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1.  (Induction of myoblast differetiation) 
(1)

40 g/ml
(2) 37°C

2. RNA Total RNA preparation
(1) 1 ml PBS
(2) PBS 1 ml phenol Trizol

5
(3) 200 l Chloroform 15 3

12,000 g 4°C 15
(4) 450 l 500 l isopropyl alcohol

10
(5) 12,000 g 4°C 10
(6) 1 ml 75% 7,500 g 4°C 5

(7) 30 l ( RNA ) (ddH2O) 65°C 10
RNA

(8) RNA -70°C

3.  (Reverse Transcription, RT) 
(1) RNA
(2) RNA ddH2O 0.56 g/ l
(3) 4.45 l RNA (2.5 g) 0.5 l (0.25 g) Oligo (dT)12-18

primer 65°C 10 oligo d(T)
RNA

(4)
oligo d(T) mRNA 10 l

50 mM Tris-HCl, 75 mM KCl, 3 mM MgCl2 0.5 mM dNTP, 5 mM DTT, 2.5 
g of RNA, 0.25 g of oligo dT primer, SuperscriptTM III Reverse 

Transcriptase 12 U of RNase inhibitor
42°C 1

(5) cDNA -20°C

4. DNA  (DNA Polymerase Chain Reaction, PCR) 
(1) PCR 200 l cDNA PCR 25 l

10 mM Tris-HCl,50 mM KCl, 0.01% ( w/v) gelatin, 2 mM 
MgCl2, 0.1 % Triton X-100, 25 g of BSA, 0.2 mM mouse SMN Ex3-Fw/Ex4-Rv 
primer 0.5 l cDNA
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(2) mouse SMN Ex3-Forward primer 5’- TGCTGTTTGGTCAGAAGACG -3’ 
mouse SMN Ex4-Reverse primer 3’- TGGTGGAGGAAGAAATGAGG -5’ 

(3) PCR
94°C 2 1 94°C 10 54°C 20 72°C

30 35 72°C 2 1
(4) PCR -20°C

5.  (Denaturing Gel Electrophoresis) 
PCR SMN Exon 3-Exon 4 SMN Exon 3-Intron 3-Exon 4

7M urea 6% polyacrylamide gel DNA
DNA

(1) 0.5X TBE buffer buffer 20 mM Tris-Acetate 0.5 mM 
EDTA

(2) PCR DNA Formamide loading dye( 0.4% BPB, 0.5 
M EDTA) 92°C 5
mRNA DNA

(3) DNA 300 30
(4) Ethidium Bromide 5
(5) 10
(6)

6.  (Photo Scanning & Quantitating) 
Photoshop ImageJ

7.  (Agarose Electrophoresis) 
(1) TAE buffer 2% 0.5X TAE buffer

buffer 45 mM Tris-borate 1 mM EDTA 1 kbp
2% PCR

(2) DNA 5X DNA loading dye 100
30

(3) EtBr 5
(4) 10
(5)

8. DNA  (Gel Extraction) 
DNA Clean/Extraction Kit (GeneMarkTM) DNA

(1) DNA
(2) DNA 450 l Binding Solution

60°C 10
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(3) Kit spin column spin column 14,000
g 1

(4) 500 l Binding Solution 14,000 g 1

(5) 700 l Washing Solution 14,000 g 1

(6) 14,000 g 5
(7) spin column 50 l Elution Solution 2

14,000 g 1
(8) DNA -20°C

9. DNA  (Plasmid construction) 
(1) DNA 10 l

5 mM Tris-HCl, 1 mM MgCl2, 0.1 mM ATP, 1 mM DTT, 400 U of T4 
DNA Ligase, 50 ng of pGEM-T vector 7 l DNA 

(2) 16°C

10.  (E. coli Transformation) 
(1) 10 l DNA 200 l
(2) 30
(3) 42°C 50
(4) 1 ml LB ( 1% bacto-tryptone, 0.5 % bacto-yeast extract 1%

NaCl) 37°C 1
(5) 3,000 rpm 1 200 l

(6) 1% bacto-tryptone, 0.5 % bacto-yeast extract, 1% NaCl, 
2% agar 0.01% ampicillin LB 37°C

11. DNA  (Plasmid DNA purification) 
Miniprep Plasmid Purification Kit (GeneMarkTM)

DNA    
(1) screening PCR ( )

(2) 37°C
(3) 1 ml 14,000 g 1

(4) 200 l Solution I 50 mM Tris-HCl, 10 mM EDTA, 100 g/ml RNase 
A, pH 8.0

(5) 200 l Solution II 5
(6) 200 l Solution III 5
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(7) 14,000 g 5
(8) spin column column 14,000 g

1
(9) 600 l Washing solution 14,000 g 1

1
(10) 14,000 g 10 spin column 50 l

Elution Solution DNA 2
(11) 14,000 g 1 DNA -20°C

12. DNA
DNA ddH2O 0.5 g/ l sp6 0.2 ml

DNA
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SMN Intron 3 (a-SMN) mRNA

1.
med.mc.ntu.edu.tw/~neuro/4_educate_68.htm 

2.
med.mc.ntu.edu.tw/~neuro/4_educate_117.htm 

3.
http://www.genephile.com.tw/articles/SMA%20Introduction.htm 
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評語 

本研究構思不錯，但 

1) 海報所呈現之內容不足。 

2) 作者尤應注意一些＂基本＂的問題。 

3) 所有縮寫應在內文中(首次出現時)註明。 
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