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Fermentas 23 7] ; ECL Western Blot System 4 H 24
“ R AF,
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DpTYBl-orf216 Ji#% Rk AR E, it
Sl PCR 3475 8 H i 3L R B, F Nde | il
Sap 1 WEFYIFIE 3 R B, 5 FFEH Nde 1
Hl Sap | XEFYI G MY 235 R pTYBL € ] i
. CaClo b2 ik il it It 55 1k E. coli ER2566 T
¥R AUS PREL AR V5 T Luria-Bertani (LB) & A 3%
FEHE(EH 100 pg/mL & FHRHER) T 37 CHFEL
- B 24 fif T B IBUTRE L 64T PCR B E .

2)pTYBl-orf216 Fl & & H ¥ 3 Rk L KB
AL . BRI L AP VR R R T LB AR B A
F(F 100 pg/mL RN HEHF37T CHRKEEFF. W
FiZ 1+ 100 JARKEFEZE 100 mL LB AR B 35 35 (%
100 pg/mL F K HFEHZEZ) P, 5] Dy N 0.5~0.8
WF A S N BE-B-D- AR FLBE H (TPTG) 35 5
HENMERE, 49 5 MR IPTG ¥ EE (0. 2,
0.5.0.8,1.1,1. 5 mmol/L) ., A A #& & (15, 28,
37 °C) IR [ 5 S ] (10,15, 20 h) B 5 ol 5 5
Fik M. 5000 r/min B0 15 min WCHE B A H
4 mLI 2 (20 mmol/L Tris-HCIl, pH 8. 5;
500 mmol/L NaCl; 1 mmol/L EDTA) ¥ A &
EOHEABARA . FEA B, 12 000 r/min .0
15 min, 35 Ry 8 AORLER Y. B B g 4T 102
SDS- PAGE (SDS-28 P4 #5 I Jie 5 e i kO Kz I, 5
W i g o R I AR Rk

3 HEH orf216 HHAMLEfL., R A IMPACT-
CNHEA4 LR G HITHEA L4, # 3 mL Chitin
beads (2] 2 mL HRMED {5 AFEH, 10 A FE KK
TR v 4 CHEAT AP . 2 ORI 2212
A Chitin £, i #24 0. 5~1.0 mL/min, HZE/L
20 FEAE RARFR B 2 vl il Ve AT F 1T 3 A5 AR R AR AR Y
ZE WK (& 30~50 mmol/L DT UEAE .4 C s i
WG S 3 A5 AE RAR R (% 92 v i Ke B i 25 1 B8 B i
££.,10% SDS- PAGE i, ¥ Pk B e 475 2 1 H
()25 R & PBS 28 b B Ml i .

OyriRiiles . HBEIMaifbE A BRI REN
R & A BR A F 45 2 i BE BT .

S5)E 4 orf216 % A B Western blot 23 #. #
17 SDS-PAGE., fifi HI 2 1256 % H vk i 4 2 6 2
JBT N B Ji H B 7% BINC IR | . JH5 0 09 B g 28 5 3f

M1 h S5 A PR 45 1 orf216 B AP iA
BERE 1/2 00004 CWEH %, 1l TBST VERE 2 Ik,
TBS YA 1 . 57K 10 min, JIA F 3B W& 4% 19
PR 1gG (R B JE 1/1 000) = & 1 h,
TBST WM 2 . TBS VR 1 K. &K 10 min, ffi
FHBE IS RAZAL 4T ECL B AR S 25l 19 47 B J&
FF6 T orf216 (1 /N AN BT AR 09 48 542k
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pTYB1-0rf216 RiZ R X H i

DA, 2L 1% v 32 BUA pTYB1-orf216 JF kL A 4 iy
i PCR %93, K45 457 K/N252H 650 bp 245 1
BEL S WSS R — 2 (- D IR Pk LA BH M v g gt
17 DNA 7 DNA U J7 25 5 R B 3 A B B K%
651 bp., Ui B i 3 K 2R F 2 B Ty, 3R 3K JBTRL
SRR .

bp M 1 2 3 4 5
2 000

2.1

6 7 8 9 CK

1 000
750
500

250

M. & H i 2> T B & bR M DL 2 000 marker; CK. pTYBI # &
pTYBI vector; 1~9. 9 AN BATFIEE Nine clones.

B 1 pTYBl-orf216 ALK PCR % B ik L

Fig.1 Identification of plasmid pTYB1-orf216 by PCR
2.2 pTYB1-orf216 A EAMIFEFRIX

WA pTYBl-orf216 Fiki Y E. coli ER2566

e TE IPTG W35 . 70 0K 2 0. B DLE #E 4T
SDS-PAGE, &5 NEl 2, 7E25 85 ku &b H &Kk
W ERI, B RAER S, ISR RIR
FAER, AR 15 CF L, R kB R 0. 2,
0.5.0.8.1.1 fl 1. 5 mmol/L # IPTG i 15 h, ¥
3L REFW 5 ASRFEM IPTG XA SR A W
225 LR A E R EE 0. 8 mmol/L #1755,
TERf 2 TPTG W B J5 . 78 0. 8 mmol/L IPTG ¥
TR 15,28 A1 37 C AT £515 h, 45
REH]LIE 15 CTEAFEFRICREL (B 4 . 750, 8
mmol/L IPTG.15 CiES &M T .4 5iE T 10,15,
20 h, B 5 BYZE REW L F A A Y 15 h 1B
MR, Wik, &G RA15 CF 0.8 mmol/L
IPTG %S 15 h i pTYBl-orf216 Fl &8 12k 1Y
ek 551
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M. # 1 marker Protein marker; 1. 25 # K 4 iR &% The
whole cell protein(vector) ; 2. 4 ff1iR &%) (-IPTG) The whole cell
protein not induced by IPTG; 3. 1R & ¥ (+1PTG) The whole
cell protein induced by IPTG; 4. 25 # & L% Soluble group (vec-
tor); 5. F (-IPTG) Soluble group not induced by IPTG; 6. |
i (+1PTG) Soluble group induced by IPTG; 7. 25 # K L iE In-
soluble group(vector); 8. JL{E (-IPTG) Insoluble group not in-
duced by IPTG; 9. T & (+ IPTG) Insoluble group induced by
IPTG.

2 pTYBl-orf216 gt & & A # S FK LK SDS-PAGE # il

Fig.2 SDS-PAGE detection of prokaryotic expression

products of pTYB1-orf216

9 10 11

5 6 7 8
E

M. 7 1 marker Protein marker; 1. 258K M MWIE &% The
whole cell protein(vector) ; 2. 4l ffii & % (-IPTG) The whole cell
protein not induced by IPTG; 3.6.9. 4 MR & ¥ (28.15.37 C)
The whole cell protein induced by IPTG under 28,15,37 C; 4.7,
10. 7% (28.15,37 “C) Soluble group induced by IPTG under 28,
15,37 “C;35.8.11. YLHE(28.,15,37 °C) Insoluble group induced by
IPTG under 28,15,37 C.

B4 AERET pTYBl-orf216 B &
ERHSRIXN SDS-PAGE #&ll
Fig.4 SDS-PAGE detection of prokaryotic
expression products of pTYB1-orf216

by different temperature

23 FT4H orf216 EAMIAL

DL R A 5 4 A 54T pTYB1-orf216 il &
FEHMRIIESERE R IMPACT-CN # 4l
ARGttt EAaif, itk ittt SDS-PAGE,
ME 6 Haf W, HAA 1 4&%5 30 ku W8 A &7 4lifk
FORMRA difbE A AL e R E AR R R OA

M1 23456 78 910111213 14151617

M. # H marker Protein marker; 1. 2% # /& 40 i iR &5 % The
whole cell protein(vector) ; 2. 4 IR 5% (-IPTG) The whole cell
protein not induced by IPTG; 3.6.9.12.15. 40L& 2 (43 K
0.2 .0.5.0.8.1.1,1.5 mmol/L IPTG) The whole cell protein in-
duced by 0.2,0.5,0.8,1.1,1.5 mmol/L IPTG;4.7,10,13.16. I
H M 0.2 .0.5.0.8.1.1.1. 5 mmol/L IPTG) Soluble group
induced by 0.2,0.5,0.8,1.1,1.5 mmol/L IPTG;5.8.11.14,17.
UBE (A58 0.2.0.5.0. 8.1. 1.1. 5 mmol/L IPTG) Insoluble
group induced by 0.2,0.5,0.8,1.1,1.5 mmol/L IPTG.

B3 AE IPTG KE THFSFRIEL pTYBl-orf216
& F B/ SDS-PAGE # il
Fig.3 SDS-PAGE detection of prokaryotic
expression products of pTYB1-orf216 induced
by different IPTG concentration

6 7 8 9 10 11

M. # 1 marker Protein marker; 1. 45 8 & 41 i & ¥ The
whole cell protein(vector) ; 2. 4L iR 45 # (-IPTG) The whole cell
protein not induced by TPTG; 3.6, 9. 2 Ml i & % (20.15,10 h)
The whole cell protein induced by IPTG under 20,15,10 h; 4.7,
10. |27 (20,15.10 h) Soluble group induced by IPTG under 20,
15,10 h;5.8.11. YL 7€ (20.15.10 h) Insoluble group induced by
IPTG under 20,15,10 h.

B 5 AEHET pTYBl-orf216 g &
ERAH S FILH SDS-PAGE #ifll
Fig.5 SDS-PAGE detection of prokaryotic
expression products of pTYB1-orf216 by different time

BRI il £ 2 B A4,
2.4 E4 orf216 & BB Western blot 2 %7

B ai b E 4] orf216 & [ 4T SDS-PAGE, #% %]
NC JI&i |-, Western blot 43745 53501 7*}7414&?1‘%@552/] 30
ku Zb Y orf216 2 RS2 45 & (& 1) UE W T il 45 1) 22
e REBUIAR B B R R AT S AR R A
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M. 1 marker Protein marker; 1. 41 fiiR & ¥ (+1PTG) The
whole cell protein induced by IPTG; 2. F i (+IPTG) Soluble
group induced by IPTG; 3. YL3E (+ IPTG) Insoluble group in-
duced by IPTG; 4. Mg # Load; 5~7. PetE Wash; 8~9. MMt
HH Elute.

B 6 #“ifkMEA orf216 H AR SDS-PAGE E i

Fig.6 SDS-PAGE map of purified recombinant orf216 protein

ku _ 2

M. % 1 marker Protein marker; 1. orf216 % [ ) SDS-PAGE
S HF SDS-PAGE analysis of orf216 protein; 2. orf216 % [ 19
Western blot /3 #f Western blot analysis of orf216 protein.

7 orf216 HLAKE) Western blot 43 #
Fig.7 Western blot analysis of polyclonal antibody
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KRR T EAWSE ST RBG, L SDS-
PAGE 287, B 1 42 85 ku K/NAYIE S L X Al
T A F G R R R/ — B i AR B aR A i
BZ amE X mEaRD>, B iE Rk
e J5 2 19 2 11 Sl Ak T 7 P I o R R X I R A
YT Ep, alifb 5 /Y 8 11 AT DL e KB B £ 45 H: 2 [R) 44
L5 RERVE, EANRBE ST MERBFRM
K T EMAAR B SF RS E AN RL R, 2K
oAk IPTG ¥ B2 Vi EE B if ) 3 PR, Horb TIPTG ¥
FERAT 0.2,0.5,0.8.1.1,1. 5 mmol/L 5 4~ /K,
R T 15.28,37 °C 3 MK BHEZRH T 10,
15.20 h 3 /K. FJE#e 15 °CF 0. 8 mmol/L
IPTG %S 15 h 2k pTYBl-orf216 Bl & & 1 23k 11k
PESRAE

it

M IMPACT-CN G RAMHEHNEHSE
FIA BT E e (RO &R O RIL T g & & A
R R A B, M LT A R g fb Rl A B E .
SR 175 5 PN O O B YA R ML AE LT A
¥ AR ARG R N S IR LT R4 & A
B2 A AE LT WA it b, 38 B R 43 55 2l 4k 2R (A 1
HiY, A g gk Y pTYBL 24k vl ik H 19 5k
A 55 9 KR 24 A A a5 B A GE L DTT 33N
R T JOR e A 0 L (S R S Al A A B R AR R
SR NG i ER NS a RNE PN S S o

W AR R R KPR E A 0 TR
SRR T £ B BT BT D RE AR 1 BT A BLAR
FRZ R LT e 5E . 3 3 5% 02 T Oy ik, glidk
153 i 2E FE R Rl 2R L T A orf216 RN 2
VEREBUR X HE— BT SE orf216 & A E Y A [F) 4R
K& B B R IA A I orf216 5 B P AR BE Y
F orf216 275 {0y B 5% #F B A 8 2 S, AT
L 0 B 0T A 2 A A R A BT R
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Protokaryotic Expression and Polyclonal Antibody Preparation of
orf216 Protein in Honglian Cytoplasmic Male Sterile Rice Line

HU Jing CHENG Gang TAN Yan-ping WANG Chun-tai LIU Xue-qun
College of Life Science/Key Lab for Biotechnology of the State Ethnic Affairs Commission ,
South-Central University for Nationalities ,Wuhan 430074 ,China

Abstract The recombinant prokaryotic expression vector pTYBl-orf216 with the intein tag was
constructed and transformed into E. coli ER2566. The optimized protein expression induction condition
in E. coli was 0.8 mmol/L IPTG (isopropy--D-thiogalacto side) at 15 °C for 15 hours. A band with 85
ku of molecular weight was observed on SDS-PAGE,and the protein was mainly existing in the soluble
composition. This protein was isolated and purified through affinity chromatography,and then polyclonal
antibody was prepared. The results of Western blot indicated that the prepared polyclonal antibody was
with high specificity.

Key words rice; protokaryotic expression; affinity purification; antibody

(FHEHB . H4HE)



