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JKI`a�bUVW"Chenal et al., 1996$cOP�T[JKIPC-Rare

��T[JKdeCLOctamer Frequency Disparity "O.F.D�fghij�
k��blm�JK$MJKIThe method used by PC-Rare is called the 
"Octamer Frequency Disparity" "O.F.D$ Method. Please when using 
primers with rare octamer at their 3' end, use as citation "Griffais et al.,
1991$. 
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• Input –�%¶¾bv��V�IÜÝÞB½ß�IPC-Rare
� TEXT
"ASCII$àá���V�%���T[V�56��âw��%ãäI

• Sequence� –ådæçIè¶¾bv��V�ndæç�56�%
�� Sequence !I

• Frequency� –ådæçIè�&bv��V�{bv+,-ndæ
çI�%�� examining frequencies !I

• User oligonucleotide –ådæçIè�&bv+,-ndæçI�%
ÑÒéêëìíîbvï���"ð 30vñòó$

• About –²z���ô[³´�õö�÷� E-mailøù�Üz
EUROGENTEC6��úû�<=I

• Printer setup –bv½ß�/0��üÜÝ !I
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� PC-Raren�þ��ü'�/0�IPC-Rare6¼�àá/0 A4à
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• Research–åæçIè¶¾bv��V�{bv+,-"DNA 
Context$n�dæçI�%�· PCRA½I

• Results�–ådæçI.�· PCRA½{B©V�¶¾bv12n
dæçI">�µÖ� Load results$. 

• Save results–ådæçI.·¸ PCRA½�dæçI��bv½ß�
ÜÝÞ%��bv12V�I���V��N.RES��	�56ÑÒ
Load Results.6�ý\¶¾I

• Load results –�%¶¾ÑÒ Save Results
���.�ê��12I

The DNA context��

• Choice –56�&4()*��+,-
• Statistics -"�z Macintoshst$ :ådæçIè¶¾bv��V
������±²�íî56
Tv±²íî�12���%��Jd
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• Show Window –è����n������d���&�I�2Tv�
�d�3ÛÛ

• Open All–/°�NN��q56��� !I

• Close All–²��N !I

• Windows-�2���d�3�uv\°� !���N������
�bâwI

• Cascade–ý\����/°� !I

• Arrange–.��Ò�3ý\�� !I
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"Macintoshst$�bvè sequence !d�3n�5��&' !I

• Show Text ��! Show text.ÙÚ edit heading(áµÙÚ4���
� âI 

• Columns �"#��$%& 20&'()��! coloumns*+,
- I

• Start �.�/0&���'(�12345 I
• To �6.�78���'(�12345 I
• OK�91:;<-�
• Exit�=� sequence edition !I
• Print�>?�@AI
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• �& DNA context3� HUMAN0�
o –» DNA contextI
o –�&["HUMAN$
o –» OK

User Oligonucleotide��Sequence�� - User Oligonucleotide sub
�� .
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• Sequence to test�CDE���JKL�MN�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$. 

• Exit�OP, !. 
• Print�>?QR�ST�C3UVW&JKL>?X�0Y: I

printer setup��sequence�� 

TBbv/0�G��½ßÜÝÞI

ý)o��

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. 

Frequency��sequence��, Frequency���� Z[\].��
^_ST�

��� frequency���

1e-545)fgh. 10000vfgh3NbvIb6N 48"65536$v���
fgh��6.bv7����3�bvfgh��8ijB 1/65536�{÷
4 1,53e-5Iij�9:;3½þI
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• Log�`,��a�bc�^_deUfG�g���hfijST:
k^_�lmnop1��h&��q1�Grstuv�

• OK�1wXxG*+8Z[ST�
• Exit1y=�, !I
• Print�1y>?���ST��C3Uz{|}~>?�� 
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• Start position�����.��g�
• Last position���.����

Lastq Start��Ë�±< 40¸ 2000��I�2=���>�Ïvñòó�
?:Tv����.23@µI"Abµ Start position = 1B Last position = 
45$I 
9:C'DB½ß���%ÓÔE'��I

. CursorÞ3���r[³´�

• g����F½GH.����I�"XJ½$ 
• ^_����F½�.�ij"K J½$�

��Þ3���r[LM�³´I)8¸Tv³´�Á� NOPQRé�S�F

½E�23TUIVF½�G�øJ�I�qij����.¼W3I
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Direct Zoom in

• ���º»F½é"WindowsstCXé$��¬]bv 400C�+�
23ITB^_��E'�`b[abI

parameters��Works and results���Research��� 
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• Start position�4(°Õíî���I�

• Stop position�ghíî���I�

• Minimal target size��ijk�`lm"0nþ�Tv�l���4
�)
��DE$I�2A½ol�4.wp�iqEn5r�.�

sI�24
� 20bp�DE�?:)mË 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��ijk�`�m"0���4�)
��D
E$Iot�A½5r�duv��iITv>+�`�mË. 300X
w�.§�xyµXÃ)�b�z{I

• GC stretch��iA½|}�~À G{ C�`�+AI���±�� G
{ C��f�iq�I)>+�`�mC 7I�24.)mn�NÌk
A½"�C5r�� GC]^�����$�Qi¸ 8{ 9I

• Default values���ôv>+���mIXØB�
o Start position = 
o Stop position = End of sequence 
o Minimal target size = 100 
o Maximal target size = 300 
o GC stretch = 7 

• Ligase reaction�corresponds with Minimal target size = 0 and 
Maximal target size = 0. 

• Exit�è�Ã)����íîn
• Research�°Õíî
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Results��Work and Results���Results��� 

• The rectangular frame"Nbv�Z�øJ$��ä�A½�3�I
»uv�Z6��±Ë�A½I

• The start search position��X���:��
• The end search position��X���:��

ä�DE�����. Forward primerq Reverse primerÞ3I

ý)o��

3’cd�T�DEB®�"Þ�w�$�TBbvfijcdI

.TvDE� 3’cd��L���'(W�TrvDEB±����I�µ�
3���W5DE��B���I

• 3' position����DE 3’cd.���I�I
• GC count���DE 3’cd`� 16v��� Gq C�+A
• Target N¡�bv�xA½�+���N«x�^�I 
• The vertical scrollbarBÌkA½�`bvabI
• Target size����e���"���DE$I
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• GC stretch�.�iA½3Ìk�~À CGÜ�+AI
• %GC��iA½3Ìk� GC�w�I
• Frequency���uvDE�ij23I
• Frequency at 3'���fghZ%DE 3’cd�ijI
• Nested Primer���iÜ�±ÜË��âTU���IT�DE56
«x�z
��b PCRqE�C(�"Chenal and Griffais 1994$ 
¡�z PCR�¦¢«£m�]¤¥m¦H"Griffais et al., 1990$I 

• Print��%/012"¼� A4àá$
• The Save Results��bv��12V��½ßÜÝÞI
• The Load Results��bv¶¾12V��½ßÜÝÞI

DNA statistics��-��wMac- DNA context�� under statistics�
� .

Tv !ÑÒ���bv{§v+,-±²�>+�%��âw���¨H 

íîIuv+,-�®#��?©ª¬"���N Human�Sacharomyces
q E. coli$I 

• Start�°Õíî���I�I
• Stop�íî1«���I�I 
• OK �°ÕíîI
• Exit�²�Tv !I

statistics on����wMac�  
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• Bank��%äÈ12��m�+,-
• average� . Bank3�¬fgh�:®¯m
• distance�bank��:m�<£
• ���íî�V���

• average� � bank±²����:®¯m
• distance�. bank3����:®¯m�<£
• ��íîn���°ÕI�I

• íî1«n���1«I�I

% PC-Rare	&'()*+,-./012

X sequence�b

456.��3�&4�*��bâw{X� â��/0I

X User Oligonucleotide�b
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456/°0bvÑÒ4�H��éêëì�bvï���ij23Iu±5

6/0b�rv��I

X frequency�b

456/0.������ij23IIf a specie portion of the sequence has 
been selected on the curve ".E'F½�Ò�3Õ²Á� SHIFTé$, ±²
�fgh��k./0�±Ö�I

Result windows�b�����
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• File��)³�Ù·�V�	
• Bank DNA�DNA context�%8¸X�12
• Search���¬]�Ù·½ß
. resultsÞ3�

• Amplification target N°� �e�G��0&�������e�� 
-� 
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• -166bp.#-��iqE��l�)(8¸�ij´��l�Qµ¶uvD
E��lI

• �56% gc ��ijk3� GC�w�
• ���Z���I 
• �i°;q²;

• Forward Primer"·¸DE$�·¸DE������� 30-merI

ý)o��

�âwn¹ 20-mer1����º 3’cd� 20vñòóI

•
o ¡¢£¤�^_ST

o 3' Frequency�TBDE 3’cd�fghijI"results sheet
W��JÞ»$

o 3' Position����DE 3’ dI�I
o 3'  Match���q¼¸DE��½��Ü+AI
o Nested����¾¿DE���ITv��56�%.¾¿

PCRq/{©bv�iqEÀ%¾¿ PCR�À%3�C�âÁÂ
EI 

• Reverse primer�ÃÄ>� Forward primer "�J$IDE��6
DNAÅÆ�Zá�É^Ç� 5'->3'J¸���)��1B4Ã)¬ �
��I

ý)o��

ÈÜ)�fgh¤.DE� 3’cd"JÞ3�fgh$I

34
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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�

• Chenal, V. and Griffais, R.
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"1995$ 122-130. 
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