AMANUIN




NSLASENFISIAN

NUBUANLTY
LB medium 1L

Bacto tryptone 10 g
Bacto yeast extract 5 g
NaCl : 10 g
Agar 15 g
Distill water 1,000 ml
Fnmssindedaanis Autoclave

nsyiuiEalu 25 % glycerol
LB+50% glycerol+ 50 pg/ml kanamycin 1 dau
0 (Broth) 1 AU
msuanlidnfuudaiu14n -s0°c

MgClI2-CaCl2 Solution (N15LA58N competent cell)
80 mM MgClL,+20 mM CaCl,
1M MgCl, 4~ ml
1M CaCl, 1 ml
Ynndullaenide 45 ml

Stock 1M MgCI2:
MgCl,.6H,0 203.3 g
Distill water adjust to 1,000 mi
HAN I AUUALNINEUFINTBNTWNA 0.22 um

Stock 1M CaCl,
CaCl, 110.98 g
Distill water adjust to 1,000 ml

nan WA ULAIN I BN UFINTB9TUNA 0.22 um



47U DNA
1% Agarose gel
Agarose 1
1XTAE buffer 100

TiannFauauaransing 4 Stirrer heater

50X TAE buffer 1 L

Tris base 242
Glacial acetic acid 571
0.5M EDTA (pH 8.0) 100

UsinBunmsdatinauliidu 18ns (ludsiaq Sterile)

10X loading dye
Glycerol 20
Bromophenol blue 0.01

dFudsuams1iddu 100 mi dne TE buffer

1 kb DNA marker

Distill water 40
DNA marker 10
10X Loading dye 10

5mg/ml Ethidium bromide
Ethidium bromide 500
Distilled water 100

ml

ml

ml

ml

ul
I
pl

mg

ml
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nuldshu
10X Phosphate buffer saline (PBS)
NaCl
KCl
Na,PO,
KH,PO,

Distilled water

Lysis buffers Denaturing condition1 liter:pH 8.0
NaH,PO,
Tris-Cl
Urea
s Bunasdaeninnduauge 1000 mi

Adjust pH to 8.0 using NaOH.

Wash buffer Denaturing condition1 liter: pH 6.3
NaH,PO,
Tris-Cl
Urea
UsunBamsdatianauada 1000 mi

Adjust pH to 6.3 using HCI.

Elution buffers Denaturing condition1 liter:pH 4.5
NaH,PO,
Tris-Cl
Urea
UsuBunasdaeianduauiia 1000 mi

Adjust pH to 4.5 using HCI

32
0.8

0.8
400

13.8
1.2
480.5

13.8
1.2
480.5

13.8
1.2
480.5

@ @ «a «
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Polyacrylamide gel

Chemicals 4.5%gel 10%gel 15%gel

u‘{ﬁnﬁ['u sterile 1.8 ml 3.2ml 1.5ml

1.5MTris-HCI pH 8.8 - 3.3ml 3.3ml

10% SDS 20 yl 133 l 133 pl

30%Acrylamide 450 pl 3.3ml 5.0ml

0.5M Tris-HCI pH 6.8 750 ul - -

10% APS 50 pl 50 pl 50 pl

TEMED 5yl 5 ul Syl

Total volume 3,075 uI* 9,980 pl** 9,980 pl**

*wmlé 1 gel

e 2 gel

0.5 M Tris-HCI pH 6.8
Tris base (MW 121.1) 60.55 g
Distill water 1000 mi
U3U pH sine HCl Wild 6.8

1.5 M Tris-HCI pH 8.8 (300 ml)

Tris base (MW 121.1) 54.5 g
Distill water Uszanns 250 ml
15U pH fine HCI Wils 8.8

Transfer bL-Jffer 1L
Tris base 3 g
Glycine 14.4 g
Methanol 200 mi

UsuiSunmssasuinauaudiunmasasy 1 ang
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30% Acrylamide

Acrylamide
Bis
DW

2X Sample buffer (5 mi)

ﬁﬁné"u

SDS -

1.5M Tris-HCl pH 8.8
Bromophenol blue

Glycerol

Buffer Tris-Glycine 1000 ml

Tris-base

(Tris-Hydroxy methyl aminomethane)

Glycine
SDS

Distilled water

Coomassie brilliant blue (R) staining 100 ml

Coomassie brilliant blue (R)
Methanol
Distilled water

Glacial acetic acid

Destaining 100 ml

Methanol
Distilled water

Glacial acetic acid

29

100

0.1
0.25
0.005
1.7

14

1,000

0.25
45
45
10

45
45
10

ml

ml

ml

ml

ml

ml
ml

ml

ml
ml

ml
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5% skim milk (for blocking)
Skim milk
1X PBS

2% skim milk (for dilute antibody)
5%skim milk

1X PBS

Primary antibody (Mouse Anti-His IgG) 1:1000
Mouse Anti-His I1gG
2% skim milk

Primary antibody (Mouse Anti-IL-13 IgG) 1:1000
Mouse Anti-IL-13 IgG
2% skim milk

Secondary antibody (Anti-mouselgG) 1:1000
Secondary antibody
2% skim milk
Peroxidase substrate
PBS
3% H,0,
DAB

Cell culture

1000

1000

1000

1
5
0.002/<

Eagle's minimum essential medium (MEM) complete media

MEM
Heat inactivated Fetal bovine serum

Penicillin-Streptomycin

90
10
1

ml

mil

ml

ul

Ml

pl
ul

ml

ul

ml
mil

mil
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10X PBS for cell culture

NaCl 32 g

KCl 0.8 g

Na,PO, 6 g

KH,PO, 0.8 g

18.0 mQ 400 ml
0.25 % trypsinEDTA

5% trypsin EDTA (0.5% 10X) 10 ml

1X PBS 190 ml
Frozen media

Complete media . 9 ml

DMSO 1 mi
5 mg/ml MTT

MTT 5 mg

PBS 1 ml

aranglfidnuudansasiiunszaenseaIuIn 0.22 um U7 2-8 0C

MTT solution
5 mg/ml MTT 2 ml
Media 8 ml





