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(—) Mini-M plasmid DNA extraction system (VIOGENE)

Grow 1 to 5ml plasmid-containing bacterial cells in LB medium with appropriate
antibiotics overnight (12-16 hours) with vigorous agitation

|

Pellet the cells by centrifuging for 1-2 minutes. Decant the supernatant and remove
all medium residue by pipet.

|

Add 250 ul of MX1 Buffer to the pellet, and resuspend the cells completely by
vortexing or pipetting.

|

Add 250 ul of MX2 Buffer and gently mix (Invert the tube 4 ~ 6 times) to lyse the
cells until the lysate becomes Clear. Incubate at room temperature for 1-5 minutes.

|

Add 350 ul of MX3 Buffer to neutralize the lysate, then immediately and gently
mix the solution. A White precipitate should be formed.

|

Centrifuge for 5~10 minutes, meanwhile place a mini-M Column onto a Collection
Tube.

’

Transfer the supernatant carefully into the column
l
Centrifuge for 30-60 seconds. Discard the flow-through.

’

Wash the column once with 0.5 ml WF Buffer by centrifuging for 30-60 seconds.
Discard the flow-through.



|

Wash the column once with 0.7 ml WS Buffer by centrifuging for 30-60 seconds.
Discard the flow-through.

|

Centrifuge the column at full speed for another 3 minutes to remove residual
ethanol.

|

Place the column onto a new 1.5-ml centrifuge tube. Add 50ul of Elution Buffer
(provided) onto the center of the membrane.

|

Stand the column for 1-2 minutes, and centrifuge for 1-2 minutes to elute DNA.

’
Store plasmid DNA at 4°C or -20°C.



(=) Isolation of plasmid DNA (small-scale) ({4t 777%)

overnight culture 1.5 ml, 8000g, 5min, 4C
’
leaving bacterial pellet as dry as possible
’
resuspension pellet with 100 ul ice-cold solution |
(Gram positive adds lysozyme final 1 mg/ml, put 37°C 1hr)

’
add 200 pl solution Il (fresh), iverting the tube rapid
’
add 150 pl solution 111, mixing, light votex, on ice 3~5 min
’
12000g, 5 min 4°C, transfer suspension to fresh tube
’
phenol (phenol-chloroforn) extraction unitl no white protein
’
12000g, 5 min 4°C, transfer upper layer to fresh tube
’
add two volume ice alcohol (100%) or 0.6 volume isopropanol, up to 2 min
’
12000g, 15 min 4°C, Remove the supernatant
’
Add 1 ml of 70% ice ethanol wash pellet
b
12000g, 15 min 4°C, Remove the supernatant
b

dry pellet, then add TE buffer or H,O, stock at -20°C

solution | solution Il solutionlll

50 mM glucose 0.2 N NaOH 5M KoAC 60 ml
25 mM Tris-Cl (pH 8.0) 1% SDS glacial acetic acid ~ 11.8 ml
10 mM EDTA (pH 8.0) water 28.5 ml

RNAase(stock solution 10 mg/ml)working solution 50 pg/ml



(=) Genomic DNA extraction miniprep system (VIOGENE)

Pipet up to 200 pl sample into a 1.5-ml sterile eppendorf tube. When the sample
volume is less than 200 ul, add PBS to make up to 200 pl. (B4HAEAY 7554 Sk
TR - EPIAAEE FRRE BN - Hiw L2 KER)

|

Add 20 pl Proteinase K and 200 ul EX Buffer into the sample. Mix immediately
by vortexing for 20 seconds.

|

Incubate at 60°C for 20 minutes to lyse the sample. Vortex or invert mix the
sample every 3-5 minutes during incubation.

|

Adjust the incubator to 70°C to incubate for 20 minutes.

|

Meanwhile > preheat 10 mM Tris-HCI (pH 9.0), ddH20, or TE buffer (provided by
user) at 70°C (500 nl /prep) for DNA elution at Step 10.

|

Add 210 pl of absolute ethanol or isopropanol to the sample from Step 4 and mix
by vortexing.

|

Place a B/T Genomic DNA Mini Column onto a Collection Tube. Pipette all the
mixture (including any precipitate) into the column without touching the rim.
Centrifuge at 8000 rpm for 2 minutes. Place the column onto a new Collection Tube.

’

Wash the column twice with 0.5ml WS buffer by centrifuging at 8000 rpm for 2
minutes. Discard the flow-through after centrifugation.

b
Centrifuge the column at full speed for another 2 minutes to remove ethanol residue.

’

Place the column onto a new 1.5 ml tube (provided by user). Elute DNA with 200
ul of the preheated elution solution from step 5



|

Stand the column for 1-5 minutes, and centrifuge for 1-2 minutes to elute DNA

!
Store eluted DNA at 4°C



(I0) seafl DNA BUZEEL ((F&E077%)

EPRFEERES 5 ml R T CRE ~ BrEi RS )

b
HIEC2(8000%g ~ 5 7)) HUFS i dG -t FIFR (FrizEh)
b
1560 ul TE (50 mM Tris-HCI pH 8.0 ~ 10 mM EDTA)[F)AEF fg
’
HOA 20 pl 5 EEG(lysozyme 10 mg/ml) » A 37°C B2 1 /N
’

FEA0A 30 ul 10% SDS J2 10l ZE B /Kfi#EE (proteinase K 20 mg/ml)ig &R,
& R 3TCERE 1 /N\iF
|
A 100 pl 5M NaCl &z 80 ul CTAB/NaCl (700 mM NaCl - 10% hexadecyltrimethyl
ammonium bromide-CTAB))E 4] » B Y 65°C ~ 10 4r§#
|
A48~ phenol-chloroform
[ AREFE K% - =0 (12000xg ~ 10 53§ ~ 4°C) - BEHL_EIFR (CAEEHET T
[ phenol )

’

1§ EHCPERS R - BEEISHE R R
’

A 0.6 fEaefa S AR (isopropanol) e th i DNA - BHY 4°C ~ 10 575

’

= 2R 0 (12000xg ~ 10 73 ~ 4C) AP LA
’

FLIKFY-20C 70% SERE B

{

= 2R (0 (12000g ~ 10 734 ~ 4°C) - fElf FIER - CREATREHTE BB - =
B2z EZ (BB HZARE T 45°C ~ 10 4788 )
b
AOA 100 pl —ZOKCRZKEEFE)EL TE [EIEZYEHES DNA » fIA 1 ul £ RNAase (10
mg/ml)
{
AR BN 4CHIRE CRE[BUR-20C » RUKEEFTET DNA HI#45 )



(F) =EEE K

LIBCE 1%H R EKE R Bl (FRTEEE)

. E:HY 100 ml 1X TAE buffer > &S -

. FFHL 1 g agarose IR AT -

- LABIOR & i agarose  (HO#N 20 PMERLEUHHE RG] HRod Sl iU,
10 Pt HU 5] » E ) agarose SE 404 ) ©

. I AZeE] ethidium bromide (10 mg/ml)=k SYBR Gold 10 pl

mEEA -

 EEAT RN RO - R T AN o RAVEIREIC BB B CREVE
BREY) - AWBRREFRESRESERE R —RAFEEEZR (F

Bl R 2 EHER R ) -

. K% 20-30 sy FEIEAG & AL > S EET - KB R B0 DNA BEKFE T -

. A IX TAE buffer > DNA B0k f& T - EEEBEEIZER -

. BB > Y 6X loading buffer 1 pl BEFYAHAA E > HUS pl Binfr i

f& B loading buffer J&4] -

. FBehn loading FEEE R well o (tip A buffer 1 - EFERGS well 12 EJ7

FEEE well > T1g4g ) KRS T A well FR[IAT) -

10. HPFERIKERIESM - FIEIRILERERIR > 5E 100 Volt K&V 25-30 77§

Fedn (R GRBEEREMN A ) -

11. BARAEIE - HUHEERE R - EF° DNA BUH 24 A - BZE45 R -



Agarose Gel Electrophoresis

Buffers and Solutions

Agarose solutions

DNA staining solution (ethidium bromide (10 mg/ml), SYBR Gold)
Electrophoresis buffer (usually 1x TAE or 0.5x TBE)

6X Gel-loading buffer (0.25% (w/v) bromophenol blue, 40% (w/v) sucrose in
H.,O

Nucleic Acids and Oligonucleotides

DNA samples

DNA size standards

Samples of DNAs of known size are typically generated by restriction enzyme
digestion of a plasmid or bacteriophage DNA of known sequence. Alternatively, they
are produced by ligating a monomer DNA fragment of known size into a ladder of
polymeric forms.

Agarose Concentration Range of Separation of

in Gel (% [wiv]) Linear DNA Molecules (kb)
0.3 5-60

0.6 1-20

0.7 0.6-10

0.9 0.5-7

1.2 0.4-6

1.5 0-2-3

20 0.1-2

Agarose gels are cast by melting the agarose in the presence of the desired buffer until
a clear, transparent solution is achieved. The melted solution is then poured into a
mold and allowed to harden. Upon hardening, the agarose forms a matrix, the density
of which is determined by the concentration of the agarose.

Ethidium Bromide
Add 1 g of ethidium bromide to 100 ml of H20. Stir on a magnetic stirrer for several
hours to ensure that the dye has dissolved. Wrap the container in aluminum foil or
transfer the 10 mg/ml solution to a dark bottle and store at room temperature.



TAE

Prepare a 50X stock solution in 1 liter of H,O:

242 g of Tris base

57.1 ml of glacial acetic acid

100 ml of 0.5 M EDTA (pH 8.0)

The 1x working solution is 40 mM Tris-acetate/1 mM EDTA.

TBE

Prepare a 5X stock solution in 1 liter of H20:

54 g of Tris base

27.5 g of boric acid

20 ml of 0.5 M EDTA (pH 8.0)

The 0.5x working solution is 45 mM Tris-borate/1 mM EDTA.

EDTA
To prepare EDTA at 0.5 M (pH 8.0): Add 186.1 g of disodium EDTA<2H,0 to 800 ml
of H,0. Stir vigorously on a magnetic stirrer. Adjust the pH to 8.0 with NaOH (approx.
20 g of NaOH pellets). Dispense into aliquots and sterilize by autoclaving. The
disodium salt of EDTA will not go into solution until the pH of the solution is adjusted
to approx. 8.0 by the addition of NaOH.

(Sambrook, 2001 )



(7%) PCR (polymerase chain reaction) EZJ5 K program

PCR FriR A K EY)

Primerl (16 puM) 1.5l
Primer2 (16 puM) 1.5l
Template (chromosome DNA, 50~100 ng) 1ul
10 X buffer 5ul
15 mM MgCl, 3l
dNTP (2.5 mM) 4l
H.0 33 ul
Taq polymerase 1l
Total 50 pl

High GC content target need to add DMSO

PCR PROGRAM

# 0T Stage | Step | ® A& e Y Cycle
W 3T 1 1 94°C | 10min 1
Denature 2 1 94°C 1min
Annealing 2 2 64°C 35sec 30
Extension 2 3 72°C 45sec

Extra extension 3 1 72°C 7min 1

B4 —> #4 —»| RUN MAN Prog SETUP

v — —¢
i~ Prog ¥ 452k %45 eh EDIT COPY VIEW ERASE
v v
NEW A(F T
v < prog)
PCR # (TP % & fiix @ New Prog
v
R WA (FP ¥ A
v
SIM TUBE
v

AF75.75 2 Ay ABC % 2 4 enter
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() PCR-M Clean-up system kit (PCR E#)4li{E KIT)

HY PX buffer 450ul fj1 PCR Z%7 50ul F#{ii pipetting mix

y
& column ERUZEEEASHIG A PX buffer B PCR EY)E & EAYKAS
y
HiECr 12000 rpm 1 7388 URERE RS
J
A WF 500 pl Ly 12000 rpm 1 7588 WSS RIRAG EFE
J
AIA WS 700 pl By 12000 rpm 1 7588 ULEEE RIRAG EFE
J
FHEEL 12000 rpm 2 7588 (KERIZERIELRS )
l

% column 7% 2 #r1y eppendorf &1 > A 50 elution buffer 12555 2 434% (buffer —
TE B NS H e )

l
#Ers 12000 rpm 1 434 - A4 column
l

eppendorf tube RIJ{#ER-20°C i H

11



(J\) Gel-M Gel Extraction System (Gel Cutting)

FIFH UV BN R 1% - FTJE N E L E DNA (BRI VHARARE - BEEH 87 )
&7 DNA 1Y Gel 50~200mg & A tube

y
J1 GEX 500 pl » 60°C /K34 10 4r4# (tube ZZE[ @A R REE ) (BF 1-2 4788
—"1 tube)
J
Column BLIEEEISIFSF Gel /5= A
J
/(s 12000 rpm 1 o758 USRS IR RG 5
J
JOA WF 500 pl &0 12000 rpm 1 5368 U ERE PRIRHS il
l
JOA WS 700 pl &0 12000 rpm 1 538 U ERE PRIRAS il
l
FIAE L 12000 rpm 2 o7 (EPREEERIERS )
l

¥ column #£ ZE Hriy eppendorf §1 5 i1 A 50 elution buffer 2555 2 434 (buffer —
TE B NS H e )

l
#0, 12000 rpm 1 474% - F535 column
l
R{FI-20°C 5 A

12



(L) PRAEIEgU)EIBE R = 5 e

PR AIEE U F B 5

Plasmid 20 pl
10 X buffer 3ul
10 X BSA 3ul
Enzyme | 0.5 ul
Enzyme Il 0.5 ul
H.0 3ul
Total 30 pl
PEE N FERC TS

Vector (50 ng) 1l
PCR product 3ul
10 X ligation buffer 2 ul
10 mM ATP 2 ul
Ligase 0.5 ul
H.0 ?
Total 20 ul

HAGH PCREY) (& DNA) Jr L EHIAE 3~5 &

13



(1) BERT4HAE (competentcells)  (FBIREERIE)

O E AT EURIG IR R E—RE » 52810 5 ml LB broth i » 37CHFEIRE
l
HY 0.5 ml fg1& 5%& % overnight culture - fii A 50 ml LB broth»37°C &E&5%&4Y 2~2.5
hr % O.D.eooE 0.3-0.4 FIEﬁ
l
KA 10 min (3R IFEREAEE)
!
DUSE B B & B O 6000 rpm ~ 5 min ~ 4°C
!
L B R (R FREZEL) > H1 ALK 2 ml 100mM CaCly B[] 25 i > FEhn A 8 ml
100mM CaCl, /K& 10 min

J
B0, 6000 rpm ~ 5 min ~ 4°C - £ FIER
J
fin 2 ml CaCl, [0/ R H e
J

AILA 1ml 60% glycerol » JE5J1& - 5332 E-80C frey > BEHETAIER (AI{FR=
{8 H > SRR GRS R AR )

-

14



(+—) & (Transformation)

H-80°C B E B4 H 47 (AR » O /K LBl
l
HY 100 pl {4 fE 5 eppendorf tube BN A .44 H% & (ligatioon) 2 %4H DNA
10 ul CEEEERAH - B4

|
K3 30 4y g
|
TE 42°C/KBHE 90 7 (EfTEVA S heat shock) - F/K0# 1~2 min
|

H A 0.9 ml LB broth » 1 37°CEz& 1 hr
(FEHFEYH LB+Ampicillin 552w R L7 28 F IPTG % Xgal &% 40 ul- IPTG(20

mg/ml) 40 ul ~ X-gal(20 mg/ml) 40 ul)
’

0, 8000g, 5 min » HyH 800 pl £2&%
’

100 pl Z$£ (spread plate) LB+Amp &AL
’
BER3TC 12hr (BRAGEAHERS » AFEEN 30CHRK)

15



(+2) EBE RN

1:6-80°C HU L BT R B2 e U U ERT B

EHRAN 3ml BARAE4E R PBS  (KCI 2.7 mM, NaCl 140 mM, Na:HPO: 10 mM,
KH:PO: 1.8 mM ) Triton X-100 196, PMSF (phenylmethylsulfonyl fluoride) 0.1 mM,
DTT (Dithiothreitol) 1 mM,

Pipetting mix

Sonication B E I fE &) Fdi/KHEITR A E » TIREE 30 » RHECE
FT5SHE S B

2L 4°C 12000 rpm 10 578

B _FJ&7% B Crude Protein (FHELEE )

16



10.

11.

12.

13.

14.

(+=) FREGENHIE

column fIEEHS 1.33 ml (A HHY column )

fi1 PBS 7 ml #% Vortex FlH (REER KHZ )

fi1 PBS 5 ml #% Vortex FlH (REE KHZ )

fi1 PBS 5 ml #% Vortex FlH (REE KHZ )

A0 1 ml sample (AR&EZEH)

fIll 1% triton 100 in PBS 3 ml

Vortex % column F FEBH Para film £{F%

HEEE K-y 30 474

&F column NHYRREY: 172 H PBS F5E 3 ROEZRENEE vortex » /WL P A )
/il Elution buffer 1 ml ( & reduced GST) ¥4 mix

FRE 10 778 (EEM tube AT E)

FH#t 0BT BB 1 AL EEP)IS tubeE] SE 8% SLTHK

FE Elute 3 X (E2 A#E 10 778 ~ E3 5¥#& 10 708 - E4 ~AHZE)

E4 212U PBS 5 ml 7% column > 4 column HEVEASFFANA 2ml 2096
Z IR 4°C

17



(+Pd) SDS-PAGE

SDS-2X 1N\l iz &E 2 85 7k (Sodium dodecyl sulfate — polyacrylamide gel
electrophoresis)

K

T A DHEE S TR NAGUE BN /KER T SRS » KRR Z
FOMIEEE ~ 7T 28 ~ o TE VB Z BRI ENREE - EHEES
[5] pH EREE A RETT N FIF R AT > AHEN 7T B K 5858 pH AEH fy 8.3 HI A1
R R IR AR - R REL TR AN ~ FIRTHE -

R
(1) AiElERZ(Acrylamide) I BEEEERG {7 » Methylene-bis-acrylamide f# R4k
> HLE N IHERNE - HeE B Acrylamide : bis-acrylamide JE&EEE 3751

A A#EH 29 : 1519 : 1 - bis-acrylamide JE 5L = i B i BB A L TH A

(2) SDS(Sodium dodecyl sulfate) » {5545 (/8 B M IR I B & BB A
(3) #EHifE#% (@ammonium persulfate, APS)zE 4F 7k (free radical)
(4) TEMED (tetramethylethylenediamine)fa (b7 » & B AL E T-HIEIE -

DR
(—) FiE
1 RIS PO AR > DL T0% iR IR 7 aHERes
BEM  hi#ECER 2B e st -
2. (RIS YA REE D] (CEER(EA 10%[2H2) - (K DA SR AR Ay 4L
sl N EhE - Fo BRSNS 10% APS ISR EREIIA - DURERE
RHReEs (BRELRE)  BREBEMFRGIMAZ2~35ml - ik

B R BGEIEIIA -
3. INFEtRAERE AR 07 il 70% 5 BA V- AR AT > &Y 30 3 AEiE 5Ehk
(ZRKENe) -

4. B _EJg 70%; 0985 - DL RO AKIERMEIZ K » FIBARIKGZ 687K

5. fc#d FgBRRAR - J7 A N RBRCETTAMML - TIA 10% APS J57§ 1%
D ERETNERS - RERIASEE G 21000 RN (comb)fd
AEUERIB AR A FL(well) (EE P BR EE E P 5e Al - DARIBEGAEE) » A F
10 min B[IA]EERE -

6. (EEEB G TR - BRI » 2 eriV A LR - DL RO KB well -
—#HEH—F -

7. BY 30 pl HYRESEL 10 pl By 4X sample buffer JE4] » A 95°C .2 3-5 min ©

18



B K o B K REZESHTHY running buffer > SMATFREZEE[E[ULHY running
buffer &1tgyiwi > N SDS-PAGE #EfTHF G2 (HEIKHIATRFE
IRIEEAE BRI ARG S NITIE K - Eﬁzf,uﬁ_ﬂﬁﬂ)ﬂ:’ﬁ

9. loading f% 5 - Marker £ loading 3~5 ul ~ 5% 5% loading 15 pl » —f& 10 7, »
loading B &7 -1 f8 - H 9L well AT load 15 ul #Y 1X Sample buffer -
ﬁ%WwaKﬁm%&/

0. I 100 olt - 5638 60 7358 IR - —HELIEE 90 S -

11. B B FRRI ariREE

() SDS-PAGE #:fty
1. BrEEEHREE > running buffer [E]Ug -
2. B gel /R IRA G EE T - NI ED KBTS/ #IEE - K
BT gel HesEBEa A -
3. FHBLE 7 SHEH RS gel #5 AZvEn@ -
4. IMAE—HIERE S gel FHE 10 778 -
5. I ABLSE—R (R4 ZE Y A ER
6. & A 5~6 JEILEIR G o (LRI RE ) -

}
t

sy

1

\[ 2o

H

><pp

— ~ 4X Sample buffer
1 ~ Tris-base pH 6.8 1ml
2 ~ H20 4.7 ml
3 ~ Glycerol 1mil
4 ~10% SDS 1ml
5 ~ beta-mercaptoethanol 0.1 ml
6 ~ 0.059 bromophenol blue 0.8 ml

— ~ SDS running buffer

1 ~ Tris-base 6.09

2 ~ Glycine 28.8 g

3~ SDS 19
pH Jc 2 8.3 HI/KEE

4 ~ H20 1000 ml

19



= B

1 ~ Methanol 500 ml
2 ~ Acetic acid 100 ml
fin H20 72 & 2 1000 ml
g~ 5 R EIR
1 ~ Methanol 50 ml
2 ~ Acetic acid 70 ml
fin H20 72 &2 1000 mi
i ~ Staining Solution Zy{f)%
1 ~ Coomassic Blue 29
2 ~ Acetic acid 14 ml
3 ~ Methanol 90 ml
1 H20 &= 2 200 ml
NERE (EEEnic T )
Resolving gels 57-212kDa | 36-94 kDa | 20-80 kDa | 12-60 kDa | 10-43 kDa
10 ml (2 page) 6% gel 8% gel 10% gel 12% gel 15% gel
H,0O 5.3 ml 4.6 ml 4.0 ml 3.3ml 2.3 ml
T30 2.0 mi 2.7 ml 3.3ml 4.0 ml 5.0 mi
1.5M Tris (pH 8.6) 2.5 ml 2.5 ml 2.5 ml 2.5 ml 2.5 ml
10% SDS 100 pl 100 pl 100 pl 100 pl 100 pl
10% APS 100 pl 100 pl 100 pl 100 pl 100 pl
TEMED 8 ul 6 ul 4 ul 4wl 4 ul

APS : ammonium persulfate, TEMED : N,N,N',N'-Tetramethylethylenediamine

g8 (stacking gel B9FC )

59 stacking gel 3ml 4 mi 5ml

H,O 1.7 mi 2.25 ml 2.8 mi
T30 0.5ml 0.67 ml 0.83 ml
0.5 M Tris (pH 6.8) 0.75 ml 1.0 mi 1.25 ml
10% SDS 30 ul 40 pl 50 pl
10% APS 30 ul 40 pl 50 pl
TEMED 3ul 4 ul 4 ul

20




(+F) Western Blotting (7575 K BEBE%)

HEGE  EE R TVU(E (FHEE - blotting buffer ~ 7K ~ ##5FH ) 5% (blocking) ~ 2.5%(#%
BCHiRE)PBS BRHs4-4y ~ —PL ~ =9t

— ~ 1Bt SDS gel transfer %] PVDF membrane |-

1 fg N—5REE A/ PVDF membrane(Z# T-E4#4(F) - fEHEEISE 10
b e

2. MR western blotting buffer (3.03g Tris- base+14.4g glycine fiI7K %]
800ml » Ffj_F 200ml HHfE) -

3. FHHURNSE Blot paper Kz SDS gel i western blotting buffer =5 » $#/IE 7
ii& » DL 15V ~ 20 Sy #ELT transfor

4. BIEF

—Blot

/=

+

SDS-PAGE SE{(AEE - 25— 4L Al squ €5 - 25 — 41{4 western blotting
UMM EREFEHET
5. transfor 5% £ HU T~ |2 Blot Paper f K. FE4F SDS gel ~N4:1F PVDF
membrane #|—{Fr&E - i HAE SDS gel B L J& i —FL P ETAE—/NBE
» HUTS SDS gel 1% 1F PVDF membrane 745~ A U—{@&/ NGk (HER{LE
IEHE)
6. JolF/ctaZERAVER T EYRR - FiRF Mark ~ S5—4H ~ 41 RIET T

Mark :
TRAFINEITLE (B OLFETFIAPUR ~ —ft (FBEED - ZHt (FREEE) - target)
LA II—EK -

FA

¥h{T Total Protein stain {5 Coomassie Blue (coomassie blue 2 g + Acetic acid 14 ml
+ Methanol 90 ml fji7K%1 200 ml);EZs—F » fHEHE—H €% (Methanol 500 ml +
Acetic acid 100 ml K] 1000 mb) S5 « ox¢ A EUREEEATF
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EEELEELERE]

I I N I A

S
PBS pe
Z total protein

A7 * ] g

7

LT

5%%% 7 4 45 in PBS
Blocking(37°C )shaking 35 4 45
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e

— PBS sz & i
Blocking & & " o
" ERNRIAY

—
T

1ab 4c 2.5%% 75474 in PBS
(37°C)shaking 90 4 4&

PBS d i 2 if

/_\15/’\%

PBS d e 2 i
2ab 4 2.5%% %5454 in PBS 15’3’ /; R 4
(37°C)shaking 35 4 45 e 22




PBS i

10ml ALP % ¢ substrate *c
50 pl NBT/BCIT
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