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Abstract

Cellular signaling pathways affect the physiological function of cells and enable them
to respond to changes in the environment. According to the literature, prostate secretory
protein 94 (PSP94) is one of the most important components in human semen and has been
identified as an independent biomarker for the diagnosis and prognosis of prostate cancer
and may be used as prostate tumor inhibitors and treatment drugs. Activation of the ERK
pathway regulates many cellular activities, including cell proliferation and survival.
Activated ERK phosphorylates many substrates, including other kinases and transcription
factors, performing processes related to cell cycle differentiation, protein translation, and
cell death avoidance. PCK3145, a peptide sequence derived from PSP94, has been shown to
inhibit tumor growth in prostate, breast and colon cancers, possibly through phosphorylation
of MEK and ERK 1/2. Based on PCK3145, we designed a series of peptides named PJ series,
which were applied to study the structure-antiproliferative activity relationships . The
peptide was synthesized by solid phase peptide synthesis (SPPS), purified by reversed phase
high performance liquid chromatography (RP-HPLC) and identified by Matrix assisted laser
desorption ionization time of flight mass spectrometry (MALDI-TOF MS). MTT assay was
used to evaluate the anti-proliferation of human colon cancer cells (SW480 and HT-29), and
the experimental data were analyzed. According to the experimental results, the PJ series did
not significantly inhibit the proliferation of colon cancer cells, suggesting that PCK3145
original structural amino acid sequence plays an important role in the anti-proliferation of

cancer cells.

Keywords : cellular signaling pathways, PCK3145, colon cancer cells,ACPs
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FEHERE > M T AAEERL 3
4-3 B* PR s R R R (RP-HPLC) #f3drige
#

4-3-1 RP-HPLC *7 2 2 %2 R BR 4

Reverse-phase high performance liquid chromatography (RP-HPLC) #7

T BEHCRBR A A BRI R o MR 4
4-3-2 &* RP-HPLC ¥ i & 3537} & %

#-& e Pt RP-HPLC & 32 4 it o pt k452 R I & %EJ #
%> 4p (mobile phase ) ii i 7 @ 4p (stationaryphase ) 4432 = ;i 3| 4o 3
ik §OLPRR & A SRR R A AR R {17 3 R kiR
AetER AT E A TEROLE (RES F% 2k ) Z A4
fLenp ehe A F SR FE® VS 5 0.22um #8 R (filter) Biptk &30 1
it/ 10 um 2 CI18 K47 g i dl € § 2 i s - £ R UV L&

% 225nm > HZ_wiE 5 4mL/min - RP-HPLC #5 & 4p 4 # 2= 5 ¢

13



solvent A : 4 L D.D.water + 0.05 % trifluoroacetic acid ( TFA )

solvent B : 4 L Acetonitrile + 0.05 % trifluoroacetic acid ( TFA )

4-4 AW T SPRGFRB TEF FH# R (MALDI-TOF
MS)

4-4-1 MALDI-TOFMS #7Z R %+ #l 2 R BK G
Matrix assisted laser desorption ionization time of flight mass spectrometry

(MALDI-TOEMS) #71¢ * 2 ;& {o &k Bk & 4 Spp 303 b e f o

AR EREA L 5o
4-4-2 B&* MALDI-TOF MS # 3z & = 3i*kfe & $»

Kol S EER Y AW RS PR TR R g 2
RIL LA TR e A A2 £ 8 R AT € e T bk

G B XM GRS R a R A AN BEL F G

'

W T ALY §e T TR A T F i AT A S )
LT

34

ez N2

e AL RMF i BEETET - TR B
B ol dAede B s g DH S EE S S
FER R dps R Ra A f o A 5384 HiE )

R EBOEFEF L ERE e (m/z) 828 T8 k% & (intensity) 2

e R

14



4-4-3 AF#H i 2 A

AP A& LS TF s g BLF v » AT A EHHRT 5
AP ot T Fle RS R E RS AT R RR  BE g Pl X P
o FIMFEAFTH ARG E PFH BT R T Wi Bl
oY S A G TV RS R AR S g
ATens 3 Fle FEP UG AR RE T A3 Qe B8 { €
RN AL F RPN A T ELF RIS AT s AT
PensF § AL ETEY i H S €7 oo - BFd H (RER) KR e
2334 6o AF %P ET DHB (2,5-Dihydroxybenzoic acid) % 3 & *

MALDI-TOF MS B i * mﬁ%" °
4-5 tmve P %
4-5-1 mre 2 A2 FATEL

e AR MR Bk G 2B RS A BB R AP M T

4-5-2 wmve 3z A R pe
CLEE R SR L i
L. # RPMI-1640 #: % i3> 900mL * j# 2 & 45 k¥ iR £355

15



2. #v > 2 250 NaHCO3 > I 4r » S0 mlHEPES > £ * HCI # # pH &

2 71~72-

3. M3V R 022 um g R iE TiE g 0 £ 4 » SmLL-glutamine ~ NEAA 1/

% F4 2 (penicillin-streptomycin ) # 75 £ 74 100 mL a2 (fetal

bovine serum ; FBS) ¢
4. %P~ ImL 7R ARPRIES X o EERAChER T .

4-5-3 ¥z 4% %7

SRZRPFZERS G FRIFALLYE 80~90% 2B R H

‘m”é’ %

ek R 5 2x106~8x106 cells/mL » 5 & 2. 4 £ 245 T et § 3 5 5K

=

Lo N EAME B ALY £ P2k FER - 7 AL A (Dimethyl

NS

Db

sulfoxide ; DMSO) -

e
I eFsfmanp g {HBER TREWE 2 LR

2. 4 #-DMSO £ 578 chp2 % ;7 758 £ 'DMSO B 15k B s & i3 7% 10%:

3. Beif B RS P B R R > 3 0§ A 48 (3 21500 Epm -
5548 ) o “,fi s ‘}ja*‘ifi’ (8o 4e B LH FF87% (10%DMSO ) >

16



% mE kB G 2x106~8x106 cells/mL » #-H 8 £ 353 (4 » Ao 3 e

;h

=224 EFE Y (1 mLjvial) e

4 LR FF R R ERAEERE Y BO0-20C Kk E L RIS R T

-80C ks - F24 ) PE2 6 2R EF FY RBRET o
4-5-4 * B B0 plmie PRz B F R TLRIEE 3K

518 MALDI-TOF MS # 2 FAgitfs 2 B S ameP s R B
MTT (3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyltetrazolium bromide ) p|3#
% 3T MR Fr A fn v i 4 254 vko MTTassay & — 4k @ * i ipl e
FELFE T2 HARIE (Bl 2) siEmE? MM LR g
e o g B-MTT B 5 2 3P aE% ¢ 9 #S 8 (formazan) ¥ i ff e lm
'l o gz P AL (DMSO) % f#mPe? 7 JE% 8 0 Jk* ELISA
reader ] T HFig B fRig Lk iE o LA OD5S70 Tk Bt o H

BRI IFREFEF AN G
R

. BRwee 2449 ot LIRAVHO AL RF PRI B

12 PBS (Phosphate buffered saline ) i 2 =t o

2. £ 4v » 2 mL 7 TE (trypsin-EDTA) % fb= » *xi& {58 % (incubator)

PR 3~S5 AA AR Y thime € WS & &% (trypsin 1 *
17



BRI F B & F T F B9 F 0 EDTA (7% 5 4k Calt o

Mg2+ % & hidgp+ > L & B+ B trypsin it * sc %k > | imbe
B RE LR )

3.7 SmL s AR Fikmr A B el AR o Xk d R
Pema D ISmL e g poo g 1500rpm T e 5 44 o

4. BotsBH K o der 10mL 33 & % 2 80t MR A0 o

5. ¥ Brlwme xR 10yl e B R ﬁ‘fgém’?éf@‘}—’}lffé IR RER) =

B & 1x105cells/mL jR £353 -
6. FF P AFfRis o firfmie TR 300y L 5 245 %2 AT IS o
7. He® 5 iz phAF (s 0 dex B REEKES 5 2% 24 ) PF o

8. 24 PEESo R 4 » MTT I £ L) PFioim® 3 50 SR A

£ 4v~» DMSO 2 p- 28 > & * ELISArcader ip| T .7 W i f3% 2. %

B SRR IER & X VRIS X B R e ] s % o

18



1 R =2 > L
5-1 3422 K3

AP B P DL HF PCK3145 idrsz S E 42 H R L3 5B
45 F@ 1% PCK314S vrx2 s ghfhfh 71 16 5 09 0 2 % fOd5 % g a0
— A3 R A Ik Da kv FAG R ARR i 4 0 A g2
SR U= oW (antigenicity) it 3 30 irE HEIIIRAS S B T A
5 1000Da > k& -k APeRdE Rie s RIESREL 5 BOURAR 5 -
PR RF]S BRAME ISR FIUNR S F T BIRAR S

- RERBERIZ PEE L PI ke, B f B ] RE S 4

?\_
=4
A%
pei

: 4% SPPS £ & s -2 PCK3145 9225, S48 8 &
B hA e R TR X B2 2% B MALDI-TOFMS it 7 4
+EFET AT RS W,%’ééma@iﬁi’i*ﬂﬁ’iéﬁé?ﬂ »E R R G
90%TFA ~ 5%thioanisole ~ 3% EDT ~ 2% anisole » ¥ #-& B FFE & W37 2
2348 [P % B AR e o PCK3145 2. p &4+ & 5 1825.91
Da> &t i ™ > F RPER 2 3-8 /| B2 Bt a3 EAY > H
BIH G PUAFEAART 4 F2RBH FRNPEAFZLAFE L
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FlaFEEPARAARE MR G 2T 550 F A T2 MR B
FIPL b B R T A R A E RS om AR iEi* L 87.5%TFA~2.5%EDT -
5% phenol ~ 5% thioanisole & » I #-F BREFEF A L3753 234 F (%
* B SRrder) o PCK3145 22 p 4+ £ 5 182591 Da> fptig 2T >3
4oz BlFTAFRPRAS  fPIH vy RUATEART 2/ F2
BlieP #RAMPIEAS LR B H BT AR > Fpt%pe

SRS o FIEAS NE L G LA RS AR BT IR0 A

RPREARIEIR S A jE & X skEk s F O * RP-HPLC 4 it 342k s i — 4

#-RP-HPLC 4 it z 33 Px g% MALDI-TOF MS &% 4 + £ > 32404 9o

# PJ-1 e A2 4/ » RP-HPLC 27t 247 » B %4l 3> HF 7T
PR 5 9.06min » - #-pt g oric B 2. A2 $ k¥ MALDI-TOFMS it (7 &
T PJ-1 eI A5+ 5 89491 Da F ZriplH2 4 3+ £ 5 895.1 Da( B

4) -

PJ-2 4o & ¥~ 2. RP-HPLC R iRz S %4c@ 5S> B FFTFRF 5 398
min - & #-pL pERF A 2 2 7 g+ MALDI-TOF MS i {7 #22 > PJ-2 0

BHs+ 25 8098Da B TRIEL AL+ E 5 8124Da (B 6)-

PJ-3 42 &4 2 RP-HPLC K +7B> %% 4@ 7- 2 F 7R 4 3.76min>
I PR B 2 A4 le* MALDI-TOFMS it 7 8% 0 PI-3 ¢hils
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3R G 7824Da FEATRIE2Z ~F £ 5 784.82Da (R 8) -

PJ4 i 4% 2 RP-HPLC 1% Wl4% % 4o 9> £ /5 ¢ B & 9.03min:
SR e B2 A 4 k¥ MALDI-TOFMS it {7 # %> PJ-4 H32%

38 5 8194Da FTRiEzZ 3+ E 5 82196Da (B 10) -

PI-5 #2 & 4 2. RP-HPLC % 17 B¢ % 4@ 11> 2 F 5 ¥ 5 8.13min>
gl R SrdC B 2 A 4 % MALDLETOEMS &7 8% » PI-5 323

3 5 8198Da FETRIEZ A+ E 5 8199Da (F 12)-

—_ —_

ot B 2l RIS A de = i (PI-1) # o
5-3 & = airk2 4 F B PRI

KB SR MTT BIRE SRR & & 0PRmd] & B e fm e 4 4 chsd ok o
#eg & ek 7|8 e (PJ-1~PI-2 ~PJ-3~Pl-4 2 PI-5) @~ % FkR (0
2551015 2 20 uM) A4 = &2 SWA80 = HT-29 %% Frim*e - H il

EE R GeE 13~ 14 -

1395 MTT e Sk st % B > 7 SW4B0 ¢ > 7+7x%H PJ4 £ 2.5uM
T 94 15% Fralrcsk (PI-4p=0.00112,p #<0.05)> @ PJ-1~PJ-2~PJ-3 2
PI-5 e Rgaed] (7% 5 & HT-29 5% pimie @ o 922 PI-5 & 20 uM
T X% 10% Frdlrc%k (PJ-5p=0.00718,p #<0.05) > @ PJ-1~PJ-2~PJ-3 %

PJ-4 o P Rigra]ie® o
21



5-4 RE&EREEL

~F Z 2 MTT assay 3w PJ & 71 & = 932k %t SWAR0 &% & fmPe &7

HT-29 %% & fm % 5.3 £ 34| m ¥ B 78 chad o o 9 B !

n\\i

R A
SW480 # > PJ x| p &5 PI4 2.5 uM T K3 15% & Hcdrdlscsk o
M H s W E PR nhURp R e P e @ g2 }Ek;}f’_’éf P {8 4 PCK3145 ¥ 32
7 B Frd] SWAB0 3 7a 2. R 2 o Tt & 2 e d L F # SWAS0 £ Fus
Fa2_Fhyx o Fpt @ E #-PCK3145 >R B2 @2 BRAEF R Ri{FH

BHAB MR AL B LT L RL

A HT-29 ¢ » 9 sficdplis Pl k79 84 PJ-5 & 20 uM T 4
F 10% Frdlrcdk o BEor P A3 r¥EX B B Riwre HT29 % ap
B FU a2 %k oo iy Jo R PCK3145 > £ 92°5F & 5uM T 4 HT-
29 £ % IC50 z $ifgwie Wiz »c% » @ fied PJ 4 7] adp b ok B
TEFES EE R4k R T 20 uM » 5 PI-5S B B pist sk o

-

vt B e H O AR T A 2 R AT

1. PCK3145 »+rxede sl fe B 4 e fe > B w2 2 & 4p B o 4 31

AR B R Ct UE- SR R
2. PCK3145 "5 FI ARSI B R R E § #o0ens s ® > i it r o
e REF A FRHwEHL o 8 BFFLE R DFUR T
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PJ 5|4 u#ep PCK3145 & 5] it MTTassay &% B @ ¥ &
Hhme B AR w0 AP AT R &2 ASNEBE NP N > Bt
PCK3145 - 56 LR # ##5p: 1 MEK 2 ERKI1/2 #ug /oo kfrdli

R L

’F»’#;—; I-TASSER JR#%% 40,41 fict 2. PCK3145 > & Lé.—"h’&_( B 15)
H 24 % random coil =@ 1345 pepcalc.com gk » PCK3145 4 fz 5 M-k

MErR s 2 pHT7 FEenE § ja s -4 A7 R E G BEFT T

s
P
:Xt\
3k
<l
W
3k
o
=H
e
ﬁ
¥
(w.
=
s
>
P
et
A
P:\)
I
e
&
.
T+
|
(\‘
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YRR CAKREY

*F BRiFE A ES e PCK3145 2.2 87 2% % wmie (HT-29 -

SW480) & #rlHf7isc% o |55 % i > #2ISHIPCK34S5 2 jmd 32
PR PJ k758 MTTassay Bl H Fulpmie 2 2 4 H s 279 75

e v S o MR Bl iR (T A4 4718 0 BIF AL 2 R 7] 1 PCK3145 4
PR AR AR A B HEZA S o L iR E S H 7 R
Frdl B mre 3 4 & 8 PCK3145 325514 7| 2 R E § 5 »cin- B84

R EFE ) > REA T R F R A o 2 ZFEE Ry i

—\\

SRR SA IR 0 F - IR L EFFEF PCK3145 B fEik it 2 B
Fivo FieEEfME o »oMARFE P] 72 hE PCK3145
J* CD Fl=d ksl gt Lot e F i a ¥ #-PJ
g ¥ RE T A A (Fluorescein isothiocyanate ; FITC) » 4] * % &=
ERMERFE LT €8  Fwre ) > F A > Pl F g %5 WL
o TR R LE G NP LS AP IR iEE R
& % # it 4 477% (Enzyme-linked immunosorbent assay ; ELISA) k4 3

H E T 5t 2 Lamininreceptor % & » A7 HAPMSH] J B~ 0 BIF
* Western Blot X #7 37 2 & 7 it i & ERK Bifs it &« 8-PJ 45 ]iT 5 7 9%

AR AR A -
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Step2: Activation

o o
‘ jf“ on
o N
(] R
I!‘roleclive group

Stepl:Removal Fmoc group

o]
o \_)‘\ AN "
Yo
o R
HoN \
Protective group

Step 3: Coupling Amino acid 1

Nihydrin test

Nihydrin test <mmm ‘ Oﬁr«w \AN

O
— Dl

Protective group

‘ Step 4: Repeat Stepl.2 and 3

Protective group

zT
S °
Iz

— Dl

Protective group Protective group

Step 5: Removal of Fmoc group

Protective group

— D

Protective group Protective group

Step 6 : TFA clevage. Got the crude of peptide

Protective group
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Intensity (AU)

Intens.

1500
1250 4

1000
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b N

100
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@B 4~ J&* MALDI-TOF MS # =z % RP-HPLC # 473 it {22 PJ-1 -
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RP-HPLC 4 45
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* MALDI-TOF MS #
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-

o~
n

900

860

: e # RP-HPLC 4 47 PJ-2 # & 4~ 2. % 17 ] °
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&
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E F 100
= 2 22 C
I =
1.5 — r
- \\“‘x F— =0
- ~ E
- ot —
5 E ™~ L
2 E — 60 <
1.0 — C 60 T
= I £
5 : -
n ] C o
= . - >
w ] — 40 3
it T =
=} - c ry
H 0.5 — £
_: i :_ 20
r -
= @i+ oz st E
0.0 ] - “pfjuﬂl‘_ o Iq;ul*_:l:.: E
. ] E g
IIIII|I|I'llll[llI|IIIII[I|I|r'|||l[l|l|l|l|||'||I|r'|||IIIIIII'II|I|'||I|I'|I|I|1|I|r
li] 5 10 15 20 25 30 35 40
BEetention Time (min)
o N A2 L
B 7 J&* RP-HPLC » 45 PJ-3 S A % 2 K 17 ] -
Intens.
7824
2500 4
2000 4
1500 o
1000 H
500
0 - wal b
Eéﬂ 650 700 750 Eél] 850 200 950 TUhD miz
+MS

B 8 : &* MALDI-TOF MS # = 5 RP-HPLC 4~ {744 it {2 2. PJ-3 -

29




1.5 - - 100

1 3 2 F

. 4 3

3 /E- 80
) 1.0 / 3 ~
a E — 60
2 ; £, @
o = - e
b E F- 40 2
2 0.5 — F "
(= _: :_

E « b wor Ton 1 e h O E— 20

J s sau: sul[FReneamRsEEod C B F

1 2035 St iRemiaameagi R ten S ISS 2

0.0 —=—atit= S E o
III"llITTTITr’T"'IlT'TT]T"llIlIYTYITIYITTYTYITITITI'lllr‘[TTTTT]'IY‘I’Y]’TIT]’TTT
0 5 10 15 20 25 30 35 40
Retention Time (min)

BO: R* RP-HPLCA\‘}”TPJ—4‘%§_$J(;'L%’}‘?§]°

Intens.
819.4

500
200
300
200
100

B 10 - &* MALDI-TOF MS #%_
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1.0 3 E~ 100
K -] wf
E - E
0.8 = E_ 80
8 6 E
5 o€ 3 C- 60 ®
> E 3 »
N E E.
- 0.4 = E H
- - >
h 3 - 40 2
& 2 8 3 n
- " fm :
Lo/ 0.2-—_ =
E 228 3854 : :
] TR aa  f = 20
0.0 3 ~ 4 3
- E o
lI"'ll'll'll'lll'l'll"-'l"llll"l"l'lIlll""llll'l'llllII'II'I'III"'II'II
0 5 10 15 20 25 30 35 40
Retention Time (min)
g] - “;» ;A5 E] o

Bl 12 : &* MALDI-TOF MS # =z % RP-HPLC » 473 it {5 2. PJ-5 -



SW480 P) %] MTT assay

1
2
u

mp)2
mPpL3
P4

“PIS

120%

100%

g £

0 =]

(9 )uonesapjoid

10uM 15uM 20puM
ic peptide (uM)

5.0uM

2.5uM

% ° "p<0.05 -

e
BL

4]

p]

4

N OEERT R kR TR SWAR0 5 R e

L
v

B 13 :

HT-29 P) Z.%I| MTT assay

120%

g & 8

(9)uonespjosd

5.0uM 10uM 15uM 20uM

concentration of synthetic peptide (pM)

2.5uM

° *p<0.05 -

b ] 3 %

g

Bl 14 -4 202257 kR T ¥ HT29 %% o'
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Bl 15 : PCK3145 & H s ©
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21 SPPS #1F 2. @& - RBE K 2 HWALRF o

P EA 2 RERA

WP

Column PD-10, Empty

GE Healthcare » % K

Rink Amide AM resin (200-400 mesh )

Merck > 4g &

Ng-Fmoc-D-Amino Acids

AnaSpec © % &

HBTU, anhydrous

AgeneMax - ;%

HOBt, anhydrous

AgeneMax » 5 i

N-Ethyldiisopropylamine

Alfa Aesar > % &

Dichloromethane

Macron Fine Chemicals » % K

N,N-Dimethylformamide

DUKSAN > = &

Piperidine

Merck > 4%

Trifluoroacetic acid

Merck > 4g &

Ethoxyethane Sigma » £ &
% F LEFH a7 o
Parafilm M Bemis » £ &
4°C B k4« AT50R wE B

20°C 3 284 gk (B R

FFFU21M1QW

FRIGIDAIRE - £ R

HOR POV 4 K VT-208MT

Nihon Freezer » p *

F B iE

GAST mech

£ AL g acE s FD3-12P-80

EHFET AL o

B 7 %P3 % (SPE Vacuum manifold )

THRE (45 0 5H)

p & & B (Model. SD-50)

Young chenn

35




#. 3 : Ninhydrin test *7 % &3] ~ 4244 o

FHEL - LT R
Ninhydrin Alfa Aesar
Pyridine Riedel-de Haen
KCN it FFEpFEF AP
n-butanol J.T. Baker
Phenol SHOWA, JAPAN
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—r

% 4 :RP-HPLC *7TZ 2 4<41 % 3% - RB% & 2 2 Wd R o

LET = RESER T T

Wis M

W B iR Ap K 47 & Pump L-2130

RV LAkp 2 ®/iEAr p oA

i % B 2xae 4P & 17 %k UV Detector L-2130

Bt darp = v p ok

AscentisTM C18 HPLC Column

(25 cmx 10 mm, 5 um)

Supelco © £ R

Microliter Syringes

Hamilton » # &

Smart Synergy-Type I 42 %7K & 3¢

MERCK - 1t &

DuraporeTM Membrane Filter (0.22 um GV )

Millipore > # ¥

Acetonitrile

J.T. Baker » % &

Trifluoroacetic acid

Merck » 45, &

TERUMOTM SYRINGE with NEEDLE ( 1 cc)

Terumo > B *

PureTechTM Syringe Filter (0.22 um )

EEPHERGF AL o
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% 5 MALDI-TOF MS #7i¢ % 2 3@# a4 ~ RBX A 2 B WUE @y -

R RERA it P
AF s T SR T PR SN P OB ¥ R microflex Bruker » 48 B
2,5-Dihydroxybenzoic acid (DHB) Merck 4% B
Acetonitrile (ACN) J.T. Baker » ¥ K
Trifluoroacetic acid ( TFA) Merck ° 1& &
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%61 % * MALDI A 2 %4

BT -H

ATy

IREE 2AHFF

a-cyano-4-hydroxycinnamic acid

@
CN
HO

s+ £<10k Da 2_ 53 *% ~

OCHg;

(a-CHCA) o 0F
0. _OH
2,5-dihydroxybenzoic acid = IES s Few B
(DHB) Ak & 4
HO
O
3,5-Dimethoxy-4-hydroxycinnamic | HaCO X" “oH |[#* £ >10kDaz %%
acid ((SA) HO = F

2,4,6-Trihydroxyacetophenone

(2,4,6-THAP)

OH

MLEK S P

Pyridine-2-carboxylic acid

( 2-Picolinic acid )

(@)
HO OH
| X
= H
N O

O

LER RS . ﬁFj'r\
POk 7
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o T e AP P R Y 2B LB RH| o

L R RP

RPMI-1640 GIBCO

NEAA

Thermo Fisher
trypsin-EDTA, TE

Penicillin-Streptomycin

fetal bovine serum ( FBS)

CORNING
4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid

( HEPES )

L-Glutamin

KH>POq4

KCl

Merck
DMSO ( Dimethyl sulfoxide )

MTT

(3-(4,5-Dimethylthiazol-2-y1)-2,5-Diphenyltetrazolium Bromide )

NayHPO47H>0

NacCl

Sigma
NaHCO3

Trypan blue

trypsin-EDTA, TE Thermo Fisher

Ethanol o
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Name Amino acid sequence
PCK3145 EWQTDNCETCTCYET-NH,;
PJ-1 EWQTDNC-NH;
PJ-2 QTDNCET-NH,
PJ-3 DNCETCT-NH,
PJ-4 CETCTCY-NH;
PJ-5 TCTCYET-NH;

%0 AF 2 ks Bl ER o

LA B+ L FReAFE wERE
PJ-1 894.91 Da 895.1 Da 9.06 min
PJ-2 809.8 Da 812.4 Da 3.98 min
PJ-3 782.4 Da 784.82 Da 3.76 min
PJ-4 819.4 Da 821.96 Da 9.03 min
PJ-5 819.8 Da 819.9 Da 8.13 min
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PCK3145 3+ MALDI-TOF MS ]

LA E BB MR iEE S 90%TFA ~ 5%thioanisole ~ 3% EDT ~ 2% anisole T~ >
it 7284 2. PCK3145 42 A 4 ¢ MALDI-TOFMS B > (A)2 -] B 3(B)3 J B :(C)
45 (D) 8 JpF o

Bk RPER R iE 2 L 8T.5%TFA~2.5%EDT s 5% phenol ~ 5% thioanisole T >
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