAR
e @ A= A g glo] 23t & 499 —?*7}5‘1 FEAE 2dste

AES AEF T T AH AA 0] T2, A&

2 AN5d Ut AYZ £ v Rk M= 7] A A8 § rtet

gg}ﬂ

FAE FEAS TPAE A 2HTE 4
Ae THY 5 AT AT F 19 TS 2l

A Aol o3 A & gom, 15 EE FH2
Atk e £ g e] BHA, 54 Bpo] o g FAH
g3t A sz W] ERe RS, 490l uhe B AA 7
128 748 24E, B2 A8, AF, A AG A,
Eol A% R 2B FH &, A RZE FAA

A TT G A H AL FA ALEEIE OFE S 1] H8 ChFE 212} o
wokell 2 el 7l fAF Aol Wk kA A g3k Aol whgA sk,

f“ e

48 g Ao,

H

EOE FHEA, 2 EY2 AET B H T Y B A 88 A 4FY
Azl QoA 47 2FHE FEA Y EEE AT
qrg e HAIE ?‘} S H

o, AAldl & Faeo] ¥ 2 & B} 48] At} ok a2y, o5
A= 20 g A or dgstr] A8 AR E g HeTtolE
AA ool FAE = AL o T

AN 1: 2272 3] cAMP ¥H-8-& Bol&= A X3 YAk

AL EF I 782§ 219 cDNA(OriGene Technologies, Inc. USA)%l A
ORFY| 8| @3l 8-S F3 02 3111, EcoRI A9 9} Xhol AHF-H &
] o]

_Zr.
217} £ 571 A DN 535 2 369 BUT L GUF Teto] v o) 5
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[148]

[149]

[150]

[151]

[152]
[153]

[154]

[155]
[156]
[157]
[158]

[159]

PCRE #3313t}

o], PCR ¥ 95°Col| A 60 <] ¥4, 55°Coll A 602 o] d ™ 2 68°Cell 4]
309 A 248 303] yHE £33} o] 2 HE FEZE PCRAME S 1.0%
o7tz A Ao A A7) B3I F450bp A7) MEE L8 ste] F58R .

Au}ak 2 glo]l v §-CAGCGACACCGACCGTCCCCCCGTACTTAAGGCC-3'

A7 PCRAHE S X9 S EAM X &3 e Q x0GC/dhfrol] E2 98t A=
W E] x0GC/GCGRE A %3831t}

A7) Al z3 A 23 9 e x0GC/GCGRE 10% FBS 8- DMEM/F12 Hj| X] o] A{
H] %3k CHO DG44 A X)) &) X He}ql-& o] &3] A3}, 1 mg/mL G418
2 10oM HEE M| EE E 33t AP R oA A wlj Falgitt. o] 25E
A MR oz G S ANEFE AP, o] FollA] FFIFof o
7 FEAEH cCAMP HHS S Hol = N EFE HFH o2 AE3A .

AAd 2: 2R F2A 9 74

ploll webA] & el duld el Sai %, &4 2 b Ao 2Rl AL
FA A o de] L&A A4] o]t} (Shaw, K. L. et al., Protein Science 10,
pp1206-1215, 2001). o] o) whe} AXH EA & 2= SF9HE 54 & 71Es7]
Asle], AEHZ: 19 HP SFF12Y ol et M E & A3 2 FH3E W
olu| Al Z7| 2 X 83t 317 B 139 2L EFIME FEAE s
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<

[160] [E1]

MEHS ohu] =4k A F 2 gA

AE¥5:1 |HSQGTFTSDYSKYLDSRRAQDFVQWL |-
MNT

MAWHE:2 |HSQGTFISDYSKYLDCDRAQDEVQW |-
LMNT

AEWH3F:3 |HSQGTFISDYSKYLDCERAQDEVQWL |-
MNT

MEM 5.4 |HSQGTFTSDYSKYLDSCDAQDFVQWL |-
MNT

A EdM3:5 |HSQGTFTSDYSKYLDSCEAQDFVQWL |-
MNT

LM %:6 |HSQGTFTSDYSKYLDSCEADDFVQWL |-
MNT

AWM F:7 |YSQGTFTSDYSKYLDSCEADDFVQWL |-
MNT

A EWM3:8 |YXQGTFTSDYSKYLDSCDAQDFVQW |-
LINT

AL F:9 |YXQGTFTSDYSKYLDSCDAQDFVVW |-
LINT

A EMF:10 [YXQGTFTSDYSKYLDSCDADDFVVW |-
LINT

AMEHF: 11 |[YXQGTFTSDYSKYLDEKCAKEFVQW |-
LMNT

MEHF:12 |YXQGTFTSDYSKYLDSRRAQDFVQW |-
LMNT

MAW35: 13 |YXQGTFTSDYSCYLDEKRAKEFVQWL |-
MNT

AdH3: 14 |[YXQGTFTSDYSKYLDCKRAKEFVQW |-
LMNT

MNEWME: 15 |YXQGTFTSDYSKYLCEKRAQDFVQW |-
LMNT

MEHNZ: 16 |YXQGTFTSDYSKYLDCRRAQVEVQW |-
LMRT
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MEHE:17 |[YXQGTFTSDYSKYLDCVRAQDFVQW |-
LMRT

MEHFE: 18 |YXQGTFTSDYSKYLDSRRACDFRLWL |-
MNT

MEHE: 19 |YXQGTFTSDYSKYLCEKRAKEFVQW |&H &4
LMNT

AL F:20 |[YXQGTFTSDYSKYLDECRAKEFVQW |¥ 84
LMNT

MEHF:21 |[YXQGTFTSDYSKYLDEKCAKEFVQW |¥ 34
LMNT

AMEHF:22 |YXQGTFTSDYSKYLDEKRCKEFVQW |¥ 34
LMNT

MENE:23 |[YXQGTFTSDYSKYCDEKRAKEFVQW |% & A]
LMNT

MNEWE: 24 |[YXQGTFTSDYSKCLDEKRAKEFVQW | & A]
LMNT

AN EW3E:25 [YXQGTFTSDYSKYLDEKRAKCFVQW |3 &4
LMNT

MNEHE:26 (WXQGTFTSDYSKYLDECRAKDFVQW |& &4
LMNT

M ¥ 527 [YXQGTFVSDYSKYLDECRAKDFVQW |¥ &4
LMNT

AN EH 328 |WXQGTFVSDYSKYLDECRAKDFVQW |3 &4
LMNT

A B F:29 |YXQGTFTSDYSKCLDERRAKDFVQW |3 @4
LMNT

A9 %5:30 |WXQGTFTSDYSKCLDERRAKDFVQW |% &4
LMNT

A EH3:31 |YXQGTFTSDYSKYLDCKRAKEFVQW |% 34
LMNT

XE9W35:32 [-SQGTFTSDYSKYLDECRAKEFVQWL |¥ ¥4
MNT

XN EW3:33 (WXQGTETSDYSKYCDERRAKEFVQW |¥ &4
LMNT
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MNEAH3: 34 |YXQGTFTSDYSKYCDERRAKEFVQW |% 34
LMNT

[161] A7 E 19 71 A8 AEHZ: 8 x| 31 Z 33 WA 349 A oA X2 3714
olu] = AFS H]H A F o}n] Akl Aib(aminoisobutyric acid)< ¢ V] 8},
"105&11324 2 R A0 )7 EABA e Ag, F AV HE R

=2 BAE A e I F 7] Ateloll AT 7t YYD Ae
b}E}‘:ﬂ‘:}.

[162]

[163]  AAH3: 2FIE F=A S pl 53

[164]

[165] A7) AA e 204 A E SFFEIFE SEA Y M EAE B35 )
ExPASy A1 ] ol A pI/Mw & (http://expasy. org/tools/pl_tool.html, Gasteiger et al.,
2003)2 AH-g-3He] obu] At A E 2 7E pIE FAE .

[166]
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[167] [¥2]
A= pl
AEdE: ] 6.8
AT 2 4.56
MEHS: 3 4.66
M E:4 4.13
MEMF:5 4.22
U3 6 4.03
Mg s 7 3.71
A3 8 3.77
ANEU3:9 3.77
AdHE: 10 3.66
A s 11 4.78
MW E: 12 6.04
MEHE: 13 4.78
AW % 14 8.12
A E: 15 6.11
AL E: 16 9.11
ANEH 317 6.03
MEWS: 18 8.15
MEWMS:19 8.12
AMEMB: 20 4.78
A2l 4.78
AW S22 6.20
A3 23 6.20
MEHFZ: 24 6.21
MEME: 25 8.12
A3 26 4.68
MEH3: 27 4.68
AMEH3: 28 4.68
A @329 6.15
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2
3
ol
o
LS
I
o

2
(e
fol
o0
o

X
2
ol
W
N
=

s
pe | w2 | me | ne | e
Iz
fol
W ($9] (98] (V] (%S
N
N
~J
o0

X
3
folr
g
>
Nt

o,
A

20 UERG Hhel ol A B 19 H 2RAHE0) 689 pIE B
ol i RS FEAE 4K 9 WA plE THA AXE

JERRGT £ 9 ge) BHE SRS FEAE AA 2RI Pl &
b7] @) 2o] £ pH 220 we AN Y SHE L S YA ek

[168]

3
oXx E‘R
r}m hil

IR
fl
o

4 B
fad

/‘1, E o g 277 FEAE AY T X852 AHEA] B3
EE xY 4 glen, g g ut X84, o & 9] GLP-1 &3] A,
GIP(glucose dependent insulinotropic peptide) 9~-& | Z &4 51}2] B8 Fofo
A3tate] @G E v A B A ZA F-E3HA A o A

[169]

irﬁ

[170]
071 olge dPegne, B ¥yo] £at slE ok FYAE B %ol 1
%8 APl B4 E 542 MASK @A thE FAH FHE AP

£ AL ol @ + Y2 Aolth o] s} B, o] o)A 7] & F YA

S BE WolA oA H 3l Aoln 3= Aol }u] A0 2 A o) & s okut
oo Mol Y] AN S AR ucs $Eeks 55 AT o)

CERERE S EEER AL i EwwmaLLMﬁ 7t

Y EEREELERPEEE EEEETS

r\u
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[A+E 1)

A+ 2]

AT
3l7] Yuk2 19] o}w| At M A S 288, AAE 25713 pIvt
TUEHA G FFIE FEA
X1-X2-QGTF-X7-SDYS-X12-X13-X14-X15-X16-X17-X18-X19-X20-X21-F-
X23-X24-W-L-X27-X28-T (& 52| 1)
271 A A,
X1& 3] 2Ed, ¢ Ao}n] x-3] 2 E] d(desamino-histidine),
] v & - 5] 2 E] I (N-dimethyl-histidine), H] E}- 5] =5 A]
oju| o} = 2 3} & 4H(beta-hydroxyimidazopropionic acid),
4-o] 1| t} Z o} A| E 4H(4-imidazoacetic acid), B EF-FF 2 E-A|
ol u| o}z X & 3] £ 4k(beta-carboxyimidazopropionic acid), E § £, E] 241
22 BEAS D,
X2& ¢ 9-v] g-2F g4 (a-methyl-glutamic acid), Aib(aminoisobutyric
acid), D-&&hd, 28] 4, Sar(N-methylglycine), Al & = D-Al| @ o] 11,
X7& EFod e wdo)a,
X12¥& Al ==
X132 B2 =
X145 FA =5 Al 2H o,
X15E ot a2 EAL &
X16& & F 4L, of 23t
Al 2HQlo] i,
X17& o} A2 ELL, S FE, S F 841, g4, ol 271 d, M-, E-
= Al &HIQlo] AL
X18L& o} A2 EAL SR EN, S F 84l ol 271d EE A& Qo) A,
X19% &y = Al 2E Qo]
X20< 24, S F AL EF N, ok 22 EAL g4 e
Al 2HQlo] aL;
X21& o2y 2 Bl 2584l A IEE Al 2Hlo] AL

B

X232 ¥ EE olE27|do] 1,

(&, 37] Duk2] 19] o} sl o] HEHE: 17 FUI F-55
A £13h.

A 13}l o)A, Guba] 19 ofu] At A G ol A

X1o] 3| AE|Y E= EYER 2 2L BEA s,
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Description
[Technical Field]

[0001] The present invention relates to novel glucagon derivatives having improved physical properties due to the
change in isoelectric point (pl), and a composition for preventing or treating hypoglycemia and obesity containing the
same as an active ingredient.

[Background Art]

[0002] Recent economic advances and lifestyle changes have been accompanied by great changes in dietary habits.
Particularly, busy people of today are overweight and obese due to high-calorie diets and insufficient exercise. The
World Health Organization (WHO) has reported that more than one billion adults are overweight worldwide, among them
over three million are clinically diagnosed with severe obesity, and 25,000 people die of overweight- or obesity-related
diseases every year (World Health Organization, Global Strategy on Diet, Physical Activity and Health, 2004).

[0003] Overweight and obesity are responsible for increasing blood pressure and cholesterol levels and causing or
worsening various diseases, such as cardiac diseases, diabetes, arthritis, etc. In addition, the problem of obesity is also
becoming a major cause in the increased incidence of atherosclerosis, hypertension, hyperlipidemia, or heart diseases
in children or teenagers as well as in adults. However, obesity is not easy to treat, because it is a complex disease
associated with the mechanisms of appetite control and energy metabolism. Accordingly, the treatment of obesity requires
not only the patient’s own efforts, but also a method capable of treating abnormal mechanisms associated with appetite
control and energy metabolism. Thus, efforts have been made to develop drugs for treating the abnormal mechanisms.
[0004] Asaresultofthese efforts, drugs such as Rimonabant (Sanofi-Aventis), Sibutramin (Abbott), Contrave (Takeda),
and Orlistat (Roche) have been developed, but they have the disadvantages of serious adverse effects or very weak
anti-obesity effects. For example, according to reports, Rimonabant showed a side-effect of central nervous system
disorder, Sibutramine and Contrave showed cardiovascular side-effects, and Orlistat showed only about 4 kg of weight
loss when taken for 1 year. Accordingly, there have been no therapeutic agents for obesity which can be prescribed
safely for obese patients.

[0005] Many extensive studies have been made to develop novel therapeutic agents for obesity which can resolve
the problems of the conventional anti-obesity drugs. Recently, glucagon derivatives have received much attention.
Glucagon is produced by the pancreas when blood glucose levels drop as a result of other medications or diseases, or
hormone or enzyme deficiencies. Glucagon stimulates glycogen breakdown in the liver, and facilitates glucose release
to raise blood glucose levels to a normal range. In addition to the effect of increasing the blood glucose levels, glucagon
suppresses appetite and activates hormone-sensitive lipase of adipocytes to facilitate lipolysis, thereby showing an anti-
obesity effect. However, the use of glucagon as a therapeutic agent has been limited due to its low solubility and its
property of being precipitated at a neutral pH.

[0006] One of the glucagon derivatives, glucagon like peptide-1 (GLP-1), is under development as a therapeutic agent
for treating hyperglycemia in patients with diabetes. GLP-1 has the functions of stimulating insulin synthesis and secretion,
inhlbiting glucagon secretion, slowing gastric emptying, increasing glucose utilization, and inhibiting food intake.
[0007] Exendin-4, prepared from lizard venom and having an amino acid homology of about 50% with GLP-1, was
also reported to activate the GLP-1 receptor, thereby reducing hyperglycemia in patients with diabetes. However, anti-
obesity drugs containing GLP-1 are reported to show side-effects such as vomiting and nausea.

[0008] As an alternative to GLP-1, therefore, much attention has been focused on oxyntomodulin, which can bind to
both receptors of the two peptides, GLP-1 and glucagon. Oxyntomodulin is a peptide prepared from a glucagon precursor,
pre-glucagon, and has the functions of inhibiting food intake and enhancing satiety of GLP-1, and has lipolytic activity
like glucagon, thus increasing its potency in anti-obesity therapy.

[0009] However, oxyntomodulin or derivatives thereof have a serious drawback in that an excess amount of the drug
should be administered daily for obesity treatment because they have low efficacy and a short in vivo half-life.

[0010] Additionally, when both activities of GLP-1 and glucagon are present in a single peptide, the activity ratio thereof
becomes fixed, and thus it is difficult to use a dual agonist with various ratios. Accordingly, a combined therapy capable
of using various activity ratios by adjusting the contents of GLP-1 and glucagon may be more effective.

[0011] However, for the combined therapy, it is required to improve the physical characteristics of glucagon, which
aggregates at a neutral pH and precipitates with time, thus showing poor solubility.

[0012] Under these circumstances, the present inventors have developed glucagon derivatives with partial modifica-
tions of the amino acid sequence of glucagon for the improvement of the therapeutic effects of glucagon on hypoglycemia
and obesity by improving the physical properties of glucagon, and have discovered that these glucagon derivatives have
improved solubility and higher stability at a neutral pH, thereby completing the present invention.
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[Disclosure]
[Technical Problem]

[0013] An object of the present invention is to provide a novel glucagon derivative with improved physical properties.
[0014] Ancther object of the present invention is to provide a composition for preventing or treating hypoglycemia
containing the glucagon derivative as an active ingredient.

[0015] A further object of the present invention is to provide a composition for preventing or treating obesity containing
the glucagon derivative as an active ingredient.

[Technical Solution]

[0016] In order to achieve the above objects, in an aspect, the present invention provides a novel glucagon derivative
which includes the amino acid sequence of the following General Formula 1 and has an isoelectric point (pl), which is
not the same as, i.e., different from, that of native glucagon:

X1-X2-QGTF-X7-SDYS-X12-X13-X14-X15-X16-X17-X18-X19-X20-X21-F-X23-X2 4-W-1-X27-X28-
T {General Formula 1)

wherein, in General Formula 1,

X1 is histidine, desamino-histidine, N-dimethyl-histidine, 3-hydroxyimidazopropionic acid, 4-imidazoacetic acid, p-
carboxyimidazopropionic acid, tryptophan, tyrosine, or deleted;

X2 is a-methyl-glutamic acid, aminoisobutyric acid (Aib), D-alanine, glycine, Sar(N-methylglycine), serine, or D-
serine;

X7 is threonine or valine;

X12 is lysine or cysteine;

X13 is tyrosine or cysteine;

X14 is leucine or cysteine;

X15 is aspartic acid, glutamic acid, or cysteine;

X186 is glutamic acid, aspartic acid, serine, a-methyl-glutamic acid, or cysteine;

X17 is aspartic acid, glutamine, glutamic acid, lysine, arginine, serine, valine, or cysteine;

X18 is aspartic acid, glutamine, glutamic acid, arginine, or cysteine;

X19 is alanine or cysteine;

X20 is lysine, glutamic acid, glutamine, aspartic acid, lysine, or cysteine;

X21 is aspartic acid, glutamic acid, valine, or cysteine;

X23 is valine or arginine;

X24 is valine, leucine, glutamine, or arginine;

X27 is isoleucine or methionine; and

X28 is arginine or asparagine

(with the proviso that when the amino acid sequence of General Formula 1 is identical to SEQ ID NO: 1, it is excluded).
[0017] The glucagon derivative according to the present invention includes a peptide, a peptide derivative, or a peptide
mimetic, which has improved physical properties by having a different p! from that of native glucagon by modifying a
part of the amino acid(s) of native glucagon.

[0018] As used herein, the term "native glucagon" refers to native human glucagon having the sequence of

His-Ser-GIn-Gly-Thr-Phe-Thr-Ser-Asp-Tyr-Ser-Lys-Tyr-Leu-Asp-Ser-Arg-Arg-Ala-Gln-Asp-Ph
e-Val-Gln-Trp-Leu-Met-Asn-Thr (SEQ ID NO: 1).

[0019] Referring to the sequence of General Formula 1 according to the present invention, the amino acids proceed
from the N-terminus on the left to the C-terminus on the right according to the conventional method of description.
Accordingly, when the "position" of any particular residue is referred to in the sequence of General Formula 1, it should
be interpreted in the same manner as when any position'in native glucagon or other molecules is referred to.

[0020] Over the entire specification of the present invention, not only the conventional one-letter or three-letter codes
for naturally occurring amino acids, but also those three-letter codes gene'rally allowed for other amino acids, such as
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a-aminoisobutyric acid (Aib), Sar(N-methylglycine), and a-methyl-glutamic acid, are used.
[0021] Additionally, the amino acids mentioned herein are abbreviated according to the nomenclature rules of [IUPAC-
JUB as follows:

Alanine A; Arginine R;
Asparagine N; Aspartic acid D;
Cysteine C; Glutamic acid E;
Glutamine Q; Glycine G;
Histidine H; Isoleucine l;
Leucine L; Lysine K;
Methionine M; Phenylalanine F:
Proline P; Serine S;
Threonine T; Tryptophan W,
Tyrosine Y;and Valine V.

[0022] As used herein, the term "peptide” refers to a compound of twe or more native and non-native amino acids or
amino acid derivatives such as a-amino acids linked by a peptide -bond. As used herein, the term "glucagon derivative”
refers to a peptide including the sequence of General Formula 1 or a derivative thereof, an analog, or a modified product
thereof. The peptide according to the present invention includes peptidomimetics, which have a change in pl compared
to that of native glucagon by modifying a part of the amino acid(s) of glucagon in the form of a substitution, etc. in an
exemplary embodiment of the present invention, the glucagon derivative has an isoelectric point different from that of
native glucagon while maintaining the activity of a glucagon receptor. In a more specific exemplary embodiment of the
present invention, the glucagon derivative refers to a peptide with improved solubility of native glucagon at a physiological
pH while maintaining the glucagon receptor activity.

[0023] As used herein, the term "pl" or "isoelectric point" refers to the pH value at which a macromolecule such as a
polypeptide has no net charge (0). In the case of a polypeptide with various charged functional groups, the net charge
of the total polypeptide is "0" at a point where the pH value is the same as that of pl. The net charge of the polypeptide
at a pH higher than the p! will be negative while the net charge of the polypeptide at a pH lower than the pl will be positive.
[0024] The pl values may be measured or estimated by a conventional method used in the art. For example, the pl
values may be measured on animmobilized pH gradient gel consisting of polyacrylamide, starch, or agarose by isoelectric
electrophoresis, or, for example, may be estimated from an amino acid sequence using a pl/MW tool (http://ex-
pasy.org/tools/pi_tool.html; Gasteiger et al., 2003) in an ExXPASYy server,

[0025] In a specific embodiment of the present invention, the glucagon derivative containing an amino acid sequence
of General Formula 1 encompasses any peptide that is prepared by the substitution, addition, deletion, or post-transia-
tional modification (e.g., methylation, acylation, ubiquitination, or intramalecular covalent bonding) of amino acid(s) in
the amino acid sequence of native glucagon represented by SEQ ID NO: 1, which exhibits improved solubility according
to the pH of a solution due to the difference of its pl from that of native glucagon while maintaining the glucagon receptor
activities as they are, thereby having improved in vivo chemical stability.

[0026] During the substitution or addition of amino acids, not only the 20 amino acids commonly found in human
proteins, but also atypical or non-naturally occurring amino acids and derivatives thereof can be used. Commercial
sources of atypical amino acids may include Sigma-Aldrich, ChemPep Inc., Genzyme Pharmaceuticals, etc. The peptides
including these amino acids and atypical peptide sequences may be synthesized and purchased from commercial
suppliers, e.g., American Peptide Company, Bachem (USA), or Anygen (Korea). Amino acid derivatives, e.g., desamino-
histidine, B-hydroxyimidazopropionic acid, 4-imidazoacetic acid, or B-carboxyimidazopropionic acid, may be obtained in
the same manner.

[0027] Since glucagon has a pH of about 7, it is insoluble in a solution having a pH of 6 to 8 and tends to precipitate
ata neutral pH. In an aqueous solution with a pH of 3 or below, glucagon is dissolved at the initial stage but precipitates
within one hour by forming a gel. Since the gelated glucagon mainly consists of B-sheet fibrils, the administration of the
thus-precipitated glucagon via an injection needle or intravenous injection will block blood vessels, and thus is not suitable
for use as an injection agent. In order to delay the precipitation process, acidic (pH of 2 to 4) formulations are commonly
used, and by doing so, glucagon can be maintained in a relatively non-aggregated state for a short period of time.
However, glucagon can form fibrils very rapidly at a low pH, and thus these acidic formulations must be injected upon
preparation.

[0028] It is widely known in the art that the solubility, activity, and stability of a protein in a solution can vary according
to pl (Shaw, K. L. et al., Protein Science 10, pp 1206-1215, 2001).

[0029] As such, the present inventors have developed glucagon derivatives with extended stability and functional
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effects by modifying the sequence of native glucagon, thereby altering its pl. The glucagon derivatives of the present
invention, by having an altered pl compared to that of native glucagon, are characterized in that they have improved
solubility and stability according to the pH of a given solution, compared to that of native glucagon.

{0030] In a specific embodiment of the present invention, the glucagon derivative may be a peptide in which, in the
amino acid sequence of General Formula 1,

X1 is histidine or tryptophan, tyrosine, or deleted,;

X2 is serine or aminoisobutyric acid (Aib);

X7 is threonine or valine;

X12 is lysine or cysteine;

X13 is tyrosine or cysteine;

X14 is leucine or cysteine;

X15 is aspartic acid or cysteine;

X16 is glutamic acid, aspartic acid, serine, or cysteine;

X17 is aspartic acid, glutamic acid, lysine, arginine, valine, or cysteine;

X18 is aspartic acid, glutamic acid, arginine, or cysteine;

X19 is alanine or cysteine;

X20 is lysine, glutamic acid, glutamine, aspartic acid, lysine, or cysteine;

X21 is aspartic acid, glutamic acid, valine, or cysteine;

X23 is valine or arginine;

X24 is valine, leucine, or glutamine;

X27 is isoleucine or methionine; and

X28 is arginine or asparagine

(with the proviso that when the amino acid sequence of General Formula 1 is identical to SEQ ID NO: 1, it is excluded).
[0031] More preferably, the glucagon derivative of the present invention may be a peptide including any one amino
acid sequence among the amino acid sequences represented by SEQ D NOS: 2 to 34.

[0032] The peptide including the glucagon derivative of the present invention may be prepared by a standard synthesis
method, a recombinant expression system, or any other method in the art. Accordingly, the glucagon analog according
to the present invention may be synthesized by many methods including the methods described below:

(a) a method of synthesizing a peptide by a solid-phase or liquid-phase method stepwise or by fragment assembly,
followed by isolation and purification of the final peptide product; or

(b) a method of expressing a nucleic acid construct encoding a peptide in a host cell and recovering the expression
product from the host cell culture; or

(c) @ method of performing an in vitro cell-free expression of a nucleic acid construct encoding a peptide and
recovering the expression product therefrom; or

(d) a method of obtaining peptide fragments by any combination of the methods (a), (b), and {c), obtaining the
peptide by linking the peptide fragments, and then recovering the peptide.

[0033] [n an exemplary aspect of the present invention, it was confirmed that the glucagon derivative of the present
invention has a different pl compared to that of native glucagon (see Table 1). As a result, the glucagon derivative of
the present invention has improved solubility and higher stability according to the pH of a given solution, compared to
that of native glucagon. Accordingly, the glucagon derivative of the present invention can increase patient compliance
when used as a hypoglycemic agent and is also suitable for the combined administration to be administered in combination
with other anti-obesity agents, and thus can be effectively used for the prevention and treatment of hypoglycemia and
obesity.

[0034] In this regard, the glucagon derivative of the present invention can provide an attractive therapeutic selection
regarding hypeglycemia, obesity, or associated diseases thereof.

[0035] For example, the glucagon derivative of the present invention is a major insulin response-controlling hormone,
and can be effectively used for the treatment of severe hypoglycemia in diabetic patients.

[0036] Additionally, the glucagon derivative of the present invention may be used as a pharmaceutical drug not only
for preventing body weight increase, promotion of body weight decrease, reduction of overweight, and obesities including
morbid obesity (e.g., by controlling appetite, ingestion, food intake, calorie intake, and/or energy consumption), but also
for treating obesity-related inflammation, obesity-related gallbladder disease, and obesity-induced sleep apnea, but is
not limited thereto, and may be used for treating the associated diseases or health conditions thereof. The glucagon
derivative of the present invention may also be used for treating the health conditions that may be associated with
obesity, such as metabolic syndrome, hypertension, atherosclerosis-induced dyslipidemia, arteriosclerosis, arterial chle-
rosis, coronary heart disease, strokes, etc. However, the effects of the glucagon derivative according to the present
invention may be mediated entirely or partially by the body weight-related effects described above or may be independent
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of the same.

[0037] Meanwhile, for the improvement of the therapeutic effects of the glucagon derivative of the present invention,
the glucagon derivative may be modified using the typical techniques in the art, including a modification with polymers
such as polyethylene glycol (PEG) and sugar chains, or a fusion with albumin, transferrin, fatty acid, and immunoglobulin,
etc. For example, at least one amino acid side chain within the compounds of the present invention may be attached to
a polymer in order to increase in vivo solubility and/or half-lives, and/or increase bioavailabilities thereof. These modifi-
cations are known to reduce the clearance of therapeutic proteins and peptides.

[0038] For these polymers, soluble (amphipathic or hydrophilic), non-toxic, and pharmaceutically inert polymers are
appropriate, and preferably, they may include PEG, homopolymers or copolymers of PEG, monomethyl-substituted
polymers (mPEG), and poly-amino acids such as poly-lysine, pcly-aspartic acid, and poly-glutamic acid.

[0039] The variants of the glucagon derivative as described above also belong to the scope of the present invention.
[0040] In another aspect, the presentinvention provides polynucleotides encoding the glucagon derivatives described
above.

[0041] The term "homology", as used herein for the polynucleotide, indicates the degree of similarity to a wild-type
amino acid sequence and a wild-type nucleic acid sequence, and includes a gene sequence that is 75% or higher,
preferably 85% or higher, more preferably 90% or higher, and even more preferably 95% or higher identical to the
polynucleotide sequence encoding the glucagon derivatives. The homology evaluation may be done with the naked eye
or using a commercially available program. Using a commercially available computer program, the homology between
two or more sequences may be expressed as a percentage (%), and the homology (%) between adjacent sequences
may be evaluated. The polynucleotide encoding the glucagon derivatives may be inserted into a vector and expressed
to obtain a large amount of the glucagon derivatives.

[0042] For these recombinant expressions, the polynucleotides of the present invention are generally inserted into
appropriate vectors to construct cloning vectors or recombinant vectors containing these ponnucleotides and these
vectors also belong to the scope of the present invention.

[0043] As used herein, the term "recombinant vector” refers to a DNA construct including the sequence of a polynu-
cleotide encoding a target peptide, which is operably linked to an appropriate regulatory sequence to enable the expres-
sion of the target peptide, e.g., a glucagon derivative, in a host cell. The regulatory sequence includes a promoter capable
of initiating transcription, any operator sequence for the regulation of the transcription, a sequence encoding an appro-
priate mRNA ribosome-binding domain, and a sequence regulating the termination of transcription and translation. The
recombinant vector, after being transformed into a suitable host cell, may be replicated or function irrespective of the
host genome, or may be integrated into the host genome itself.

[0044] The recombinant vector used in the present invention may not be particularly limited as long as the vector is
replicable in the host cell, and it may be constructed using any vector known in the art. Examples of the vector may
include natural or recombinant plasmids, cosmids, viruses, and bacteriophages. For example, as a phage vector or
cosmid vector, pWE15, M13, MBL3, MBL4, IXIl, ASHIi, API|, t10, t11, Charon4A, Charon21A, etc., may be used; and
as a plasmid vector, those based on pBR, pUC, pBluescriptll, pGEM, pTZ, pCL, pET, etc., may be used. The vectors
that can be used in the present invention are not particularly limited but any known expression vector may be used.
[0045] The recombinant vector is used for the transformation of a host cell for producing glucagon derivatives of the
presentinvention. Additionally, these transformed cells, as a part ofthe presentinvention, may be used for the amplification
of nucleic acid fragments and vectors, or may be cultured cells or cell lines used in the recombinant production of
glucagon derivatives of the present invention.

[0046] As used herein, the term "transformation” refers to a process of introducing a recombinant vector including a
polynuclectide encoding a target protein into a host cell, thereby enabling the expression of the polynucleotide enccded
by the protein in the host cell. For the transformed polynucleotide, it does not matter whether it is inserted into the
chromosome of a host cell and located therein or located outside the chromosome, as long as it can be expressed in
the host cell, and both cases are included.

[0047] Additionally, the polynuclectide includes DNA and RNA which encode the target protein. The polynucleotide
may be inserted in any form insofar as it can be introduced into a host cell and expressed therein. For example, the
polynucleotide may be introduced into a host cell in the form of an expression cassette. The expression cassette may
conventionally include a promoter operably linked to the polynucleotide, a transcription termination signal, a ribcsome-
binding domain, and a translation termination signal. The expression cassette may be in the form of an expression vector
capable of self-replication. Additionally, the polynucleotide may be introduced into a host cell as it is and operably linked
to a sequence essential for its expression in the host cell, but is not limited thereto. Additionally, as used herein, the
term "operably linked" refers to a functional connection between a promoter sequence, which initiates and mediates the
transcription of the polynucleotide encoding the target protein of the present invention, and the above gene sequence.
[0048] An appropriate host to be used in the present invention may not be particularly limited as long as it can express
the polynucleotide of the present invention. Examples of the appropriate host may include bacteria belonging to the
genus Escherichia such as E. coli, bacteria belonging to the genus Bacillus such as Bacillus subtilis, bacteria belonging
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to the genus Pseudomonas such as Pseudomonas putida, yeasts such as Pichia pastoris, Saccharomyces cerevisiae,
and Schizosaccharomyces pombe, insect cells such as Spodoptera frugiperda (Sf9), and animal cells such as CHO,
COS, and BSC.

[0049] In another aspect, the present invention provides a pharmaceutical composition for preventing or treating
hypoglycemia or obesity containing the glucagon derivatives.

[0050] As used herein, the term "prevention" refers to any action resulting in suppression or delay of the onset of
abesity by the administration of the glucagon derivatives or the pharmaceutical composition, and the term "treatment”
refers to any action resulting in improvement in symptoms of obesity or the beneficial alteration by the administration of
the glucagon derivatives or the pharmaceutical composition.

[0051] As used herein, the term "administration" refers to introduction of a particular material to a patient by an ap-
propriate manner, and the composition may be administered via any of the common routes as iong as the composition
can arrive at a target tissue. For example, administration may be performed intraperitoneally, intravenously, intramus-
cularly, subcutaneously, intradermally, orally, topically, intranasally, intrapu!monarily, intrarectally, etc.

[0052] As used herein, the term "hypoglycemia” refers to an acute symptom of diabetes, in which blood glucose levels
are lower than those of normal people, and in general, refers to a state when the blood glucose levels are 50 mg/dL or
less. Hypoglycemia is frequently caused when a person who takes an oral hypoglycemic agent has eaten less than
usual or has performed activities or exercised more than usual. in addition, hypoglycemia may occur due to the use of
glucose level-lowering drugs, severe physical diseases, hormone deficiency such as adrenocortical hormones and
glucagon, tumor in insulin-producing pancreas, insulin autoimmune syndrome, gastrectomy patients, inborn error of
carbohydrate metabolism disorder, etc.

[0053] Symptoms of hypoglycemia include weakness, trembling, pale skin, cold sweat, dizziness, excitement, anxiety,
pounding heart, empty stomach, headache, fatigue, etc. In the case of persistent hypoglycemia, it may lead to convulsion
or seizure, and may cause shock and thus fainting.

[0054] As used herein, the term "obesity" refers to a medical condition with excess body fat in the body, and when a
person having a body mass index (BMI; body mass (kg) divided by the square of the body height (m)) of 25 or higher is
diagnosed as having obesity. Obesity generally occurs due to a long-term energy imbalance in which energy intake
exceeds energy expenditure. Obesity is a metabolic disease that affects the entire body, which increases the risk of
diabetes, hyperlipidemia, sexual dysfunction, arthritis, and cardiovascular disease, and in some cases, it is also asso-
ciated with the occurrence of cancers.

[0055] The pharmaceutical composition of the present invention may contain a pharmaceutically acceptable carrier,
excipient, or diluent. As used herein, the term "pharmaceutically acceptable" refers to the properties of having a sufficient
amount to exhibit a therapeutic effect and not causing adverse effects, and may be easily determined by a skilled person
in the art based on the factors well known in the medical field, such as the kind of disease, age, body weight, health
status, sex, drug sensitivity of a patient, administration route, administration method, administration frequency, duration
of treatment, a drug to be mixed or administered simuitaneously in combination, etc.

[0056] The pharmaceutical composition of the present invention containing the glucagon derivative of the present
invention may further contain a pharmaceutically acceptable carrier. The pharmaceutically acceptable carrier may in-
clude, for oral administration, a binder, a glidant, a disintegrant, an excipient, a solubilizing agent, adispersant, a stabilizing
agent, a suspending agent, a coloring agent, a flavoring agent, etc.; for injections, a buffering agent, a preserving agent,
an analgesic, a solubllizing agent, an isotonic agent, a stabilizing agent, stc., which may be combined to be used; and
for topical administrations, a base, an excipient, a lubricant, a preserving agent, etc., although it is not limited thereto.
[0057] The formulation type of the composition according to the present invention may be prepared variously by
combining with a pharmaceutically acceptable carrier as described above. For example, for oral administration, the
composition may be formulated into tablets, troches, capsules, elixirs, suspensions, syrups, wafers, etc. For injections,
the composition may be formulated into single-dose ampoules or multidose containers. The composition may be also
formulated into solutions, suspensions, tablets, capsules, and sustained-release formulations.

[0058] Meanwhile, examples of suitable carriers, excipients, and diluents may include lactose, dextrose, sucrose,
sorbitol, mannitol, xylitol, erythritol, maltitol, starch, acacia rubber, alginate, gelatin, calcium phosphate, calcium silicate,
cellulose, methyl cellulose, microcrystalline cellulose, polyvinylpyrrolidone, water, methyl hydroxybenzoate, propyl hy-
droxybenzoate, talc, magnesium stearate, mineral oil, etc. Additionally, the composition may further contain a filler, an
anti-coagulant, a lubricant, a humectant, a flavoring agent, a preservative, etc.

[0059] Additionally, the pharmaceutical composition of the present invention may be prepared in any formulation type
selected from the group consisting of tablets, pills, powders, granules, capsules, suspensions, liquid medicine for internal
use, emulsions, syrups, sterile injection solutions, non-agueous solvents, lyophilized formulations, and suppositories.
[0060] Additionally, the composition may be formulated into a single dosage form suitable for the patient’s body, and
preferably is formulated into a preparation useful for peptide drugs according to the typical method in the pharmaceutical
field so as to be administered by an oral or parenteral route, such as through skin, intravenously, intramuscularly, intra-
arterially, intramedullarily, intrathecally, intraventricularly, pulmonarily, transdermally, subcutaneously, intraperitoneally,
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intranasally, intragastrically, topically, sublingually, vaginally, or rectally, but is not limited thereto.

[0061] Additionally, the glucagon derivative may be used by blending with a variety of pharmaceutically acceptable
carriers such as physiological saline or organic solvents. In order to increase the stability or absorptivity, carbohydrates
such as glucose, sucrose, or dextrans, antioxidants such as ascorbic acid or glutathione, chelating agents, low molecular
weight proteins, or other stabilizers may be used.

[0062] The administration dose and frequency of the pharmaceutical compasition of the present invention are deter-
mined by the type of active ingredient(s), together with various factors such as the disease to be treated, administration
route, patient’s age, gender, and body weight, and severity of the disease.

[0063] The total effective dose of the composition of the present invention may be administered to a patient in a single
dose, or may be administered for a long period of time in multiple doses according to a fractionated treatment protocol.
In the pharmaceutical composition of the present invention, the content of active ingredient(s) may vary depending on
the disease severity. Preferably, the total daily dose of the peptide of the present invention may be approximately 0.0001
g to 500 mg per 1 kg of body weight of a patient. However, the effective dose of the glucagon derivative is determined
considering various factors including patient's age, body weight, health conditions, gender, disease severity, diet, and
excretion rate, in addition to administration route and treatment frequency of the pharmaceutical composition. In this
regard, those skilled in the art may easily determine the effective dose suitable for the particular use of the pharmaceutical
composition of the presentinvention. The pharmaceutical composition according to the present invention is not particularly
limited to the formulation and administration route and mode, as long as it shows the effects of the present invention.
[0064] The pharmaceutical composition of the present invention shows excellent in vivo duration of efficacy and titer,
thereby remarkably reducing the number and frequency of administration thereof.

[0065] In particular, since the pharmaceutical composition of the present invention contains, as an active ingredient,
a glucagon derivative having an altered pl different from that of native glucagon, it shows improved solubility and high
stability according to the pH of a given solution, and thus the pharmaceutical composition of the present invention can
be effectively used in the preparation of a stable glucagon formulation for treating hypoglycemia or cbesity.

[0066] Furthermore, the pharmaceutical composition of the present invention may be administered alone or in com-
bination with other pharmaceutical formulation(s) showing prophylactic or therapeutic effects on obesity. Additionally,
the pharmaceutical composition of the present invention may further contain a pharmaceutical formulation showing
prophylactic or therapeutic effects on obesity.

[0067] The pharmaceutical formulations showing prophylactic or therapeutic effects on obesity are not particularly
limited, and may include a GLP-1 receptor agonist, a glucose-dependent insulinotropic peptide (GIP) receptor antagonist,
a leptin receptor agonist, a DPP-1V inhibitor, a Y5 receptor antagonist, a melanin-concentrating hormone (MCH) receptor
antagonist, a Y2/3/4 receptor agonist, an MC3/4 receptor agonist, a gastric/pancreatic lipase inhibitor, a 5SHT2c agonist,
a B3A receptor agonist, an amylin receptor agonist, a ghrelin antagonist and a ghrelin receptor antagonist, FGF1, an
FGF21 receptor agonist, a cholecystokinin (CCK) receptor agonist, a pancreatic polypeptide (PP) receptor agonist, a
dopamine reabsorption inhibitor, etc.

[0068] In still another aspect, the present invention provides a method for preventing or treating hypoglycemia or
obesity, including administration of the glucagon derivative or the pharmaceutical composition containing the same to
a subject.

[0069] As used herein, the term "subject" refers to those suspected of having hypoglycemia or obesity, which are
mammals including humans, mice, and livestock animals having hypoglycemia or obesity, or with the possibility of having
hypoglycemia or obesity. However, any subject to be treated with the glucagon derivatives or the pharmaceutical com-
position of the present invention is included without limitation. The pharmaceutical composition containing the glucagon
derivative of the present invention may be administered to a subject suspected of having hypoglycemia or obesity,
thereby treating the subject effectively. The hypoglycemia and obesity are the same as described above.

[0070] The therapeutic method of the present invention may include administration of the pharmaceutical composition
containing the glucagon derivative at a pharmaceutically effective amount. Preferably, the total daily dose should be
determined based on appropriate medical judgment by a physician and administered once or several times. In view of
the objects of the present invention, the specific therapeutically effective dose for any particular patient may vary de-
pending on various factors, such as the kind and degree of the response to be achieved, specific compositions including
whether other agent(s) is(are) used therewith or not, the patient's age, body weight, health condition, gender, and diet,
the time and route of administration, the secretion rate of the composition, duraticn of therapy, other drug(s) used in
combination or simultaneously with the specific compositions, and similar factors well known in the medical art.

[0071] In still another aspect, the present invention provides a use of the glucagon derivatives in the preparation of
pharmaceutical drugs for the prevention or treatment of hypoglycemia or obesity.

[Advantageous Effects]

[0072] The novel glucagon derivatives of the present invention have excellent stability and solubility according to the
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pH of a given solution by having a p! different from that of native glucagon. Therefore, when the novel glucagon derivatives
of the present invention are used as a therapeutic agent for treating hypoglycemia, they can increase patient compliance.
Additionally, the novel glucagon derivatives of the present invention are suitable for administration in combination with
other anti-obesity agents, and thus they can be effectively used for preventing or treating hypoglycemia and obesity.

[DETAILED DESCRIPTION OF THE INVENTION]

[0073] Hereinafter, the present invention will be described in more detail with reference to the following Examples.
However, these Examples are for illustrative purposes only and are not intended to limit the scope of the presentinvention.

Example 1: Production of a cell line having a cAMP response to glucagon

[0074] PCR was performed using a region corresponding to an open reading frame (ORF) in cDNA (OriGene Tech-
nologies, Inc., USA) of human glucagon receptor gene as a template, and the following forward and reverse primers of
SEQ ID NOS: 35 and 36, including each of the Hindlll and EcoRl restriction sites.

[0075] In particular, PCR was performed for a total of 30 cycles using the following conditions: 95°C denaturation for
60 seconds, annealing at 55°C for 60 seconds, and extension at 68°C for 30 seconds. The thus-obtained PCR product
was electrophoresed in a 1.0% agarose gel, and a band with a size of 450 bp was obtained therefrom by elution.

Forward primer: 5-CAGCGACACCGACCGTCCCCCCGTACTTAAGGCC-3' (SEQ ID NO: 35)
Reverse primer: 5-CTAACCGACTCTCGGGGAAGACTGAGCTCGCC-3' (SEQ ID NO: 36)

[0076] The PCR product was cloned into a known animal cell expression vector, XOGC/dhfr, to prepare a recombinant
vector X0OGC/GCGR. CHO DG44 cellline cultured in DMEM/F12 (10% FBS) medium was transfected with the recombinant
vector xOGC/GCGR using Lipofectamine, and selectively cultured in a selection medium containing 1 mg/mL G418 and
10 nM Methotraxate. Single clone cell lines were selected therefrom by a limit dilution method, and among them, a cell
line showing excellent cAMP response to glucagon in a concentration-dependent manner was finally selected therefrom.

Example 2: Synthesis of glucagon derivatives

[0077] It is widely known in the art that the solubility, activity, and stability of a protein in a solution can vary according
to pl(Shaw, K. L. et al., Protein Science 10, pp 1206-1215, 2001). In order to prepare glucagon derivatives with improved
physical properties, the amino acid sequence of native glucagon represented by SEQ ID NO: 1 was substituted with
amino acid residues having positive and negative charges, and thereby glucagon derivatives were synthesized as shown
in Table 1 below.

[TABLE 1]
SEQ IDNO Amino Acid Sequence Ring Formation
SEQ ID NO: 1 HSQGTFTSDYSKYLDSRRAQDFVQWLMNT -

SEQ ID NO: 2 HSQGTFTSDYSKYLDCDRAQDFVQWLMNT -
SEQ ID NO: 3 HSQGTFTSDYSKYLDCERAQDFVQWLMNT -
SEQIDNO: 4 HSQGTFTSDYSKYLDSCDAQDFVQWLMNT -
SEQIDNO: 5 HSQGTFTSDYSKYLDSCEAQDFVQWLMNT -
SEQID NO: 6 HSQGTFTSDYSKYLDSCEADDFVQWLMNT -
SEQID NO: 7 YSQGTFTSDYSKYLDSCEADDFVQWLMNT -
SEQ ID NO: 8 YXQGTFTSDYSKYLDSCDAQDFVQWLINT -
SEQID NO: ¢ YXQGTFTSDYSKYLDSCDAQDFVVWLINT -

SEQ ID NO: 10 YXQGTFTSDYSKYLDSCDADDFVVWLINT -
SEQIDNO: 11 | YXQGTFTSDYSKYLDEKCAKEFVQWLMNT -
SEQIDNO: 12 | YXQGTFTSDYSKYLDSRRAQDFVQWLMNT -
SEQIDNO: 13 | YXQGTFTSDYSCYLDEKRAKEFVQWLMNT -
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(continued)

SEQ ID NO Amino Acid Sequence Ring Formation
SEQIDNO: 14 | YXQGTFTSDYSKYLDCKRAKEFVQWLMNT -
SEQIDNO: 15 | YXQGTFTSDYSKYLCEKRAQDFVQWLMNT -
SEQIDNO: 16 | YXQGTFTSDYSKYLDCRRAQVFVQWLMRT -
SEQIDNO: 17 | YXQGTFTSDYSKYLDCVRAQDFVQWLMRT -
SEQIDNO: 18 | YXQGTFTSDYSKYLDSRRACDFRLWLMNT -
SEQIDNO: 19 | YXQGTFTSDYSKYLCEKRAKEFVQWLMNT ring formed
SEQIDNO:20 | YXQGTFTSDYSKYLDECRAKEFVQWLMNT ring formed
SEQIDNO:21 | YXQGTFTSDYSKYLDEKCAKEFVQWLMNT ring formed
SEQIDNO:22 | YXQGTFTSDYSKYLDEKRCKEFVQWLMNT ring formed
SEQIDNO: 23 | YXQGTFTSDYSKYCDEKRAKEFVQWLMNT ring formed
SEQIDNO: 24 | YXQGTFTSDYSKCLDEKRAKEFVQWLMNT ring formed
SEQIDNO: 25 | YXQGTFTSDYSKYLDEKRAKCFVQWLMNT ring formed
SEQID NO: 26 | WXQGTFTSDYSKYLDECRAKDFVQWLMNT ring formed
SEQIDNO: 27 | YXQGTFVSDYSKYLDECRAKDFVQWLMNT ring formed
SEQIDNO: 28 | WXQGTFVSDYSKYLDECRAKDFVQWLMNT ring formed
SEQIDNO: 29 | YXQGTFTSDYSKCLDERRAKDFVQWLMNT ring formed
SEQID NO: 30 | WXQGTFTSDYSKCLDERRAKDFVQWLMNT ring formed
SEQ ID NO: 31 YXQGTFTSDYSKYLDC_}SRAKEFVQWLMNT ring formed
SEQIDNO:32 | -SQGTFTSDYSKYLDECRAKEFVQWLMNT ring formed
SEQIDNO: 33 | WXQGTFTSDYSKYCDERRAKEFVQWLMNT ring formed
SEQIDNO: 34 | YXQGTFTSDYSKYCDERRAKEFVQWLMNT ring formed

[0078] Regarding the SEQ ID NOS: 8 to 31 and 33 to 34 shown in Table 1, the amino acid represented by X represents
a non-native amino acid, aminoisobutyric acid (Aib); "-" in the amino acid sequence of SEQ ID NO: 32 means that no
amino acid residue is present on the corresponding position; and the two bold and underlined amino acid residues
represent formation of a ring between the two amino acid residues.

Example 3: Measurement of pl of glucagon derivatives
[0079] In order to measure the improved physical properties of glucagon derivatives synthesized in Example 2, pl

values were calculated based on the amino acid sequences using the pl/Mw tool (http://expasy.org/tools/pi_tool.html;
Gasteiger et al., 2003) in the ExPASYy server.

[TABLE 2]
Glucagon Derivatives pl

SEQ ID NO: 1 6.8
SEQID NO: 2 4.56
SEQIDNO:3 4.66
SEQ IDNO: 4 413
SEQIDNO:5 422
SEQ ID NO: 6 4.03

10
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(continued)

Glucagon Derivatives pl

SEQIDNO:7 3.71
SEQIDNO: 8 3.77
SEQIDNO:9 3.77
SEQ D NO: 10 3.66
SEQ ID NO: 11 4.78

SEQ ID NO: 12 6.04
SEQID NO: 13 4.78
SEQ ID NO: 14 8.12
SEQID NO: 15 6.11
SEQID NO: 16 9.11
SEQ D NO: 17 6.03
SEQID NO: 18 8.15
SEQID NO: 19 8.12
SEQ ID NO: 20 4.78
SEQID NO: 21 4.78
SEQID NO: 22 6.20
SEQ ID NO: 23 6.20
SEQ ID NO: 24 6.21
SEQ ID NO: 25 8.12
SEQ ID NO: 26 4.68
SEQID NO: 27 4.68
SEQID NO: 28 4.68
SEQID NO: 29 6.15
SEQ ID NO: 30 4.44
SEQID NO: 31 8.12
SEQID NO: 32 4.78
SEQ ID NO: 33 6.21
SEQ ID NO: 34 6.21

[0080] As shown in Table 2 above, while the native glucagon of SEQ ID NO: 1 had a pl of 6.8, the glucagon derivatives
according to the present invention showed pl values in the range of from about 4 to about 9, thus showing improved
physical properties. Since the glucagon derivatives according to the present invention have pl values different from that
of native glucagon, they can exhibit improved solubility and higher stability according to the pH conditions of a given
solution.

[0081] Accordingly, when the glucagon derivatives according to the present invention are used as a therapeutic agent
for treating hypoglycemia, they can improve patient compliance, and are also suitable for administration in combination
with other anti-obesity agents, e.g., a GLP-1 receptor antagonist, a glucose-dependent insulinotropic peptide (GIP)
receptor antagonist, etc., and thus can be effectively used as a therapeutic agent for treating hypoglycemia and obesity.
[0082] Those of ordinary skill in the art will recognize that the present invention may be embodied in other specific
forms without departing from its spirit or essential characteristics. The described embodiments are to be considered in
all respects only as illustrative and not restrictive. The scope of the present invention is, therefore, indicated by the
appended claims rather than by the foregoing description. All changes which come within the meaning and range of

11
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equivalency of the claims are to be embraced within the scope of the present invention.

12
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Sequence Listing

<110> HANMI PHARM. CO., LTD.

<120> Glucagon Derivatives With Improved Stability
<130> OPA15322

<150> KR 10-2014-0193800
<151> 2014-12-30

<160> 36

<170> KoPatentIn 3.0

<210> 1
<211> 29
<212> PRT
<213> Homo sapiens
<400> 1
His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Arg Arg Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 2
<211> 29
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<400> 2
His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Cys
1 5 10 15
Asp Arg Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 3
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<400> 3

His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Cys
1 5 10 15

Glu Arg Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25

<210> 4

13
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<211> 29
<212> PRT
<213> Artificial Sequence

<220>
<223> glucagon derivative
<400> 4
His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Cys Asp Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 5
<211> 29

<212> PRT
<213> Artificial Sequence

<220>
<223> glucagon derivative
<400> 5
His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Cys Glu Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 6
<211> 29
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<400> 6
His Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Cys Glu Ala Asp Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 7
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<400> 7

Tyr Ser Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15

14
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Cys Glu Ala Asp Asp Phe Val Gln Trp Leu Met Asn Thr
20 25

<210> 8

<211> 29

<212> PRT

<213> Artificial Sequence

<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 8
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Cys Asp Ala Gln Asp Phe Val Gln Trp Leu Ile Asn Thr
20 25
<210> 9
<211> 29

<212> PRT
<213> Artificial Sequence

<220>
<223> glucagon derivative

<220>
<221> VARIANT
<222> (2)

<223> Xaa is aminoisobutyric acid
<400> 9
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Cys Asp Ala Gln Asp Phe Val Val Trp Leu Ile Asn Thr
20 25
<210> 10
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<400> 10

15
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Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser

1 5 10 15
Cys Asp Ala Asp Asp Phe Val val Trp Leu Ile Asn Thr
20 25
<210> 11
<211> 29

<212> PRT
<213> Artificial Sequence

<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 11
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Glu
1 5 10 15
Lys Cys Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 12
<211> 29
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<220>

<221> VARIANT
<222> (2)

<223> Xaa is aminoisobutyric acid

<400> 12

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15

Arg Arg Ala Gln Asp Phe Val Gln Trp Leu Met Asn Thr
20 25

<210> 13

<211> 29

<212> PRT

<213> Artificial Sequence

<220>
<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid

16
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<400> 13
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Cys Tyr Leu Asp Glu
1 5 10 15

Lys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25

<210> 14

<211> 29

<212> PRT

<213> Artificial Sequence

<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 14
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Cys
1 S 10 15
Lys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 15
<211> 29

<212> PRT
<213> Artificial Segquence

<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 15
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Cys Glu
1 5 10 15
Lys Arg Ala Gln Asp Phe Val Val Trp Leu Met Asn Thr
20 25
<210> 16
<211> 29
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<220>

17
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<221> VARIANT

<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 16
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Cys
1 5 10 15
Arg Arg Ala Gln Val Phe Val Gln Trp Leu Met Arg Thr
20 25
<210> 17
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid

<400> 17

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Cys
1 5 10 15

val Arg Ala Gln Asp Phe Val Gln Trp Leu Met Arg Thr
20 25

<210> 18

<211> 29

<212> PRT

<213> Artificial Sequence

<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<400> 18
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Ser
1 5 10 15
Arg Arg Ala Cys Asp Phe Arg Leu Trp Leu Met Asn Thr
20 » 25
<210> 19
<211> 29

<212> PRT
<213> Artificial Sequence

<220>
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<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 19 :
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Cys Glu
1 5 10 15
Lys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 20
<211> 29
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<220>
<221> VARIANT
<222> (2)
<223> Xaa is aminoisobutyric acid
<220>
<221> VARIANT
<222> (16), (20)
<223> amino acids at position 16 and position 20 form a ring
<400> 20
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Glu
1 5 10 15
Cys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 21
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT

19
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<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 21

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Glu

1 5 10 15
Lys Cys Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 22
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 22

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Glu

1 5 10 15
Lys Arg Cys Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 23
<211> 29

<212> PRT
<213> Artificial Sequence

<220>
<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid

<220>
<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring

<400> 23

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Cys Asp Glu
1 5 10 15

Lys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr

20
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<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>
<400>

1

<210>
<211>

EP 3 241 841 A1

20 25

24

29

PRT

Artificial Sequence

glucagon derivative

VARIANT
(2)
Xaa is aminoisobutyric acid

VARIANT
(16), (20)
amino acids at position 16 and position 20 form a ring

24
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Cys Leu Asp Glu
5 10 15
Lys Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
25
29
PRT

<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>
<400>

1

<210>
<211>

Artificial Sequence

glucagon derivative

VARIANT
(2)
Xaa is aminoisobutyric acid

VARIANT
(16), (20)
amino acids at position 16 and position 20 form a ring

25
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu Asp Glu
5 10 15
Lys Arg Ala Lys Cys Phe Val Gln Trp Leu Met Asn Thr
20 25
26
29
PRT

<212>
<213>

<220>

Artificial Sequence

21
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<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

Trp Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Leu

1

Cys Arg Ala Lys Asp Phe val Gln Trp Leu Met Asn Thr

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

EP 3 241 841 A1

glucagon derivative

VARIANT
(2)

Xaa is aminoisobutyric acid

VARIANT
(16), (20)

amino acids at position 16 and position 20 form a ring

26

5

20 25

27

29

PRT

Artificial Sequence

glucagon derivative

VARIANT
(2)

Xaa is aminoisobutyric acid

VARIANT
(16), (20)

Asp Glu

15

amino acids at position 16 and position 20 form a ring

27

Tyr Xaa Gln Gly Thr Phe val Ser Asp Tyr Ser Lys Tyr Leu Asp Glu

1

Cys Arg Ala Lys Asp Phe Val Gln Trp Leu Met Asn Thr

<210>
<211>
<212>
<213>

<220>
<223>

<220>
<221>
<222>
<223>

<220>
<221>

5

20 25

28

29

PRT

Artificial Sequence

glucagon derivative

VARIANT
(2)

Xaa is aminoisobutyric acid

VARIANT

22
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<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 28

Trp Xaa Gln Gly Thr Phe Val Ser Asp Tyr Ser Lys Tyr Leu Asp Glu

1 5 10 15
Cys Arg Ala Lys Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 29
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 29

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Cys Leu Asp Glu

1 5 10 15
Arg Arg Ala Lys Asp Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 30
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring

<400> 30

Trp Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Cys Leu Asp Glu
1 5 10 15

Arg Arg Ala Glu Asp Phe Val Gln Trp Leu Met Asn Thr

’
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20 25

<210> 31

<211> 29

<212> PRT

<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARIANT
<222> a7n, (21)
<223> amino acids at position 17

<400> 31
Tyr Xaa Gln Gly Thr Phe Thr Ser Asp
1 5

Lys Arg Ala Lys Glu Phe Val Gln Trp

20 . 25
<210> 32
<211> 28
<212> PRT
<213> Artificial Sequence
<220>
<223> glucagon derivative
<220>

<221> VARIANT
<222> (15), (19)
<223> amino acids at position 15

<400> 32
Ser Gln Gly Thr Phe Thr Ser Asp Tyr
1 5

Arg Ala Lys Glu Phe Val Gln Trp Leu
20 25

<210> 33
<211> 29
<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative
<220>

<221> VARIANT

<222> (2)

24

and position 21 form a ring

Tyr Ser Lys Tyr Leu Asp Cys
10 15

Leu Met Asn Thr

and position 19 form a ring

Ser Lys Tyr Leu Asp Glu Cys
10 15

Met Asn Thr
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<223> Xaa is aminoisobutyric acid

<220>
<221> VARIANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 33

Trp Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Cys Asp Glu

1 5 10 15
Arg Arg Ala Lys Glu Phe Val Gln Trp Leu Met Asn Thr
20 25
<210> 34
<211> 29

<212> PRT
<213> Artificial Sequence

<220>

<223> glucagon derivative

<220>

<221> VARIANT

<222> (2)

<223> Xaa is aminoisobutyric acid
<220>

<221> VARLANT
<222> (16), (20)

<223> amino acids at position 16 and position 20 form a ring
<400> 34

Tyr Xaa Gln Gly Thr Phe Thr Ser Asp Tyr Ser Lys Tyr Cys Asp Glu

1 5 10 15
Arg Arg Ala Lys Glu Phe Val Gln Trp lLeu Met Asn Thr
20 25
<210> 35
<211> 34

<212> DNA
<213> Artificial Sequence

<220>
<223> forward primer
<400> 35

cagcgacacc gaccgtcccce cegtacttaa ggee

<210> 36

<211> 32

<212> DNA

<213> Artificial Sequence

<220>
<223> reverse primer

25

34
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<400> 36
ctaaccgact ctcggggaag actgagctcg cc 32
Claims
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A glucagon derivative, which comprises the amino acid sequence of the following General Formula 1 and has a
different isoelectric point (pi) from that of native glucagon:

X1-X2-QGTF-X7-SDYS-X12-X13-X14-X15-X16-X17-X18-X19-X20-X21-F-X23-X2 4-W-L-X27-
X28-T (General Formula 1)

wherein, in General Formula 1,

X1 is histidine, desamino-histidine, N-dimethyl-histidine, B-hydroxyimidazopropionic acid, 4-imidazoacetic acid,
B-carboxyimidazopropionic acid, tryptophan, tyrosine, or deleted;

X2 is a-methyl-glutamic acid, aminoisobutyric acid (Aib), D-alanine, glycine, Sar(N-methylglycine), serine, or
D-serine;

X7 is threonine or valine;

X12 is lysine or cysteine;

X13 is tyrosine or cysteine;

X14 is leucine or cysteine;

X15 is aspartic acid, glutamic acid, or cysteine;

X16 is glutamic acid, aspartic acid, serine, a-methyl-glutamic acid, or cysteine;

X17 is aspartic acid, glutamine, glutamic acid, lysine, arginine, serine, valine, or cysteine;

X18 is aspartic acid, glutamine, glutamic acid, arginine, or cysteine;

X19 is alanine or cysteine;

X20 is lysine, glutamic acid, glutamine, aspartic acid, lysine, or cysteine,;

X21 is aspartic acid, glutamic acid, valine, or cysteine;

X23 is valine or arginine;

X24 is valine, leucine, glutamine, or arginine;

X27 is isoleucine or methionine; and

X28 is arginine or asparagine

(with the proviso thatwhen the amino acid sequence of General Formula 1 is identical to SEQ ID NO: 1, itis excluded).

The glucagon derivative of claim 1, wherein, in the amino acid sequence of General Formula 1,
X1 is histidine or tryptophan, tyrosine, or deleted;

X2 is serine or aminoisobutyric acid (Aib);

X7 is threonine or valine;

X12 is lysine or cysteine;

X13 is tyrosine or cysteine;

X14 is leucine or cysteine;

X15 is aspartic acid or cysteine;

X16 is glutamic acid, aspartic acid, serine, or cysteine;

X17 is aspartic acid, glutamic acid, lysine, arginine, valine, or cysteine;

X18 is aspartic acid, glutamic acid, arginine, or cysteine;

X19 is alanine or cysteine;

X20 is lysine, glutamic acid, glutamine, aspartic acid, lysine, or cysteine;

X21 is aspartic acid, glutamic acid, valine, or cysteine;

X23 is valine or arginine;

X24 is valine, leucine, or glutamine;

X27 is isoleucine or methionine; and

X28 is arginine or asparagine

(with the proviso that when the amino acid sequence of General Formula 1is identical to SEQ IDNO: 1, itis excluded).

3. The glucagon derivative of claim 1, wherein the glucagon derivative has glucagon receptor-stimulating activity.
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The glucagon derivative of ctaim 1, wherein the glucagon derivative comprises an amino acid sequence selected
from the group consisting of amino acid sequences represented by SEQ ID NOS: 2 to 34.

A polynucleotide encoding the glucagon derivative according to any one of claims 1 to 4.

A pharmaceutical composition for preventing or treating hypoglycemia comprising the glucagon derivative according
to any one of claims 1 to 4 as an active ingredient.

A pharmaceutical composition for preventing or treating obesity comprising the glucagon derivative according to
any one of claims 1 to 4 as an active ingredient.

The pharmaceutical composition according to claim 6, further comprising a pharmaceutically acceptable carrier.
The pharmaceutical composition according to claim 7, further comprising a pharmaceutically acceptable carrier.

The pharmaceutical composition according to claim 7, wherein the pharmaceutical composition is administered
alone or in combination with a pharmaceutical agent having the effect of preventing or treating obesity.

The pharmaceutical composition according to claim 7, further comprising a pharmaceutical agent having the effect
of preventing or treating obesity.

The pharmaceutical composition according to claim 10, wherein the pharmaceutical agent having the effect of
preventing or treating obesity is selected from the group consisting of a GLP-1 receptor agonist, a glucose-dependent
insulinotropic peptide (GIP) receptor antagonist, a leptin receptor agonist, a DPP-IV inhibitor, a Y5 receptor antag-
onist, a melanin-concentrating hormone (MCH) receptor antagonist, a Y2/3/4 receptor agonist, an MC3/4 receptor
agonist, a gastric/pancreatic lipase inhibitor, a SHT2c agonist, a B3A receptor agonist, an amylin receptor agonist,
a ghrelin antagonist, a ghrelin receptor antagonist, FGF1, an FGF21 receptor agonist, a cholecystokinin (CCK)
receptor agonist, a pancreatic polypeptide (PP) receptor agonist, a dopamine reabsorption inhibitor, and a combi-
nation thereof.

The pharmaceutical composition according to claim 11, wherein the pharmaceutical agent having the effect of
preventing or treating obesity is selected from the group consisting of a GLP-1 receptor agonist, a glucose-dependent
insulinotropic peptide (GIP) receptor antagonist, a leptin receptor agonist, a DPP-IV inhibitor, a Y5 receptor antag-
onist, a melanin-concentrating hormone (MCH) receptor antagonist, a Y2/3/4 receptor agonist, an MC3/4 receptor
agonist, a gastric/pancreatic lipase inhibitor, a SHT2c agonist, a B3A receptor agonist, an amylin receptor agonist,
a ghrelin antagonist, a ghrelin receptor antagonist, FGF1, an FGF21 receptor agonist, a cholecystokinin (CCK)
receptor agonist, a pancreatic polypeptide (PP) receptor agonist, a dopamine reabsorption inhibitor, and a combi-
nation thereof.

A method of preventing or treating hypoglycemia or obesity, comprising administering the glucagon derivative ac-
cording to any one of claims 1 to 4, or a pharmaceutical compaosition containing the same, to a subject in need thereof.

A use of the glucagon derivative according to any one of claims 1 to 4, or a pharmaceutical composition containing
the same, in the preparation of a pharmaceutical drug for preventing or treating obesity.
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