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[ ABSTRACT] Aim To explore the preparation of the polyclonal antibody of a novel Homo sapiens synapse associated pro-
tein (FRG4) . Methods FRG4 full length sequence was obtained by PCR from human fetal liver library, by bioinformatics to
detect the second structure of amino acids encoded by FRG4 and its epitope and motifs, according to the hydrophility, second

Peptide Synthesis; Preparation

structure, coupling and experiment difficulty etc, the peptide with 13 amino acid (PKLVKEEVFWRNY) was selected and synthe-
sized by Solid- phase Peptide Synthesis ( SSPS) method.

and 6 fortified immunities.

After coupling, the peptide was immunized to rabbits through the basic
10 to 14 days later just after the fourth fortified- immunity, serum, separated from blood exsanguinated
Results Analyzed by ELISA and Western blot, the antibody dilution
was 11 16 000 and the blot was showed at the location of 40 kDa, the FRG4 protein was detected in cytoplasm of HepG2 cells by
Experiments showed that the SSPS
Conclusion

from carotid, was lyophilized and then stored at — 20 C.
immunohistory.  All these proved that the antibody has a good reaction and speciality.
method was convenient to control the synthesis of peptides, spare time and labours, also obtain a good dilution.
A novel Homo sapiens synapse associated protein (FRG4) antibody was synthesized successfully, and worked as a foundation to the

further study of FRG4 protein function playing in cardiovascular disease.

BNk R LY. ( atherosclerosis, As) 4 /Ca Jibd I
WAEZFANBE RN EFEE, H A AR AL
i) A 56 4% [ BH, M\ 3 3 BRL 7K B9t 7 5 4 A
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HepG2 41 fiL #k oy A B 52 BT 3% 7=, DMEM 3% % % % 4
% KA A %4 % K27 9 B GIBCO BRL A 7,
/N4 i % T4 8 2 B Hyclone /A 8], ABC #.J% #4784k %
RAEWE RN IE L&, FITC AFIT ¥ & G Yy B
JEx F LA F,ELISA KA & B L WA A, £
K& Bk BT Rl 8K B R A KR A B ACT /A &
HepG2 40 2 Fl & 10% X & #7 4£ /N4 11 7% #¥9 DMEM
BERE, T31C.4 5% CO, HERM F 3 5%,
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WLk 40 M AR 35 2 4(FRGA) % ik 547 7L vk fn 15
% B ( keyhole limpet hemocyanin, KLH) | BDB 7% &
EX. BUFRG4 45 fik 11.0 mg, A PBS 2 s & (pH 7. 6)
VA KIH 10 mg, A pH 8. 0 B BL 3k 2% w5 #2, &
G &R A, X4 E 0°C, Bl BDBCL2 110 UL, = &
TRRE 1.5h EMTREDEK6 X, - 20 CRFF.
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JF 40 R AL % (50 mmol/ L 8% 8% 3k & % v, pH
9.6) # B FRG4 #1J8 £ 10 mg/ L, /v 2| B AR K # (200
b/ Ay, 4 CH K, 5% B R 940 £ 1A, 37°C 2 by &-3L
Am 100 ML FRG4 # i 7&, #7T M1 v& K 2K #% 10 1 000+
1: 2 000.1: 4 000~ 1: 8 000. 1: 16 000 1: 32 000. 1: 64
000 1: 128 000f &, [& &F ik = & 40 Fn [ v x B4,
37CHEE 1.5~ 2 h; #IL A\ FH & 1gG 100 UL, =
FL#1: 1 000% &, 37 CHE & 1.5 h, OPD J& 477 150
UL B &, BEAR X 490 nm KM LR AE, A THHE
Xt B 2 fE DL - FE
1.9 Western ERJIE#MIFTIA

800 r/ min Y & HepG2 £1 Jf, im A\ 50~ 100 ML &
B £ 75 7, W 15 min, 4 °C, 10 kr/ min & /3 5 min, 4%
Er#FEE.BCAAEaEER, - S0OCRF. A
fa, ImN\5xSDS EREZ AR, UL 1 xSDS ERE W IR
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PBS # 5 min; 3% H,0, T F 5~ 10 min; Z& 18 /&
EHE,PBS 32 5 min; HA KA (EE), TRIEF
10~ 15 min, l &; & /w3 4 bl 8 — 1 (FRG4
K),37CHEH 1~ 2 h 2 4°'CiE #&; PBS & #, 3 min
x 3K EMmRA 2 FER), EEKITCHEF 10~ 15
min; PBS 7& % 3 min x 3 3K; B Ak C(HE€), Fin
% 37 C, % & 10~ 15 min; PBS /&%, 3min x 3 %k; £
&% & %,(DAB 5 ACE), 3~ 5 min; /K % 4 7% #; %
AERALE 1% BB LES# 30s; AP h 7E
KA %; 80% LB 5 min, 95% Z %, 5 min, — &
K 15 min; FHA K2 B
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Figure 1. UV spectrum of FRG4 KLH
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Figure 2. Tracing of FRG4 antibody come into being
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2.2 BEREIMEER

B IPE A W 45 SR 40 B 1( Figure 1) BTz, FRG4.
KIH.FRG4KLH 4 4 WS 39 A A5 [ . FRG4 7E
236 nm Al 350 nm A0 B KRS, KLH £E 250 nm A
295 nm A7 B KW, 1 FRGAKLH 1T 250 nm
QA e R s, HF 250~ 320 nm Z [A]43 R A7 £F
IR W Y b, B AR B T KTH F 250 nm 4b [ B2 K
W iU, [EII K FRG4 350 nm A P 55 R W Uiz Ui i %
%320 nm 4b, B T EAMEIRE T FRG4 BIPER,
5T KLH B9, IF B AR B I .
2.3 MAEFERBEERNER

o G i BTV 22 AT B BRI, XA BT
TREBUR I P AR A B, AT TE B £E B SR A3 P ik
Wl 2( Figure 2) firas, 4 ™ H G, Pudk =4 th £k 2
I e Ve
2.4 [E)IEEREX R RN MEIM AN NELE R

258 4 RN 58 % Ja, B i i FH A) 452 B 5K A

SR B v e W A, RE 3 IRERE, AR R 1
(Table 1) Fi7R, PIN Z HE¥ KT 2. 0( H A P oA
MIBER:— B EONE ) A {8, N Xt I 75 7
RFL N 4 B 13 B A5 A ), TG BA 1216 000 By
B, 1032 000 BUJG A {EZRHET TR X IRAH Ao F
Pifti= 0.607,0.607 x 2= 1.214. FkeA%% 10 16 000
I FR) Ao 3B N 1. 817, Ny, H A490= 1. 817>
1.214= Auo, WA 1l %% () FRG4 P44 & 0 UM A
1: 16 000-

= 1 PUME RN EIAL I (Adg)
Table 1. Dilution Detecion of FRG4 antibody

Lk B RS mO R
1: 1 000 4 1.629 2.009 0.784
1: 2 000 4 1.565 2.117 0. 684
1 4 000 4 1.758 1.912 0. 698
1: 8 000 4 1.601 1.810 0. 631
1: 16 000 4 1.817 1.998 0. 786
1: 32 000 4 1. 627 1.919 0. 549
1: 64 000 4 1.542 1.588 0. 420
1: 132 000 4 1.382 1.488 0. 309

2.5 Westetrn blot #8745 R

N EPUR, FAT%EH HepG2 41 M0 & 1, West-
ern blot &5 U 3( Figure 3) Ao, A WL 40 kDa &b
B BT 6 RPN, B LS 506 S50 .

3. Western blot & EHiiF
Figure 3. Detect FRG4 antibody by Western blot
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M AR A

BATUA I —FL( RPN FRG4 Hiik) 1E A B
XFHE (& 4A, Figure 4A ), JN1E & % 1035 1 A BH P X
HE( & 4B, Figure 4B) , Ii—¥HiRPi A FRG4 HLikE R
SEIGAH (B 4C, Figure 4C) , N A BE 20 434k 2 07 vE Xt
FRG4 % e DR AT 58 7t &5 R ml B 1 &
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Figure 5. Expression of FRG4 protein in HepG2 cells by immunohistory (200 x )
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S ¥ 9< B [ 5K R (family of synapse-associated
proteins, SAP) H i 345 DlgSAP97/ hDlg . SAP90/ PSD-
95.SAP102 11 PSD-93/ chapsyn, = /3 #ii 76 24 75 P Bk
) S Ak B T R XS B . SAP I Th g S S A i I
(7 2 IR iR 32 4 FIVBH B - 38 0B 1Y 58 A7 AT T R
K, SAP WA R4 hH EEMEH, RN S
PEB AR REMENERK KRB REE,
HRMCIZTIae G B VIER R . SAP ZE PRI R AR
BURIA AR, FT A8 51 — R B AR R a0
Parkinsonism 7 « 0 7 20 #h > SE &40, &
Blast 7 1T, FRG4 Zw 2 A 5 N R RuAH G E A
(SYAP1) A =1 B[R VR M, o] BB A2 SAP 5K BT Ak I
MRETRT SAP DIREW AL E LR T A R4, A H
5 As £ 0 MU R 5% 2R 1M 0 SCRRIRGE .

il & — AR & R R VR PR, TSR
FHRFE R RIE e F A D Re & EE K] —
o AN AR TRESUAR R &, B 2 5k
B REE TR 2 IR EA LU R R B R AT A,
HUOGR BT Fi5h, NTE BT B KN AT
AN, nl A H B e et 7t 8 B B A [ X 3800 4
WEEE T, AR AR SO R e v, ARPH (A
R IRONRGE HLs e & A O T, — A 13 BREY
AHATETh EA BAEEAE2BaE. H
AEMEZKDIAE B X, B/MN K B A — 4%
R ZARALFH; & % IR T8/, Jis ks,
2 5 R 70 SR B T B 5 S B R S % SR S
I TR R e AT e . Rk, AR R E PR R

By, FAEE #RE ALK A6 5 & B B 2 K& R
EENNERES T, HSRENIIZ DL ED
TAE, X FRG4 dmtdt H AT T A£G B 551, M
SEKPE BUE M AT R RSB RN R A R 2R T T
CRETE RS, IRYE A A (28K It s RS AR B K
5 % S 56 M SR B T A2 T 189~ 202 AL PKLV-
KEEVFWRNY 1% 13 MR A APUR £ K, R H
FHE A A . FATIE F B S BRI 2 BDB, K& R
A IR, RN 13 BREIR A — MBS
@?{(Y) Ef’i ﬁﬁgﬁ E iﬂfo %‘J%’ﬁ]ﬂl{%éﬁé western
blot £ A] W, 40 kDa &b H #I#H7, ELISA #ill, H 2
Hris ) 10 16 000 BL b, e F s, 3 3RATZ IR
I EURNP AR & R I s L 2ETE A2
YHMIRK HepG2 TG 3] FRG4 B A F£ik, FELIX
TRk, 54YME BT B R —2.
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