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RPEFHAREGELMAR —NHAFR — 8
BARIFETFR 3 5 REETE, = T HEHE, #
BB B 2 A & B 2% 50 I8 B R A B ST R4 il
g gl B F i R B, S TR AR
MER.BLBENHRAER M AEYREA™
At B F 2 0 B 4 40 M TR - L B Y A Ak R LA I
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1962 4, Ashford ™ i E 7B T B E T
RUFMMEWIRE, EF RN T RIS B WA
KIEEE , LK H W FE A 4 1A A TR R B4 T
BVER, B R G E 8 (ATGI2) 25 W AH
KREHNREIWEA. ZR S BAMH KER
B (GSTH % ATGL2 A EBERBBEHE LK
FI 5, il 25 2 S0 BB, 31 F 4082 SR AN i 4k 7 1k 48
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1 SCISERS

1.1 # #
1.1.1 #FRx£ FHERAR.
1.1.2 %A PR 22520 mmol/L B

PRS2 vh i WK pHL 7. 25 48 [R AR 51 s GST #E AT ¥ 5 His
YW PBS % Vi ; couping buffer; pH 5. 0 f H &
B;pH 2. 0 1§ HCl % ;1 mol/L Tris 4 % ;
pH 5. 0 HCl ¥ ; CBB & ¥ ; 0. 01 mol/L Tris
pH 7.5 BRI ; H 1 B B 3 NaN; HRP fir —
Hi;mESH 2% SKL; beads; 0. 01 mol/L PBS
(pH 7.3);10% 4r B BB 43 80 400 VR 46 I 5
G250 Z T W ;0. 15 mol/L NaCl B ¥ ;
2X(5X)SDS - HESE vh ¥ ; H B ; LUK 28 R 5%
B 0P 10 X W HF 41 4L WK L £ A1 ; TBST; TBS;
ECL B R¥; B % W &% W ; DAB ¥ W ; fL2#
£ VHRP B Ar —Hi; B AR U583 5 1 mol/L Y
NaHCO; ; TMB B &3 ; BT & 550 ¥ R 5 .

1.2 =Z®WFH*E

L2.1 #baF&HHNE&E  BEFEWOTF.

a FlZ KO EE RERRAZMNZ
KL lk N R EE UL N B R R S
WHEHS, — K TRE N2 AN ES, &
RUES 0.1 mL Z245. $UJR &, 85 W& 300~
500 pg, MR GIEMFEL I ERNERN 1/4 £

TEE BT RHEF (19732, B WL T A UEIW L I A S0 2. B0 07 1 A e S A 2.
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2~3 R e — k. g g i A% 2k
FlERREER TS A HZRER 0.5 mL, il
SRR AN ST A B BB, FESE 2 RN
EJE 2 A, WEB KB 2~3 mL I, ] 45 L3
RUE R

b. L I B R 5 R FE. BRI A RN,
— & H- G % Ik 50 H- 30 Bk RO , — 2 351 3 Bk AL, 4
AT JE SR ML BB Jok i Bk R I T s K R A — A
FEMARESEN, HEE T4 G4, Wal i 5 —
AR EHEENE, AT B RGRER
J#,30 s Ja, MY k. M. AFERER, L
BATH PR 7] SR B TR T0 s R B Y I Bl ik
Jok o 10 7 B 3 . B YR TR 30~40 mL. R 5 H
MEREE 1, BEm 5 vE £ WA —_EH)E, 7
FE o5 — B Yk AT B 28 R 35T Sl Jhk i
K A BN, [ B F G, 3 LM E, WIT K
Jik . 2 58 90 3 Bk, 48, o, BOMCAE /Y I W AE
37 CIERF FHE 30 min DIPF IREIG#MA R 4,
HHAEE 4+ CHEIRMEMBER. HA5HE
M EEHR M BE bk 3% 8 M % 2 RO F
F,F 4 CF 4000 r/min &.O 10 min. 7E L &
P W I 435, AT AE — 20 CORFFRAR.

1.2.2 #HAkwgshde BUETMTE.

a. PR B AL HR B0 A B Y i 3 R BT
HrE M EN GHHERERAEE 2D G beads, Bt IR
Y beads #E# . £ beads.

b. T I V8 A T AL B K R ORI TE A
3 600 r/min, 2k F &0 17 min; PR E 8.0 5 B &
FTH MR8 W5 B S B R ARG IR TR A,
T RS BN B R UOAE 5 IS Y 1M 40 M £ 5 ) e
JRJe GST Ritv& & B B N » [7) B 2 26 Ak e i 2
GST R &, i Tk GST M+, Wt # anti-
GST ¥k, & s 22 8 bu /N HE, i ELISA
KA anti-GST WL IEA WA B,

c. beads 5 XN fHT M 7E W45 & E BT
JRH) beads FIXF N B HE LS — &I HF . B 05 4
S.ERTFEEY.BE.ZR 2 hE 4 CHR,
Lh I i D A AL 4 4R , 10 mL PBS #% =K.

d. WEHE. A 10 mL pH5. 0 H & &8, i vk
1B ATV B9 HCL P BV 71 B R g 48 i vk
B W BRI, IR MR R LAk, T 4 CETRHMRFE.

e VRAE BT, F R A W Bk oK w48,
TR 4 CRER. W5 475 EHT. K BRIl
RIPTARREE, o 2 W R 0. IR E S PLA, T
4 CHE W RTE.

f. beads A9 & LB AR AT, KK A Tris #1 PBS

e, I ACH W B R —20 CLRA.

1.2.3 ELISA #mt*® a. JrRE . HILR
AP (1 mol/L ) NaHCO) # B HiJ5 .50 T/
LEHER 2~3 pg/mL,BEF,ER2hH4C
R, GST & A 1EX 1.

b #HE. FLEAANBFR BT, B WA
100 oL B (3% WiHg 445+ PBST), &4, i
R FZERBE 1 h

c. ii—t. BLFLAE K, BT 8% 3 K, BIK
5 min, BIHALAER, T, WA—H, BK L=
HE¥E 1 h

d = He. BIEALABR, MT. 0=, 8K
5 min. FlIHFLABE, T, MAZTLEBIK EE
RFE 1 b

e MEYEE. TMBEAK A B#1: 1R
4,100 uL/FL, B #E PR £ 15 min N W 2458,
HE AL

f. SDS-PAGE HiJk. H 3K i) JB] — % 4~5 h, H
JER 40 V &8 47, W d] A 60 V. vk Z R B i R i
H B AT 28 01 H K, AT R .

g % JE.

(DRSS 69K 7.0~8. 3 cm 8
4LF 1 3K 7. 3~8. 6 cm ) PVDF J&, % 4] iF &
PVDF & FH B L= A ff .

(2) TEMAEH W R & B AR EIR
e F PG A — SRR IR AR AR AT Y B

Q) KT FATHE RN —E AR KK F. 4 E W
H— B 2R B, JTT 3 M o [l i L D) ik BT RY
S

(4) BRSO AR R IR A ] R, B A B % 3
FER  BEWNANL T RBRURER B—45 L
BREF W, ERE LR DORT H5H
B FuEg L, B FREME 5BEAXF, BEH
PR . TEE B35 3 IKIBHOIFE B AWM. B
o EA— AR, BIL Tl AR e T A
BRAEAE B W P AT, BRI R 48 250, IR T 1
U8 4K AN R AH BB Mk, B i U o5 R AR AT

(5) BFF N F R, B F I /Y BT X
SN TR SNSRI TN R - 2 B2 s
P FERE I — 0 B — B VKR PR — L 60 V 3%
#2hE 40 VIR 3 h. (O) 52 5H N 1 X
BAPRWEY 5 min, R )5 FK P vERIE YR
AT A S FRE D KRR S .

h, 5288 )2 N

(DHEH TBS AT FRBE. BESH
WML, S0 R ERK REshia 1 h
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(¥ —4FH TBST B 28 Yk E, 8 F &
LR — LR EES LR E® -, WAH
7K I LA R i B O 45 O 3 5 e R o R I B R
#5F EE I 5 DA A v B R, P U AR 2 Bk BR TR
o REEAEY PR FRARE L, ZERTEE
1~2hJ5,H TBST =R T AEK FHRFIIK,
i F8 TBS %E—K.

OWE —HHRBFEREM, ZETEF
1~2 h &,/ TBST =R PR EREK LR IR,
£ Y% 10 min; B TBST % — K, 10 min, #F71k
=3 % A0

AR B .

(D A F B 7 #5778 O & B b 45 A LR
G, lmnF, BREATMH T ESRIRESHR AT
fik, 1 min 5, % BB 25— REHE 1, LRBRE,
(2R3 N

OEREF B I X BEBRMEER 32
A SRR FELDAT T BUH i A, AV 4R 7D BT BRE
LRI R &, O B b, — BB b,
NEeah. & BRE &L, T RS MRS
& YRR ], — 8% 1 min B 5 min, # 7]
VPR R B 1R 2 K R A B A 00 5 BB 58
JE AT & IR A, B A BT B,
B AR, BO 2 R 11 B . B B A e —
H1~2 min(20~25 C), BEEFRE, D K
B AEEBH, & B0 al— &~ 5~10 min, X
BB Ik, AR S LERENEE G, 2
TR B

2 HREWiE

2.1 GSTHF&HHh

R R GST Rt 8 H RN , 7] R 24k
GSTHTHF WK FGST B s E A, It &3
GST BT, R W 2 anti-GST K FLfR. B 1 B
NERAR GST HE TR Mg F A GST A 11 %
W Ft A TMB JRY 5 8 6 KB, & 1 Bis iy
RIS F 55EMR Fo RN,

1 METFSFRBFHRRBE

Table 1 Dilution gradient of serum F and transit fluid Ft

i 7% F FRE Fr
1500 1500
131000 131000
132000 132000
134 000 134000

Bl mEF“)5FREF(2)INBEERE
Fig.1 Chromogenic reaction of serum F and

transit fluid

HIF L A1 1 AT FEDO R BR R, LW F
TMB Y 8 6 f5 0 fL £ 8% 6, 5l F
T, L anti-GST B BT 4.
2.2 ELISA&R4#h

K2 iR _ARid GST HFMILE F.GST
B F R Fe ML Puil A TMB JEY )G B
BN R 2 B2 FOFR il Fo M &
Pu iy #i BB L.

i

B2 mFF.FRAEFEEPUNBERE
Fig.2 Chromogenic reaction of serum F,

transit fluid Ft and antibody Pu
HIF 2 fZk 2 T4, B Ft A SR, F.Ft.Pu i
BALEKK N 4,3,4, K Ft IR R, R UM
I35 3 T LA — 20 Sl 4k, T H W8 R Al Ak I I R
R, BIARE  1:500 000.
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*2 MBEF.FREF.HEPuNHEREE
Table 2 Dilution gradient of serum F , transit fluid

Ft and antibody Pu

I 3% F TR Ft Pk Pu

1500 1500 1500

15000 135000 135000
150 000 150 000 1550 000
13500 000 15500 000 1+ 500 000

2.3 SDSPAGE MU ATG12 S SRR EN

1 F SDS-PAGE Jll £ & H R Wk B, B 3 iR
M2 ATGL12 Z7ikdiik iy SDS-PAGE E. (i 3
iR B 44 ATG12 B 5, 45 %1 marker
#7F smarker I FRER P ELPrE. LI 67 kD
RS NEATRE,67 kD ALFEM marker [
BWRENE 10 pL & 8 pg, T B A& 19 BTG R
EHS/8 B, MEHWE NS 10 uL 5/8 X8 pg, B
& 10 uL A5 pe.

e 67 k1D
e 45 kD

w27 k1)

B3 ATGl2 &=EHER SDS-PAGE
Fig.3 SDS-PAGE of ATG12 polyclonal antibody

116 kD) —>

66 kD —=

45kD

35 kD) e

4 BEHMIEEARKM

Fig. 4 Size of Immune mark protein

2.4 Western blotting 4+ #f

K4 FiamERBERICEBDRKDETE
Colon(Z5 ) Hh i 33K 57 P B R IKIF L.

H & 4 050 ; Western blotting 245 I 8 55
W, LA REE S I P B A R IR, R A H R
K/ 55 kD 245

3 & &

AW GST bR & H A BB i = K
&, il 838 ATG12 Z3iEdifk, 2 A ELISA
J Western blotting A5 | 45 5 & 7R HHi & 5 &
Fi 5B R » Western blotting £ I 45 R 78 HAE
wEpHA HFEK,SDS-PAGE R B R HEFEH
B, AR R R E RSN ATGL2 £k
itk FIE L EAESE AL T RBIRAR.

Bt
L ES Y TP FAEE R L R
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Purification and detection of autophagy-related gene fusion
protein restructured polyclonal antibody

ZHU Xiong-wei ,ZHANG You-hong , XU Zhi-peng ,SU Teng-jia , XIONG Yao ,ZHAI Li-li
(Key Laboratory for Green Chemical Process of Ministry of Education, School of Chemical Engineering and Pharmacy,
Wuhan Institute of Technology, Wuhan 430074, China)

Abstract; The aim of the study is to purify and identify the autophagy-related gene fusion protein
restructured polyclonal antibody, and to detect the immune localization in tissues. Firstly, the
autophagy-related gene fusion protein restructured polyclonal antibody with glutathione-S-transferase
tag was synthesized, the New Zealand white rabbits was immuned and the polyclonal antibody was
prepared. Secondly, the antibody concentration was detected by polyacrylamide gel electrophoresis.
Finally, the antibody was purified in the anti-serum by using immunoaffinity purification, antibody titer
was detected by enzyme linked immunosorbent assay methods, the antibody specificity and the
organization expression were tested by Western blotting. The result shows that autophagy-related gene
fusion protein restructured polyclonal antibody concentration is 10 pL. per 5 pg, which is detected by
polyacrylamide gel electrophoresis; the antibody is proved to have higher titer and specificity by enzyme
linked immunosorbent assay; the molecular weight of the protein is about 55 kD from Western blotting
results.
Key words: polyclonal antibody; immune affinity purification; enzyme linked immunosorbent assay;
Western blotting; polyacrylamide gel electrophoresis
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