RT-PCR for detection astroviruses

<Reverce Transcription> <PCR>
buffer Tul TX buffer 4ul 1X
MgCi2 2 SmM MgCI2 1 1.5mM
dNTPs 4 each1mM  HAstVcom+ 0.5 0.5uM
HAstV com- 0.5 2.5ul Taq 0.5 2.5U/100ul
RNase inhibitor 0.5 1U/ul Water 34
RTase(MuLV) 0.5 2.5U/ul 401l
Water 1
RNA 0.5 94°C 1min (pre heat)
10ul b
94°C 30sec
42°C 30min 55°C 30sec  30cycles
l 72°C  1min
99°C  5Smin !
l 72°C  7min
5°C  S5min !

store at 4°C

BE2ICRTEBYDORMEEHERL, RT-PCRETTH,

CHNICSRSVIRHIAONVB1/82SMB2 primerZ M. (M%
IeatZtyDwater&ig 59 2 &) . SRSV & astrovirusd [ B
BRHEZEITO ZEBAETH - (ZOBORISHEREIIINVS1/8
2primerlc&bH ) . SETOLEIARBRETOMEIL S
WS, BERBSLIaW=H., Yo TN 2180TRENH S,
yuri primer TORIFFR (3R B TUODU,

BROY A X2 1 A2 IFBIBICAY REB LR IES(1RH
BV HYOBETSIREBTELLEXTLON, 27
IVICEENDZ < OBET (MEBHBE, D IIRAR) F/i-
FEAICL2BEFEEOTELHE, R2BEEEEETS
&, BRI RLSMNCEADA Y Etiahiz=&s LTS
BMELEY, YN TV ICLBEBERBETOLDICT

Do
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[RNAIH 2]
1. L5 miECF 12— 7121 miOH20% AN10~20% O EELF A IERT 5.
15,000 rpm 10 mini (s
2. EW250 pliTISOGEN-LS (Zwilir32—2) 750uli 3
Voltex, Store for b min at Room Temp.
Spin down
3. ZDIFRIVA200 A S
Voltex 15 sec, Store for 3 min at Room Temp.
15,000 rpm 15 min at 4C
4, EHEE4AS0 ulfR D, AV a7 O-i1450 i B
Voltex , Store for 10 min at Room Temp.
15,000 rpm 15 min at 4T
5., EVEZETI0%LY /J—I750 nllA 2
15,000 rpm 5 min at 4T
t  EFEERTHLSHEEERT S

7. DEPCHEH20 16~20u WCHFET 2
RT-PCRIZHR HRETHIHEIL-70CIIHEETS
[RT-PCR#:]

1. Primer (NV81/NV82/5M82)%& FHW/=RT-PCR
A. Reverse transcription (RT)

RTR it
Reagent Volume Final conc.
H20 8 ul

5 mM dNTP mix 4 pul 1 mM
(TaKaRa)

10X PCR Buffer 2 ul 1x
(TaKaRa)

50 uM NV81 1 ul 256 uM
MulV RTase 0.5 ul 10u
(PERKIN EILMER)

RNasin 0.5 put 40u
{TalKaRa)

16 pld d); B CHEH
RTUEIGES ullcRNA 2z, EXwirg >4
I 2 I NAA N (SIGMA; heavy white oil) 1 FHANS
42T 30 min 99C 5 min 4C 3 min

B. PCR
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B. PCR

PCRE i
Reagent Volume Final conc.
Hz20 69.5ul
10X PCR Buffer 8 ul 1x
(TaKaRa)
50 uM NV82 1 nl 05 uM
50 M SM82 1 il 05 uM
rTag DNA Polymerase 0.5 ul 2.5u
(l'aKaRa)
80 ul e) e); ¥ETHEM

R G40 nl1%cDNA tubelZliA 5
7% % L"CSpin down
PCRE iz (PERKIN EI. MER; DNA Thermal Cycler)
94C 1 min 49C 1 min 20sec 72T 1 min
40 cycles 72C 15 min store at 4°C

Primer (Yuri 22R/Yuri 22F) % W =RT-PCR
A. Reverse transcription (RT)

RTRGK
Reagent
Hz20
5 mM dNTP mix
(TaKKaRa)

10X PCR Buffer
(T'aKaRa)

50 uM Yuri22R
Mul.V Rlase
(PERKIN ELMER)

RNasin
(TaKaRa)

Volume Final conc.
8 ul
4 ul 1 mM

2 ul 1x
1 ul 2.5uM
0.5 ul 10 u
0.5 1l 40 u

16 ulf ), B THEH

RTSES plTRNA 2 ulinz, ERw5q 2

SRINFAAINSIGU
42C 30 min

B. PCR

PCRIR I
Reagent

MA; heavy white oil) 1 A2
99C b min 4T 3 min

Volume Final conc.
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(TaKaRa)

50 pM YwriZ2 I¢ 1 ul 0.5u0M
rTac DNA Polymerage 0.6 1l 251U
(T'aKaRa)
80 plg g): ¥R THE

KR40 1 17 cDNA tubelz Nz 5
74 % LT Spin down
PCRF i (PERKIN ELMER: DNA Thermal Cycler)
94°C 30sec 51T 1min 72T 1 min
35 cycles 72°C 7min store at 4C

[ PCREEW) O HEEER]
0.5 pg/MOITF LTI REFO2%7HIo—25 )
(SIGMA type ii; Medium EEO)IZPCREMS nla7 751 LT
Mupid-3 TEXKKEIT S
(751 v —OIEEES]]

NV35(-) 5 CITGITGGTTTG AGG CCATAT 3 (21 mer Tm=60)
NV36 (+) 5 ATAAAAGITGGCATGAACA3 (19mer Tm=50)

NV81 () 5 ACAATCTCATCATCACCATAZ (20mer Tm=54)
NV82 (+) G TCATITTGATGCAGATIAZ (18 mer Tm =46 )
SM82 (+) 5 CCACTATGATGCAGATTAZ (18 mer Tm=50)

Yuri22R (=) 5'CAT CAT CCC CGT AGA AAGAG 3 (20mer Tm=60)
Yuri22F (+) 5 ATG AAT GAG GAT GGA CCC AT 3' (20 mer Tm = 58)

A1 din G Ok

(RNAfH ]
1. Weigh digestive diverticulum 0.5 g/1.56 ml eppendorf tube (/sample). Store them at -8¢

2. Add 0.5 ml warm distiled water (ca.37°C), mix with toothpicks (vortex for 10 sec.), cent at
15krpm. for 5 min. at 4 C. Take sup. (0.25ml} to a new 1.6 mli tube.

3. Add 0.75 ml of ISOGEN-LS, lyais or homogenization, keep for 5 min. at RT, then add 0.2 ml
of Chloroform, shake vigorously for 15 sec. keep for 2-3 min. at RT. Cent. at 12 krpm. for
15 min. at 4 C, take aqueous phase (max 400 ul) to a new tube, add 0.5 ml of isopropanol,
then mix well, keep for 5-10 min. at RT.

4. Cent. at 12 krpm. for 10 min. at 4 °C, discard sup. Wash the precipitate at Jeast 1 ml of 756%
Etoh (12 krpm for 5 min. at 4 'C)
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5. Dry briefly, dissolve the precipitate with 25 ul of DEPC-treated H20.

[ RT-PCR #]
1. RT reagent mixture
2x Bea 1st Buffer, 25 mM MgS04, dNTP Mixture, RNase Inhibitor (40 U/ul)
BcaBEST Revers transcriptase (22U /ul, TaKaRa), Primer (25uM), RNase free H20
Alfter preparalion of the mixlure aliquol 17.5 ul into 0.5 ml lube, then add 2.5 ul of sample.

2. Set up thermo cycler (PERKIN ELMER) as followed, 65C 1 min/ 30C 1min./65C 30 min./
80T 2 in./ 5°C 5 mifi.

3. PCR reagent mixture
26 mM MgS04, 5x Bea 2nd Buffer, Bea-Optimized Tag (TaKaRa), up stream primer,
down stream primer, dH20
Take 10 ul of each RT-product into a new tube. Add 40 ul of prepared reaction mix into a
RT-reacted tube containg 10 ul of the product with mineral oil. Then start PCR reaction as
follows; 94°C 1 min, 56°C 1 min 20 sec, 72C 1 min, 30 cycles.

¢ Nr ‘ed PCR reagent mixture
1vx PCR buffer, dANTP 1mM, 25 uM up stream primer, 25 uM down stream primer,
Taq Polymerase,
Aliquot 49 ul into 0.5 ml tube, then add 1 ul of PCR product.
Set up thermo cycler as followed, 94C 30 sec, 55T 30 sec, 72T 30 sec, 30 cycles.

. Take 7 ul of above product and mix with 2 ul of sample buffer , apply 7 ul of mixed sample
on the gel, check the product.

[Hybridization)
1. load samples on 1.2 % Agarose gel/TAE and electrophoresis.
2. so0ak gel in 0.25N HCI for 10 min.
3. rinse gel 3 Limes with DW.
4. soak gel in denaturation soln. for 15 min x 2.
5. soak gel in neutralization soln. for 30 tnin.
¢ et up transfer pyramid as below & aspirate 2 h at 7 cm/Hg.
7. tc .2 out membrane and rinse in 2 x SSC for 5 min & UV Fix.
8. prehybri with ExpressHyb soln. at 65C for 30 min.
9. hybri with denatured Dig-labeled probe 10 hg/ml at 65°C for 1 ht.
10. 2x SSC/0.1% SDS, at RT for 5 min x 2.
11 0.2x SSC/0.1% SDS, at 66C forls min x 2.
12 Dig-buffer 1, 1 ml.
13 Dig buffer 2, 30 min.
14. Dig-buffer 1 1 mlx 2.
16. 1/5000 x AP- a-Dig Ab/ Dig-buffer 2, 30 rin.
16. Dig-buffer 1, 1 ml
17. 0.2 % Tween20/Dig-buffer 1, 20 min x 2.
18. Dig-buffer 3, ar RT for 3 min

BLRER LG 1V ARBBA, KB, 49, 22~29 (1998)
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10%3E 1 FLAY

Ultraspec3'RNA "T94¥A RNA % fhit}
G1 + G 2 primer & VT RT-PCR
BRIKE)
FAUAYT TN T AT T
Tu—INnA TV FAE—ar
HE
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RT-PCR for SRSY detection from fecal specimen

STOOL IHOMOGENATE:
put 1-2 g of stool into 15 ml centrifuge tube

containing 10 ml of MEM* and | ml of glass beads
make small aliquot of stool into 2ml screw cap tube and store at -80C

l

vortex, 1 min
!

centrifuge at 3,000 rpm, 10 min
!

collect supernatant
l

centrifuge at 10,000 rpm, 10 min
!

collect supernatant

!
filter through 0.45 um filter*
l

make aliquots, and use for RNA extraction, cultivation, EM diagnosis and -80C store

MEM: or PBS H20

glass beads: appx. 3mm diameter

E A TaREORDY & LTITo TV D, 045 um filter:y 25mm  disposable, Cellulose
Acetate, ADVANTEC DISMIC 25CS #25CSO4‘5AS

2ml screw cap tube: SARSTEDT#72.694.0065

1.5 ml micro test tube: Eppen dorf Safe Lock #0030 120.086

PCR MBI OHADES., 2.0ml O nF a—7FI205m BOHF AE—LE 15ml @

PBS # Ah, ##0.2-03 g 2MAEAMEIERS D,
2.0 ml micro test tube: Eppen dorf Safe Lock #0030 126.094
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RNA EXTRACTION:

pipette 100 or 200 ul of stool homogenate into | m] of Ultraspec-3’'RNA¥*,
mix by pipetting
4

add 200 ul of chloroform
!
voitex vigorously, 15 sec
l
stand on ice, 5 min
!
centrifuge 12,000 rpm for I5 min at 4 C
!
transfer supernatant (400 or 500 ul) to new 1.5 ml tube* MEEEL TH < & Bz
!
add equal volume (400 or 500 ul) of 2-propanol at RT, and mix well
!
stand for 10 min at RT (or keep -20 C for >30 min)
l
centrifuge 15,000 rpm for 15 min at 4 C
!
remove supernatant
d
add 1 ml of cool 70% Ethanol
|
mix gentlé
!
centrifuge 15,000 rpm for 5 min at 4 C

!

remove supernatant
1

spin down
i’

remove supernatant completely
!

dry up pellet, stand at RT for 10 min
!

resuspend in 30 ul of DEPC water*
!

use for RT-PCR or store at -80 C

Ultraspec-3'RNA:BIOTEX LABORATORIES, INC #BL27200

1.5 mi tube:RNase, Dnase free, Ambion #12450

DEPC water: Diethylpirocarbonate treated H20, Ambion #9920
Ultraspec-3’RNA:[R % & : ISOGEN-LS ., = w A2 2 — /#311-0261

Ultraspec i3 37 C TR, & <% 1ml 3> 1.5ml tube 437 L 4 CCRTE
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RT-PCR mixture

DEPC water 32,225 Ambion
5% Ampdirect 10.0 Shimadzu
2.5mM dNTPs 4.0 Takara
0.1M Dithiothreithol 1.0 BM
10uM GI1 or G2 primer mix 1.0 Pre-mix
100units/ul RNase inhibitor 0.2 Takara

5 units/ul Takara Taq 0.5 Takara
40units/ul AMV RT XL 0.075 Takara

[0uM GI primer mix

SR33(-), SR48(+), SR50(+), SR52(+)
10uM G2 primer mix

SR33(-), SR46(+)

Procedure:
thaw reagent mix and spin down, and stand on ice
l
pipette reagent as above and keep ice cold
l
pipette 49 ul of RT-PCR mixture into 0.2 ml PCR tube on ice
l
s Viral RNA
1 heat at 65 C, 5 min or 94 C, 3 min
| stand on ice, for > min
J spin down
l t
add | ul of viral RNA
l
mix gentle and spin down
!
set thermalcycler at 4 C*
Program: PE9700 Takara MP
(n 4 C, hold (n 4 C, hold
(1) 50 C, 30 min for RT (N 50 C, 30 min for RT
(1) 94 C, 3 min t)) 94 C, 3 min
(40) 94 C, 0.5 min (40) 94 C, 1 min
50 C, 0.5 min 50 C, 1 min
60 C, 0.5 min 60 C, 1 min
(D 72 C, 7 min (N 72 C, 7 min
(N 4 C, hold {H 4 C, hold
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Ampdirect(Shimazu)i Inhibitor {Z%F L THSITH 3,
RT-PCR FIR1Ei#% & BE3 i3 Titan One Tube RT-PCR system, BM#1 888 382, T bHiZIXA% D
BRI BB,
G1 primer & G2primer % 34 (29T 5 /2 tube iX 2 AL M & 72 5, Gl primer & G2primer %
BRELTIEATCITI LB CEANETFRENET T3,

XA

RT-PCR mixture (X B RIELBURE . HIPBEL L, KETHSIZBHLTH S master mix
ZERY 5, master mix (3K L T30 < HWVIEETH S,

viral RNA (2.7 heat denature L, ZO#EK LET1HULEARHTE &,

*hot start (2% LT cool start & WE{T4L 5 51T non-specific 72732 K2R 5.
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Gel analysis:

apply 10 ul of PCR product and 2 ul of 6x Dye on 3 % agarose gel
Electrophoresis using Mupid-I1, 100V for 50 min

Staining gel, 0.5 ug/m! of Ethidium bromide for 30-60 min with rocking
rinse in DDW
take piclures

3% Agrose/TAE
Ix TAE 100mi
Nu Seive agarose 3:| 3z

Nu Seive agaros {258 DNA ORI AICIRE S WX T, 2HBORXBREE > T3,
TOEOBEROBERII D POEENILETH D,

Ix TAEWT Ha—R&MA, RAF—F-—TI10-15 5HERE. A— b7 L—THB00L
BF LU TRREEMRT D, BERE2BME, BURAF-FT—THB T2,

RN 50-60 CIHA T, YN bb—IilEE, a—b%FEy T35, THu—xHH
Fom 0 510 5BBBETAR%E, YVEICIXTAE 2 BYEEE, o—AZHEW5S,

TNF L —T8WF 07 o P TAKR, ACTTCHRETIEN TS,

Molecular Marker
123 bp ladder, GibcoBRL#15612-011
Dig labeled bio marker low, Bio Ventures, INC

10x TAE: 0.4M Tris, 0.4 M B¥E2, 0.0I1M EDTA

Nu Seive3:l FTakara- FMC#50090
E(Br solution: = w7t 29— 1 # 315-90051

Southern hybridization & 1T 5 O CHkE) Yy 77— BEEHI D, EBr AY OBy 7
7 —CTEHRIKET 5 & DNA DR THREIEREDL S,
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SOUTHERN BLOT AND PROBING

Blotting:
by vaccum blotter

stained gel
i

50 mi of Denaturation solution, 30-60 min, gentle shake (rocking)
l

50 ml of Neutralization solution, 30-60 min, gentle shake
!

transfer to nylon membrane* using vacuum bloiter* under 7.5 cmHg for 60 min
!

Rinse membrane in 5 x SSC
H

UV crosslinking (1200x100 ul/en2, 3 times)
i

Dry and store at 4 C

nylon membrane: Mupid gel ® K& X{TH > b (big size gel: 7x11 cm)
Hybond-N+ (22x22 cm), Amersham #RPN2020B

vacuum blotter: Toyabo, VB-30

vacuum blotter Z iV 5 & 1T T A7 7 —BRT 15,

vacuum blotter 23SV MRS, B O capirally transfer TH LV,

P-16  IZffi{E72 capirally transfer # RLCH2D, ZOHFETIHEM T FZ AT 7—
TEHILENERELTHD,

UV crosslinker M#EWEE, UV FF A AIRF—ET2~38M UV EZRBHEITDZ
&THEME, (MEEK 254nm)
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Hybridization:

Rinse membrane in 5x §5C

l

transfer membrane into Hybri-bag*
i

add 10 ml of Prehybridization solution with shaking for 58 C for >3 hours (1 hr)*
1
{ discard Prehybridization solution
l

add 5 ml of Hybridization solution with shaking for 58 C for >6 hours - overnight
!
| recover Hybridization solution, and store at -20 C*
l

transfer to a clean dish
!

Ist wash,

50 mt of 2x Wash solution* with shaking RT for 5 min
l

transfer to a clean dish
l

2nd wash |

50 mi of 2x Wash solution with shaking RT for 5 min
!

transfer fo a clean dish
i

Ist wash |

50 mi of 0.5x Wash solution* with shaking RT for 5 min
1

transfer to a clean dish
l

2nd wash |

50 ml of 0.5x Wash solution with shaking RT for 5 min
l

transfer to a clean dish
Hybri-bag: @ 2 E -+ /31 F#5-1001

Hybri-bag DD VICH v3— (TR, —Aw X)) 2o THA, ORI 25mi
BWHEEANS,

%7 LA ) OREENT 1 BRI T WEE

FFJoaA T (Fe—7) BREERLBEMALTWS, | XA D,

Detection:

50 ml of G-buffer-1*, shake RT for [ min
!

transfer to a clean dish

{
50 mi of G-buffer-2, shake RT for 30 min

{
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transfer 1o a clean dish

!
20 ml of Anti Dig-AP* 1:10000 in G-buffer-2, shake RT for 30 min
!
transfer to a clean dish
|
Ist wash |
50 ml of G-buffer-1, shake RT for 15 min
i
transfer to a ¢lean dish
l
2nd wash |
50 ml of G-buffer-1, shake RT for 15 min
!
transfer to a clean dish
l
50 mi of G-buffer-3, shake RT for 2 min,
1l
! I ml of CSPD* 1:100 in G-buffer-3 on Parafilm*
lay membrane (DNA side down) on CSPD, 5 min
|
drip off excess liquid (not diy up)
!
Seal membrane between OHP film or Saran rap
l
1 incubate 37 C, 5 min
l

Exposure for 60 min to X-ray film*

Anti Dig-AP,CSPD, Blocking reagent:DIG Luminescent Detection Kit,
Boehringer Mannheim, 1 363 514
BaThlATD LN TESNZ Y FOSHRETHS,
X-ray film:Hyper film MP, Amersham #RPN1677H

2 BHESHWERERL TS,
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Stripping and reprobing:

Rinse membrane in H20

l

transfer to a clean dish
!

Ist wash !
50 ml of Stripping solution-(at 37 C), shake at 37C for 15 min

transfer to a clean dish

!
2nd wash |
50 ml of Stripping solution {at 37 C), shake at 37C for I5 min, shake

rinse in 2x SSC
l

Prehybridization and next probe or store in 2xSSC
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Liquid hybridization:

Fa—F & S EAE 5 B ¥ A 7 03E D728, Hybridization and probing ¢ FZHE .
I~ Liquid hybridization % EHE$ 5 = &2k - T, PCR THRH{ L7z SRSV BEEFO T n—7
YA PEBECRRB I ERTES, LHLRREL, 1HU TN &FE A TRUEY
B0EL DOV TNEIORETEA T DIRTFRELEES D,

mix 9 ul of PCR product and 1 ul of 1.0 uM Dig-labeled probe in 0.2 ml PCR tube
i
incubate the mixture using Thermal cycler as following condition
94 C, 3 min
50 C, 3 min
4 C, hold
l
add 2 ul of 6x Dye
l
load on 3% Nuseive3:1 agarose/TAE
d
electrophoresis 100V for 50 min
!
stain gel in 0.5 ug/ml of EtBr
!

take picture

Detection:
transfer to nylon membrane* using vacuum blotter* under 7.5 cmHg for 60 min

!

Rinse membrane in 5 x SSC
!
UV crosslinking (1200x100 & J/cm2, 3 times)
!
50 ml of G-buffer-1*
!
1 shake, 1 min
)
transfer to a clean dish
!
50 ml of G-buffer-2
!
1 30 min, rock
!
transfer to a clean dish
!
20 ml of Anti Dig-AP* 1:10000 in G-buffer-2
!
1 30 min, rock
!

transfer to a clean dish

l
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Ist wash |
50 ml of G-buffer-1
l
1 15 min, shake
{
transfer to a clean dish
l
50 mi of G-bufifer-1
!
! 15 min, shake
l
transfer to a clean dish
l
50 ml of G-buffer-3
1
| 2 min, shake
} 1 mi of CSPD* 1:100 in G-buffer-3 on Parafilm*
lay membrane (DNA side down) on CSPD, 5 min
1
drip off excess liquid
i
Seal membrane between OHP film or Saran rap
l
| incubate 37 C, 5 min
l

Exposure for 60 min to X-ray film*

—134--



RBR T SL R IR B £ F ST
FA-BF AR
BUFFERS
Denaturation Solution { 0.5N NaOll, 1.5 M NaCl)
NaOH(Mwi=40.0) 20 g
NaCl(Mwt=58.44) 87.7 ¢
H20 up to | liter

Neutralization Solution (1.0 M Tris-HCILph7.5, 1.5 M NaCl)

2.0 M Tris-HCl,ph7.5 500 mi

5 M NaCl 300 ml

H20 up to 1 liter
5M NaCl

2.0M Tris-HCI(pH7.5)
20x SSC (3 M NaCl, 0.3 M Sodium citrate)

NaCl(Mwt=58.44) 175.3 g
Trisodium Citrate Dihydrate(Mwt=294.1) 88.23g
H20 up to | liter

Prehybridization solution
(5xSSC, 0.1% N-lauroylsarcosine, 0.02% SDS, 1%(w/v) Blocking reagent*)

20x S§S8C 250 ml
N-lauroylsarcosine | g

10 % SDS 2 ml
H20 approx 700 ml
!

stir

!

add Blocking reagent 10 g

l

stir and heat at 50 C

i

adjust volume to 1 liter

i

aliquot and store at -20 C

Hybridization solution
(10 pmol/m! Digoxigenin labeled probe, prehybridization solution)

DIG probe set P1A

Prehybridization solution 25ml
50 nmol/ml SR63d 5ul
50 nmol/m! SR65d 5ul
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50 nmo¥/ml SR69d 5ul

DiG probe set P1B
Prehybridization solution 25ml
50 nmol/mi SR67d 5ul

DIG probe set P2A
Prehybridization solution 25ml
50 nmol/mi{ SRold Sul

DIG probe set P2B
Prehybridization solution 25ml
50 nmol/ml SR47d 5ul

DIG probe set new type
Prehybridization solution 25ml

50 nmol/m] 96065d Sul

2x Wash solution { 0.3xSSC, 0.1% SDS)

20x SSC 15 ml
10% SDS 1 mi
H20 up to | liter

0.5x Wash solution (0.075x SSC, 0.1% SDS)

20x S8C 375 ml
10% SDS ! ml
H20 up to | liter

G-buffer-1 (100 mM Tris-HCl,ph7.5, 150 mM NaCl)

2 M Tris-HCl,ph7.5 50 ml
5 M NaCi 30 ml
H20 up to | liter

G-buffer-2 (100 mM Tris-HCl,ph7.5, 150 mM NaCl, 2% Blocking reagent}

G-buffer-1 I liter
blocking reagent 20g

i

stir and heat at 60 C

i

adjust volume to 1 liter

l

aliquot and store at -20 C

G-buffer-3 ( 100mM Tris-HCl,ph9.5, 50 mM MgCi2, 100 mM NaCl)
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