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Jack Bean Meal(Rt5£32 22
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£ B0 S0{= Jack Bean meal 0.5g & 50mL ZL|Z FE0| E&LICt
Affinity gel
Moty ARE AE & A0 2Y5tA o = FELE H[AHO| 1.75mL % E&L|CE

1M NadCl

== A

NaCl 2%(EE 08 550mL
Z7t2 ZH|3810 Otz (NaCl/Dextrose)| A AtetL|LCt.

1M NaCl/ 1M Dextrose

SHETO SHAIZLICE 2 250 45mL Y MISELICE 60mL &

QoA ZH|BF 60mL 1M NaCl O Dextrose(RE D) BFE Y1 & A2 = 2t 120 5mL 2
1M NaCl/1M Dextrose & L& & L|Ct.
Con A Control (Concanavalin A) Sephadex -_--r-ﬁl l
=]
15uL Con A Control(RE F)E Z 180 LR &ELICH ®
Pfoteinof ,_-—-—’. l
(Con A £ jack bean meal 20| QU= mannose-binding nterest -.
CHAQILICH Z=Gar Ag2 JsOHAEE mannose ZREHE ¥
AotA 2X|l= FSUCH Con AZF ZEE0| ZESH7|0| matrix & | Non-binding /4
o otei e
soff LHHX| ME0M Z=TS FHELICH) N \Q/ l

Membranes

60mm H|EZ|C[#0] SH=E HEQ &X|

=
=
LB BERog A3 0 BLS s

Standard Dilution Buffer

35 x 35 cm E XELICH ZF 050 o 7HM

Figure 3
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10X Standard Dilution Buffer(55E H)S 20mL 10X SDB 2} 180mL SF =2} A10{ 3| MA|ZL|Ct.

S| MEl 1X SDB 10mL ¥ LHe{&EL[Ct 50mL &= OF2H Horseradish peroxidase &H|0| At&grL|C}.

Horseradish Peroxidase 3| ZH|

Horseradish peroxidase stock (£ F)& 1X Standard Dilution buffer 50mL 2+ 44&LICt S5mL 4

2 D50 ZeiehLc.

ABTS Substrate
1. ABTS HISHI{(EE ) 22mLE 50mL ZLZE EE0| A4S “ABTS"2 E7|gL|CH,

ZAMAEA G Q| CHAQ ABTS" 05mL £ €1

3. 3. Re-hydrated(M4=3}=l) ABTS 255 ‘ABTS' 50mL ZLZ §E0| &7 & & MdELICL

4. ABTS2mL# 2t O FO0f LbEZL|CH

Filter Paper

OIX|E 4x4cm TA7|2 X210 2 DZ20| 3F T4 HIESIAA L,

Zt A FTHIE
4 2
EACH GROUP WILL RECEIVE:

Components Amount
¢ Jack bean meal 0.5 grams
* Affinity Gel 1.75mL
e 1M Nadcl 45 mL
e 1M NaCl/1 M Dextrose 5mL
¢ Con A Control 15puL
e Membrane strip (3.5x3.5cm) 1 piece
e SDB 10 mL
¢ Horseradish Peroxidase 5mL
* ABTS Substrate 2mL
* Filter Paper (4 x 4 cm) 1 piece
® Petri plates 3
¢ Column/ring stand 1

\ ¥




1, 2. —~ 3. 4. 5.
g ADD
— 1.I5nr1yl
B slur
Jack bean FLICK

meal + NaCl

6. 7. 8. 10.

ADD S
Nacl ﬁ
Sample 2:
Jack bean
meal

0.5g 2| Jack bean meal 0| E0{= FEO| 1M NaCl 12mL & E&LIC}
SHAE A8 30 =27+ & MAEE gL

JLEEN ZEES SAHYY2ZR nFPA|UYLL SHOIX| HeXl Opf7F Z OESUASA

S

ZHOIO 2 1.5mL affinity 22 Y1 Z0| & MYUYXE=ZE 7|CtEL .
ZE ofejo & HIHE s FEHS €O 82 ARSI ANt SEA gLCh

Affinity gel EBHO| £&3|

I KTt EO|X| &S 1M NaCl 3mL
d&LUCH O =0 2o ™

B £ ZE HUo 22T
2 ZXGOFsIH, NaCl 8240| 0 =3 H

=fOF QUO{OF SFL|CH.

MRt ZLZH JTEO| Jack bean meal FE=2 21 HME27|0 2000rpm 15 &t
SHEUCL 43YS MRe M FREE 7|10 oi&|X| Y2 =20| UCHH CHA] SE L CH
Wal2 Lo

FEE F 025mL £ FE0 €22 E3SD "Sample2'2 EZ|ELICL 0f7|0l& HHE0|
Y
HA
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11. 12. 13. 14, 15.

3mL 3mL
Nacl Elutant

B i I i B

0.25 mL 0.25 mL
Sample 3: Sample 4:
Effuent Elute fraction 1
16. — 17. 18. 19.

T T

fem
0.25 mL DISCARD 0.25 mL
Sample 5: Sample 6:
Elute fraction 2 Last Elute
2 g0 ===20| ZY 2 S5HA UL =20 A 25 SO{7I=E J|CHE L CL
HME2 ZFSHA Aoj{of ot === HOIUKX| Qoo ghL|Ct.

1M NaCl 3mL 2 ZEZ MATLCH 2 HE2 o TAHBLCH (5 3 2)

=L
44
Ot7H

Ot7H

H7|
TmL
Opx|

g

2 1M NaCl 3mL 2 ot # O MXHgLCh &0 ZH S0{7IH F&A 0.25mL 2

o +=&3sta “Sample 3: Effluent’2 E7|EtL|C}

AH(elutant 1M NaCl/1M Dextrose) 3mL & Z&EHO0| Z&LICH

N S20| XA st A 025 mL fraction & §E0| ZOtEFL|Ct,

£ Yot SES BXlstn ZYES 10 27 =hELCh

£ Zof CtAl 2 EL 0.25mL fraction & FEO| =&t “Sample 5: Eluate fraction 5"2

2=

fraction 2 HE =&t = HEL[CL

9t fraction 0.25mL & =% 3St1L “Sample 6: Last eluate"E HE 7| L|LC},
Zg 882 st Ct2Ql fraction 20| =L E L|Ct,

Sample 1: Con A Control (WAIZEE X|J)

Sample 2 : Jack Bean meal =& (9 £HA)



2E EoM

21. 4|O|HEIZ ¢

Sample 3 : Effluent (13 £hA))

Sample 4 : Eluate fraction 1 (15 SHA))

Sample 5 : Eluate fraction 5 (17 SHA))

Sample 6 : Last eluate fraction collected (19 EHA))

/_\' / \
2200122 TS A8 Z ME 10 uL Mg weeo | (1) (2)
GO g LT Chx O8N F70F L Ct P oy N\
\3 \4/
7\ N
~ (5) (6)
ME S N N
#1 : Con A Control, Tmg/ml All samples are applied
as shown in the diagram
#2 : Jack Bean meal TEE above.
#3 : Effluent
#4 : Eluate fraction 1
#5 : Eluate fraction 5
#6 : Last eluate fraction collected
Fol MEg MM 7|2 TLCE 10 ub= CiZF 10-11mm X229 & EC} A&LCt
23. 15 27t A2 £ 37°C FHO|HO|M HUEY Q0| tHSHA OtEESE THL|CH
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CON A Protein =&
1. 60mm HEZ| Tl 3742t 2~9 EFAOf AFEE 50mL H|HE FH[gL T}
2. 24 I E2| Cl¢{0f k2t 20| ®7|LCt
SDB (Standard dilution buffer), HRP (Horseradish peroxidase), SUB (Substrate)
3. 40-45mL S/RFE HIZ0| KEUCL O] HZHO| "Wash"= #7|gfL|LC}.
4. IO E 10mL Standard dilution buffer & "SDB"Z ®#7|ot L|EZ|C|¢|0f| E&LICH
5. "HRP"O| ®7|E HEz2|C|¢|0| 2]AE Horseradish peroxidase 5mL & Z&LICH

6. “SDB" H|EzZ|C|#|0f ™WERQZ HI1n HME HEYHQES “HRP' L EZ[C|IF 2

B

z
z
rlot

7. "HRP'HEZ|C|HE 20 10 27 =0 7tEAM BieLCh

8. BAE MEd "HRP" HEZ|C|#{0A EEDCS SO=ELICL #EQAN AHE At
ol WM E EBo{=2f FLICH "SDB'HE2|C|+0| HEY RS St
9. BAE ME3dl LAl BERZE S0l ANE HYo|l EojLEl = "sup” HEZ|C|+{0

10. BEHQ Y foict ABTS ZIEE 2mL ZMAEA HO{=ELCH (0] 7|E2 HER
REHO Zn%  mXofetLch) HE2(CIHY FSHS z
FIOURX] SESE Z=APLICL 30~90 =7 MEY Q0| F=23| 47t =0 LA0| E=

LCH e Q0] HF 22FH Mo| oFX22 =ML L
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filter paper
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0.5mL effluent fraction & ZAUCHH O DjEHO| T4HRPY) 28 EdS U

—_

2. Dextrose = %ot 2 ZHZHO|M ZT=E Con A £ elute St=0 AR ELCEH SHX|2F A=
dextrose = fraction & HEZ|QI0| SASIAIZ|7] HO|| eluate fraction & 7HEl Con A Of A
MAZ K] UUSLICE Dextrose 7t TS| Con A AT E2/0 EXMt= A2 Con A Z7F HRP*O|

=
Agste olge oYLt

°

3. ConAc= HEZ Q0| ZotA SAZ|X|TF HRp* CHMA2 ofzhot AStELICE BFF HRP 7t Con

— =
70 ST 2%EK % o 2M0| 2IHSHE &



29 ME2 peroxidase substrate solution Of HE QIS E1™ HZ LIEFL|CH

30~90 == O|= 7} Zo}A| LIEHELICE

1. 1mg/ml 2| Con A control = B2 Y2 AT=S ENQZE AYLICE 0|A2 Con A-HRP 40|
I Foletn LHF= == YL Ch

2. Jack bean meal TE=2 HH™=0| ¢l
Fo| M= EOFLICE oA =

=

o

HI£0|H jack bean meal TH{Z 9|

NOMEE ot ZiH2 FT=0| O|27|7tX| Ciet
=22 Con A 9o sket FE o Zgst= CHE

=of el EEELo

3. ZES AT MHYUCHH effluent L0l T =0| BO{OFRLILE Jack bean meal Of|A] 2FZto|

endogenous peroxidase 2-d2 2 Of% 3[0|3t HO| LE = USLICL

mjo

4. 22|Yelutant)0] ZHS S0SHX| AU 20| Eluate fraction 1 Ol = X =0| QiEL|CH
5. Eluate fraction 50l 2%t &2 AMZ0| 1 OFX|GF eluate fraction Ol= & &3t E™E2
Ol S AYLICE Eluate fraction 5 = =38t Con A 2 7}E B2 Y2 7IX|1 JYELICH

dOtLE 2 Con A 7F ZEO| 201 JA=X|0| 2k Con A & 7HX|= subsequent fraction Of
ZA¥E Ut

6. DOFX|2} fraction 2 Ot B2 Con A 7t ORX|2h eluate fraction O U=X[0f M2t FHO|
=S uay

Con A Control

Jack bean meal extract 3 O
Effluent
Eluate fraction 1 ‘

Eluate fraction 5 5
Last eluate fraction collected
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