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AE Tagl Tag2 l AE Tag3 Tagd AE
Cloning,sequence and the statistical tests with computer
1 SAGE
Fig.1 Schematic of common SAGE
1.7 PCR Ditags 1.11
PCR Linker 1 Linker 2 SAGE
Primer 1 5" GGATTTGCTGGTGCAGTACA 3’ Primer 2 5’ CT- Genbank EST
GCTCGAATTCAAGCTTCT 3’ Linker 1 Linker 2
12%
PCR 102bp 2 SAGE
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$ 26bp 16°C 65°C 15min
2.2 10min SAGE
Velculescu SAGE PCR 3 pZero
Niall 12% 669 + 119bp 993 + 342bp 1455 =
26bp Powell 225bp "

3 microSAGE  miniSAGE

SAGE
PCR mRNA 2.5 ~
Nia Il Spg SAGE
SAGE
26bp ° SAGE SAGE
800 ~ 2000ng 3.1 microSAGE
394 ~ 514bp 30~ 39 Datson 325pm 10°
SAGE 400ng 1 ~ 5ng mRNA microSAGE
284bp 21 1792 1242
SAGE 8% ! SAGE hitp //WWW . sagenet. org/
300 bp 700 ~ Brad St. Croix mic-
1000bp 1000 ~ 1600bp 1600 ~ 2500bp 3 roSAGE SAGE 1
pZero PCR
137 +47bp 208 + 100bp 542 + 105bp PCR
PCR
102bp PCR
Kenzelmann SAGE microSAGE SAGE
1 SAGE SAGE
Table 1 Main difference between common SAGE and microSAGE !
Common SAGE microSAGE
A mount of input material 2.5 ~ Sug mRNA Total RNA from a single punch of a 300 pm tissue slice
105cells + 1 ~ 5ng mRNA
Capture of ¢cDNA by Streptavidin-coated magnetic beads Streptavidin-coated PCR tube
Multiple-tube reaction vs. single- - Subsequent reactions performed inmultiple tubes - Single-tube reaction from RNA isolation to tag release
tube reaction - Multiple phenol-chloroform extraction and ethanol pre- - Easy change of buffers between subsequent steps
cipitation steps between c¢DNA synthesis and tag re- - No phenol-chloroform extraction and ethanol precipi-

lease tation step until tag release

- Fewer manipulations reduces loss of material

PCR 25 ~ 28 cycles of PCR 28 cycles followed by a limited number of cycles of re-
PCR on excised ditag 8 ~ 15¢cycles

3.2 miniSAGE SAGE
microSAGE 3838 2308 2
SAGE lug  RNA SAGE 1/250
~1/500 microSAGE pcg 4 RASI-PCR  1SAGE
102bp PCR 10 Genbank

EST
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Technological Advances of Serial Analysis of Gene Expression

XIONG Yong-Hua™

Sino- German. Joint Research Institute

Abstract  Serial analysis of gene expression SAGE

XU Yang

Nanchang 330047  China

is an effective method of determining gene expression profiles of tissues

and organs under different conditions. In this paper the detail protocol of SAGE was introduced and some modified procedure of

SAGE was reviewed.
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