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Jrike BAEHI—R & (Chenal et al., 1996) A T iXFlJ77%k. PC-Rare {#
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A8/ )73 7 Jik. The method used by PC-Rare is called the
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000061
000121
000181
000241
000301
000361
000421
000481
000541
000601
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GACTCTTTTTTIGATTTTGGA
TGTTTCACAGTGCACTTTCT
TTGCAGATCACTTGCTTGCG
CCGCTGCTGCTGCATCCGTC
AGGAGCTGCGAAGGTCCARG
AGCAGACGGGCTAACGAGTA
GCAAARGGGCACCCAATTARL
AAATARAATGACAGTATTARL
TCAATCAGAACTAATTCARG
TAARATTTGGAGGCCTGTGC
AAAAATAGGAATTTTAACAT
TCTCAAARAGCGAGCGCGTGC

ATATTTTCGTTICGTTTTATG
GGTGTTCCATTTTCTATTGG
CATTTTTATTGCATTTTACA
GACGTCGACTGCACTCGCCC
TCACCGATTATTGTCTCAGT
CTTGCATCTCITCAAARTTTA
AGGAAATTCTIGTTTAATTG
TTAGTAARATATTTTGTAARR
CTGTCACAAGTAGTGCGARC
CGCATATTCGICTTGGAARR
AACTCGTCCCIGTTAATCGG
AGACGAGCAGTAATTTTCCA

TTTTTHCGTTTTCﬂ
GCTCTTARACCCCG

TATTACACATTAT
CCACGAGAGAACHA
GCAGTTGTCAGTT
CTTAATTGATCAR
AATTTATTATGCA
TCATATATAATCA
TCAATTAATTGGC
TCACCTGTTAGTT
CGCCGTGCCTTICG
AGCATCAGGCATA
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E[I=———————= lser Oligonucleotide &5
Sequence to test :
5'— CTATATAGATACCATCAGATAGCAGCATAG -3 [ ok ]
Frequency :
3.5e-85 -
24e-85 : :
1.2e-B5
Frequency at 3': 1.6e-05
|

« Sequence to test: RIEZE LRI\ AR L. Replace the entry
under "Name" with the name of your oligonucleotide. The sequence to
be tested appears within the frame. As example the sequence is
ATGGCC....GAACA. Replace this sequence with the one you wish to
test. This line accepts only letters a, c, g, and t wish you type on the
computer keyboard. The editing area is standard.

« OK: used to display your frequency curve. A same sequence gives a
different curve for each database (DNA context) .

o« Exit: KMHILE M.

o Print: TENZRMGHIML (URATLAAEPIAS )\ RARIT ENFER — T B .

printer setup % 1 (sequence 3ZH.)

Xt TEIHLBEE AR AER T ATE .

HEER
Each time you use PC-Rare, remember to adjust your printer. PC-Rare prints
documents in A4 format (210 by 297 mm) in the portrait orientation.
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RSP

22101 frequency 2845 :

1e-5 Ui Bt AR TE 10000 4N )\ R4k —4~. —3L4 48 (65536) AN 1)
JUERAR, BT DAEE—ANBENLI A, — A ) CRIR I FUH AR 2 1/65536, I#H
Ut 1,53e-5. MK fZbrid.
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] Log
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FEATL:
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£ B X8R T T
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Last 1 Start 2 i) % i%AHZ 40 $ 2000 2 ji). W K BRI K JLAME R,
HSLXA P H BoRFEZRIK F . (i— T Start position = 1 H. Last position =
45)
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— Sample.seq S Human
1.2e-84 -

3.1e-85 -

f.0e-06

Z2.8e-86 -

_I_

5.2e-87 -

CTGACAACTGCTACTTCAACATGAAAMIATIAIICCGAGACCAGT G

&

Log

ooo1 27 Cursor Sequence ooni ?34
Print Start position |FOSItion D 181 Position 11 Stop position
Frequency : 74e-a7 Frequency 3.3e-@6

FEIRXANE 1 APIEA I3 AMERSE B DD RE -
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— Sample.seq / Human
1.2e-84 =
5.1e-85
8.0e-06 -
Z2.He-86 -

5.2e-87 -

X Log

S$top position

start position Frosition @ 247 Position : 141

Print Frequency : 1.2 -8

ooof4 |'l:ursnr —_— |—Sequence

Frequency 3.3e-86

o
Direct Zoom in
S e frequent oe—n-—-—+—— El
— Sample.seq / Human
1.2e-84 -
3.1e-85 4
§.8e-86 1
2.8e-86
_I_
9.2e-87
ATGAGCTGCCTGARTAGCC GCACCCTCATCACCCGCGGGGAGA
X Log
000E13 Cursor ———— Sequence 000856
start position Pasition : 2847 Pasition 161 5top position
rn Frequency : 1.2e-85 Frequency ;3.5e-@g
™

o BE: Bliflbrit (Windows WA N 28D, i —A 400 4y ZEAL 1
ek, REMUE P 5IR sl o —Fhigtz.
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Parameters EI

Start position : |0ooo

5top position

Minimal target size :

Maximal target size :

GC stretch |0

@ Default values

) Ligase reaction

Start position: {REETFURIFFT 751 (AL &

Stop position: {5 1FHF5T 1T FIA

Minimal target size: 147 B/ ME (! Plid, XA RDAEHEIR
FTEERE51Y) o R EFRRAN,  VRLE Y 88 i o] BEAFAE 1)
. SRARAEH 20bp 19514, 4 BLER A value of 100 will yield 140
bp amplification product if you use 20 bp primers. This is the lower limit
for analysis on agarose gel.

Maximal target size: 34 )7 Bt KAE (0 ANEFEEAR T EALTH 1) 51
Y o KKK HARAT eSS AR G . XS s (E N AE 300 A2
A1y AEFEESE L B AR e

GC stretch: 4 H br RVFIIELE G 8l C A H . KEIAALR G
o, C RHIRY MY 5. SR B 7. WERARAE BRI AT A HL
Hix (BRI REil GC ARH FE IPs1D , Hig2] 8 5l 9.

Default values: it iU SEERNE. EAT1E:
o Start position =
o Stop position = End of sequence
o Minimal target size = 100
o Maximal target size = 300
o GCstretch=7
Ligase reaction: corresponds with Minimal target size = 0 and
Maximal target size = 0.
Exit: > AF 2 AT T 7
Research: JT4fHJF5%¢
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Results % 1 (Work and Results 3£ %., Results F3¢H)

w Sequence Works and Results ONA Context Window

Results : Sample.seq on Human

o 20 oe 0

Forward Primer Reverse Primer

| s-terecatcancriceceanrs | |8 77et [ 5o GeeeATGTAGTTEGCOTTE S-S |

T position @ 1600 o B35 Tposition: 1316
GC count . 7 GC coun+t . 7

Frequency : Frequency :

Target size
4.68-63 [Without primers] 4.0e-83
I 1e-85 225 bp. J1e-85

GC stretch: 5 1585 g

Frequency at ¥ : 25e-86 Frequency at 3 2.0 -6

Mested primer (Formard] Mested primer [reverse]
S'-GAGCACCTGCAGC AGTTCTT-3' L' -GCTTGTGLTGGGAGTTCAGL-3'

« The rectangular frame (5 —METERMT) SBor@ I HFRE 0. H
RN T LU RAH R 1) H A

« The start search position & R7EHERIZ T,

« The end search position B/RZEHERIA F 7.

B H Y7 ) 8o~ AE Forward primer il Reverse primer H 1.

HEGR:
3 AR (R IXLE G Pt I CRERIATLD 3o MR R g

FERXA G 3 Kb, R 7S RIREE R X A 5 | Y A LR K. i )
SR U EIEY/ ISR P Y/ R

o 3'position: Z5H T 5 3K L) A AL E .

o GC count: x5 3K )a 16 Mg G #1 C 1% H
o Target Nj: — U HERIECT, AR T o

« The vertical scrollbar 2 & H bxlr % — A& 4%,

o Target size: ¥ HRMIRAD (AWFESIYD .
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GC stretch: 79 14 Hbr 1 K ILHIES: CG X5 H -

%GC: ¥ HAr kI GC H oyt

Frequency: /B4 1WIHIM £k

Frequency at 3': T /)\SRIKIE S 4 3 AR (A%

Nested Primer: 54 35 GO X R0 N B8 X SR80 . X285 | 4m) LA
R T 28— PCR P #I{E M #54% (Chenal and Griffais 1994) il
1T PCR B R e M AR TBOH P 4%t (Griffais et al, 1990 )
Print: AIRITEIZE R (E% A4 %0

The Save Results & [: —/MRAE G5 ST IARERT TR AE .

The Load Results & 1: — N 25 RSO IR AR AEXT THHE

DNA statistics & 1 (~{¥PR T Mac-) DNA context 3. under statistics 3¢

LOM

RANE FE I s 5 AN e AR AR S B R AT 50 P S g vt-27

Wt BB EES L e H P 2% 8 duE (BRIAIAT Human, Sacharomyces
HIE. coli) .
DNR Statistics ————|
X Human [0 Rodent
[ Saccharomyces ] Drosophila
<] E.coli
L3
Stop |300
o Start: JFUEWFFIIFHINLE
o Stop: WHRLRKIFHIALE .
] OK: }Fﬁﬁﬁﬂ:%o
o Exit: KHXANE .

statistics on & ({XFR T Mac i)
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Statistics on Sample.seq

Bank : Human

Arerage 3.5e-05 2 Ae+HAZ
Distance B.1e-05
o
File : Sample.se
P a 1.@e+aZ

Average 2.7e-05
Distance 3.9e-05

Start : 01100
Stop : 01400

Ecaoli

Human sacch.

[ Esit | [ Print | [l Average Proximity

o Bank: kg B o E B

o average & Bank H1[15 ) RAKIIFIMEME

. distance: bank A5 FH1E K% F

o BIRIBITI SR TS

o average 5 bank HIZ<HIT AT M 221

o distance: £ bank H[11/5F1[1) P M ERAE 1) 22 5+
o WIRWFRIEAI IR ML E -

o WA I FHIMSE AL

7t PC-Rare KT ER 45 R R A] LAZRAG AT 4 2
1E sequence & O
PRAT LAAE e 91 P g R B B R 1R — 38 40 BR ) SS AT 4T B

7E User Oligonucleotide & 1+

— User oligonucleotide My CMigo

sequence | - CTATATAGATACCATOAGATAGCOAGOATAG -3
Bank DHA - Human

Fregusncy
Ame

1Ea0n ]

4= =]

CTATATAS AT ACC ATC A5G AT G ASC ATAG
Frecuencya 3 © 160




PRAT DL ITEN— NI i AR R v S LB A i 8 1) — R P SR i 2 43 mT
LAFTEN— = AN 51

& frequency %

—— Frequency Curve
Sequence  Bample.seq

Bank DHA - Human

Lin:

1200 -
1004
RS
B -
4 e

e -

MEC AGE TEC TCTCCATCT AC TCGCC AS AGC AC ATCCGES AET AT ACC AAC Ak

Start position : 37
End position 89
Position selectsd | 55

Cctamers | CTCCATCT
Frequercy | 6.8 3e-05

PR LAFT ENAE B b o R 2. If a specie portion of the sequence has
been selected on the curve (FERZ) RARIIE REH 2R 244243 SHIFT 8) |, A1k
(19 )R AR H BAEFT BN o i L

Result windows % 09 B x4 R
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File : Hample.zeq 1405 bp.
Banlk DHA : Humman
fearch Afartat: 1
Stopat: 1405
32 Betch : 7
— RBesults

Amplification Target N* - 11

— 295 bp.—
a2
20 L ans
1016 1315%

Forward Primer

P GGATGTGAAGAACTCTCGCAGG | TCCATCG G| -3

3 Position: 1016

3 Makzh
-with hitself: 0
-with reverse primer ;0

Mested | 5-CCTCCTGGEACATCTTTGGRGT -5

4 a3
3 4e05
2305
1.1e03

Frequencyat 3': 3.3e-06

_Reverse Primer

B-GTTCTTGGGEEEGGATGTAGTTG |GEGT THAG | -3

3 Position: 1315

3 Makzh
-with hitself: 0
-with reverse primer 2 0

4 fe-03
3 de3
2.3e3
1.1e03

Rested : - CTTGTGCTRGEAGT TCAGCT -5

Frequermyal 3 2.6e-06

o File: JZHATAERKII L4

« Bank DNA: DNA context H k15 2)'e 1045 51

o Search: /@ WA HbrHE
£t results HEH:

« Amplification target N¢  HiRMEH, —MHEBELHEPN HIRHMEK
S
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o 66bpH- P, EAEE RN, A
e

(56% gc) : 4 BT BT GC T4

AT R

Bk LRI

Forward Primer CiEF15I4) : IEFSIMMTS], 4T 30-mer.

R
KABII I 20-mer HLLHE T, HU 3K 1 20 ML H L .

o IEMT| WA ih £k
o 3'Frequency: 1X;&5|4) 3 Ruift) \FEAEMA .  (results sheet
FE R HERD
o 3'Position: [FHIHNGIY 3 vl
o 3' Match: [5G F1 [n5 |1 EAMEIEX 20 H o
o Nested: % THRESIYIITH]. XANFHIA] LU RAEIRE
PCR Fl/E M — N 4= W& B ik PCR B4 e E b B IH 7S
Y.
Reverse primer: #1752 i, Forward primer (_FJ7) . 51#1541 LA
DNA g e, B 5'->3'J7 [0 s, 07 51l 1R 75 2 e il 1
IR

TR
Y0t K )\ SRATBAE S 1) oK COTHEP R\ ZRAK)

R

J Dr. Pierre SOUBIRAN, Dr. Michel DARMON, Viviane CHENAL,
Philippe SOUQUE, Andrea MARKOVITS

UL & EUROGENTEC: ...

2% H

e Chenal, V., Souque P., Markovits A. and Griffais R.
Choosing highly specific primers for the polymerase chain reaction
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using the octomer frequency disparity method: application to

Chlamydia trachomatis. Gene (in-press)
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