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AFLP - Amplified fragment length
polymorphiem

AFLP Procedure
B e SGAATTIC———— - TTAA e . 3!
3'——-CTTAAG AATT 5
Restriction Digest EcoR 1
Mse 1
. [ | o —— —T
G ANT
Adapter Ligation EcoR 1 adapter “HTTAA
Mse 1 adapter TAlm
AATTCNN-~m—ee e NNTTA
TTAAGHN-——————NNAAT
PCGR1 EcoR 1 primer E-AC
Mse 1 primer M-CC
B AATTCAC ———————-GGTTA N
BT TAAGT G e CCAAT
PCR 2 E*-ACA
M-CCAC
P AATTCACA s BSTEGTTAR
B TTAAGTG T ———CACCAATI
Li-Cor Saquencer "'

denaturing polyacrylamide gel elecirophoresis
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GATT

GATG
GATC

GAAA
GAAT

GAAG
GAAC
GACA
GACT
GACG
GACC
GAGA
GATG

GAGG
GAGC

gatgagtcctgagcggatt
gatgagtcctgagcggatg
gatgagtcctgagcggatc
gatgagtcctgagcggaaa
gatgagtcctgagcggaat
gatgagtcctgagcggaag
gatgagtcctgagcggaac
gatgagtcctgagcggaca
gatgagtcctgagcggact
gatgagtcctgagcggacg
gatgagtcctgagcggacc
gatgagtcctgagcggaga
gatgagtcctgagcggagt
gatgagtcctgagcggagg
gatgagtcctgagcggagc

~

AFLP ™
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Table 10. Primer combinations for Barley species
Msel Primers
-CAA | -CAC | -CAG | -CAT | -CTA | -CTC | -CTG | -CTT
-AAC
AAG Qe
5
E -ACA
&
Tz -ACC
[=]
L]
w
-ACG
-ACT ®
-AGC ®
-AGG
Table 11. Primer combinations for Maize species
Msel Primers
-CAA | -CAC | -CAG | -CAT | -CTA | -CTC | -CTG | -CTT
-AAC ®
AG N
w
E -ACA @
E
D_E, -ACC
[4]
“ -ace N N
-ACT ® ® ® ®
-AGC ®

-AGG
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Forward primers in each pair were | abe
follows:OMM1082 6 JOE,Onel1l 6 FAM, Ots253 6 TAMRA .
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during PCR process ...

T T TR T T T T L0 T REEIT T T T T LT PR T
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SSR and ISSR . SSR employs primers targeting a single repeat region, while ISSR
employs a single primer containing repeats to amplify regions between two repeats.


http://www.cmjournal.org/content/2/1/9/figure/F3
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ISSR principle. If arbitrary nucleotides of the primer are located at the 5' end of the microsatellite, produc
will be generated. If they are located at the 3' end, product B will be generated
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ATACACTGAGTATGGTGTGAAGAATBBSCATGGAACAGT TAAGACTACGCTGCTATCTACTACAGCAACATAC
ATACACTGACATGGTGTGAAGAATCGEMAGCATGGAACAGT TAAGACTACGCTGCTATCTACTACAGCAACATAC

CTGAGTATGGTGTGAAGAATEC CTGCTATCTACTACAGCAACA
CTGAGTATGGTGTGAAGAATGC
N -
N
Tips: ~150-250 bp

}  PCR product should be approximately 2260 bp

Check primers for seltlimers, paidimers, and hairpins.

Pi2f G, 2 bp, dG = -2.0 ke/m (worst= -47.0) Pi21_G, 3 bp (Loop=8), dG =-0.5 ke

5' CTCAGGACTCTCACTTCCCACCAATG 3' S CTCAGGACTCTj

| | | | | 11
3' GTAACCACCCTTCACTCTCAGGACTC &' 3' GTAACCACCCTTCAC
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GENETIC DISTANCE ESTIMATION FOR PATTERN ANALYSIS
At the moment, two methods to compute the genetic distance for pattern analyses such as EFLE, EAPD, and AFLF are inplemented.
Method 1 (Nei and Li, 1979)

The genetic distance iz computed as follows:

2 Nxy

Glry=1— ——
M+ My

where Nxy 1s the number of fragments (bands) shared in ines x and v, and Nx is the number of fragments m lme x, and Ny 15 the numnber of fragments m line v.

Example

gsample 1 1010100011 gsample 1 1110011000
gsample 2 1010111100 gsample 2 1110000001
Nx=5 Nx=5

Ny=6 Nw=4

Nxy=3 Nxy=3

 GDuy=1-(2*3)/ (5+6)=0455 GDyx=1-(2*3)/ (5+4)=0.33

Method 2 (Link et al., 1995)

The genetic distance 15 computed as follows:

M+ My

Gy = ——————
i Nr + My + Nxy

where INx is the number of bands in line x and not in hne y, Ny is the number of bands in line ¥ and not m line x, and Nxy is the number of bands shared in lines x and y.

Example

gample 1 1010100011 gample 1 1110011000
gample 2 1010111100 gample 2 1110000001
Nx=Z Nx=2

Ny=3 Hy=1

Ny =3 HNxy=3

GDuy=(2+3)/ (2+3+3)=5/8=0. 625 GDyx=(2+1)/ (2+1+3)=3/6=0.5
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