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In vitro translation products of pea seedlings mRNA.
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Pig. 1
Guanidium Thiocyanmate Method (Chirgwin et al)

10 day-old pea seedlings in a Guanidium Thiocyanate Solution
Homogenization

Centrifugation

Pellet Sﬁp.[lM acetic acid (pH 5.0)

100% EtoH (-20C)
(overnight -2d¢C)

Centrifugation

Sup. Pellet 4.0M Guanidine lydrochloride
EE 1M acetic acid
100%Z EtoH
(3hrs, =-200C)
Centrifugation
Sép. Péllet—4.0M Guanidine Hydrochloride
EEIM acetic acid
100% EtoH
(3hrs, -20C)
Centrifugation

Sup. Pellet--dissolved in sterile H,0
Centrifugation

Pellet Sup.r2M Potassium Acetate(pH 5.5)
‘ [1002 EtoH
(overnight =-20T)
Centrifugation

Sup. Pellet-807%7 EtoH

0ligo(dT)~-Cellulose Column
Chromatography
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1. BE: vy A2y M KFHYER 7Y — v
AN AR BWTHHFEI0OH HD Pea (Pisum sativum var
Laxton’s Progress No. )DhIETH S

2. mRNA DA% : total RNA I 1 /R L 7%=
1< Guanidium Thiocyanate P % ff\~7z. Poly A+
RNA (mRNA) of#11 Oligo (dT)-Cellulose Column
Chromatogrophy #:2 T2 BliHiZ R 7t -7,

3. EMEAY NI ERROAREER - mRNA ©
in Vitro TOFFUL = 4 F BFEMIQ 5 v < 7 GEF
(5-23)» & L O+ FiRkiBREMNA 2 v~ 7 HERFRY %
Jii IR

4. SDS RKYTH VLTI FFILERKE® : L
Tf37c mRNA % = A FRFEMA 2 v < 7 HHEGRE X

Fig.2
wheatgerm cell-free system.

Oy FRmERER 5 o2 2 SRR THRL, TOH
PpEM A SDS- EV T 2 VAT I KA (10~15%) &
KRBTy LA, pkBh4 X3k stacking gel %
HETSOV T, £k, BEX 120VEHFT~—2
=N ANBRKTIED E T e ot KBSy 7 7 — IR
FYA—27Y vy (pHB.0) THB. 0.1 % 7<= —F
THEL, RNTT7T BEHBETHRELCE, by v
WAk Zito .

5. A= bFSHLTT4— R LIy MiE XAR-
Kodax D X# 7 4 & & EICEEL, —70°COEEREIZ10
W LA BB L etk Bl T2, % v 7 HOBBLS
VFELTRDOND E THEHTHREL T\, £
31% MC,*H Fx[MHTHACHC2 L BT S
BOE{EAHEF] Enthance Xl teA— 5304 257 4 —
DG TH %

« (15%)
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In vitro translation products of pea seedling mRNA in a

Molecular weight makers [ phosphorylase b(24,000) ,bovine
serum albumin(68,000),catalase(57,000),fumarase(49,000),aldose(
40,000) ,malate dehydrogenase(34,000),carbonic anhydrase(29,000),
soybean trypsin inhibitor(21,500),and hemoglobin(14,800)]

(68)



SRS 2 % o BESRCOEIER

ERERS L UEE
B 11RE LD Chirgwin &0 GTC #TOD total
RNA it OIE AR LIS D THBH, T OFEN
Bixfo 2 55 (Chua et al® 3 X ¢ Paul et al?) X
D ABNELYED C LKLY (total RNA 2FH(E
0. 45 mg/1 gtissue). = % AL T Oligo(dT)-Cellulose

Table 1

Column Chromatophy W2 E@ETZ X ->TYV AV
— 24 mRNA 42 hMEOEV mRNA 2335 hic.
CHELUTOERCHLL. E1BIUOE2L = 2FK
FmMba s v o7 GEGR R MBREME £ V< 7 BEGR
DERTHS. TOWFRTAER LK v 7 HERL
KON 2 BLIOH IR LIcA— 504757 4 —

Wheat Germ Lysate (S-23) Protein Synthesis--Modified

[Translation Mix. (50ual)]
5-23 30ul

Premix* Sul
Salts S)ul---K"',Mg++

mRNA 0-10ug (4ug/4ul)
HZO to 50ml
38-Leu. 10pci dry up

Table 2

* ATP
GTP

Phosphocreatine
CPK

DTT

Amino Acid (-Leu.)

Reticulocyte Lysate Protein Synthesis--Modified

[ Translation Mix. (50ul)]
Lysate® 33ul

3H—Leu. 7ul
mRNA 0-10ul(4ng/bul)
H20 to 50ul

Table 3

To do Autoradiography with Erthance

*#250ul Lysate

Hemin

CPK

Glucose

DTT

Amino acid

Caclz

Micrococal nuclease

incubate 26C,10min,

EGTA
Energy
tRNA

1) gel into solution of fixer for 1 hour.

fixer is 10% TCA, 107 acetic acid, 307 methanol.
2) Stain gel in 0.1% comaisse blue.
3) Destain several change at R.T. (overnight)

4) Add 50ml Efhance for 1 hour.

5) Add 200-300ml cold water for 1 hour.

6) Dry gel (2 hours).

7) Autoradiograph against XAR-kodak at -70C.
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Fig.3 In vitro translation products of pea seedling mRNA in a

reticulocyte lysate cell-free system

T’eft was Bromo Mosaic Virus RNA for the standard marker.

= #

1. J3F10H H © Pea $h%EH & DR RAY7s total RNA
% Chirgwin 22 Guanidium Thiocyanate #: (GTC
2 2VOFfE 0. 45 mg/g tissue & RWIE R .

2. in vitro 315 BEREM: T 2 & FRIF M »
vy GEGROTIH Y F AR MIREMAE % v % 7 HHEGR
Lo bmuiEtEaRLC.
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