
2110 AF=1+AF 

2120 RETURN 

2200 AH=Al>+AH 

2210 A1=1+AI 

2220 RETURN 

2300 AK=AK+AJ 

2310 AI/=1+AL 

2320 RETURN 

2400 AN=AM*AN 

2410 A0=1+A0 

2420 RETURN 

2500 AQ=AP+AQ 

2510 AR-l+AR 

2520 RETURN



A P P E N D I X  4

E L E C T R O P H O R E S I S  B U F F E R S

- TRTS-EDTA -

TRIS-C1___ (pH 7,6)........... 10 mM

EDTA.......(pH 8 ) ..............1 mM

Adju .o d H 7,6

- TRIS-BORATE-EDTA -

TRIS BASE........................ 54 g/1

BORIC ACID..................... 27,5 g/1

EDTA (0,5 M, pH 8).............. 20 ml

-  FYCOLL -

BROMOPHENOL BLUi .............0,25%

XYLENE CYANOL. . ............0,25%

FYCOLL TYPE IQ' i wit«r)........ 25%

Stete at room >« u. iture.



I N C U B A T I O N  B U F F E R S  F O R  T H E  R E S T R I C T I O N  E N D O N U C L E A S E S

- ECO RI -

TRIS-HC1........................... 100 rrM

NaC1................................. 50 mM

MgCl,................................10 mM

Adjusted to pH 7,5

- HIND III -

TRIS-HC1........................... 10 mM

NaCl................................50 mM

MgCl,..............................  0 mM

DITHIOERYTHRITOL..................1** MM

Adjusted to pH 7,6

- BGL II -

GLYCINE-NaOH...................... 20 mM

MgCl,...............................10 mM

MERCAPTOETHANOL.................... 7 mM

Adjusted to pH 9,5
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APPrNmx 6

H Y B R I D I Z A T I O N  B U F F E R S

- SOP.'IH PHOSPHATE BUFFER -

NfljHPO*___ (ph 8,9)........... 1 M

NaH,PO*___ (pH 3,9)........... 1 M

Adjusted to pH 6,5

- DEIONIZING FORMAMIDE -

Mix 50 ml of formamide and 5 g of mixed-bed, ior.-exchange resin 

(i.g.Bio~Rad AG 501-X8, 20-50 mash).Stir for 30 mirutes at room temper­

ature. Filtor twice through a Whatman no 1 filter paper (Whatman, USA). 

Dispense into 1 ml aliquots and store at -20°C.

DENHARDTS SOLUTION (50 x) (grams)

FICOLL.............................. 10

POLYVINYLPYRkOLIDONE.............. 10

BSA (Pentax fraction V ) .......... 10

H t0 ...........................up to 11

Filter through a disposable Nalgene filter. Dispense into 25 ml aliquots 

and store at -20°C.



- BOVINE SERUM ALBUMIN (BSA ) -

BSA (Pentax fraction V ) .......... lg

H 20 ................................. 10 ml

Dispense into aliquots and stove at -20°C.

PREllYBRIDIZATION SOLUTION

DEIONIZED FORMAMIDE.........................50 ml (50%)

Nav. ........................................ 4,37 g

SODIUM CITRATE............................. 2,2 g

DENHAKDT (20 x ) ............................. 25 ml

SODIUM PHOSPHATE BUFFER.. (pH 6,5)......... 5 ml

HERRING SPERM DNA.. (5 mg/ml).............1,5 ml

H 2G .............................. up to 100 ml

- HYBRIDIZATION SOLUTION -

DEIONIZIDED FORMAMIDE...................... 50 ml

NaCl........................................4,37 g

SODIUM CITRATE............................. 2,2 g

DENHARDT (20 x ) ............................. 25 ml

SODIUM PHOSPHATE BUFFER.. (pH 6,5)......... 5 ml

HERRING SPERM DNA.. (5 mg/ml).............1,5 ml

DEXTRAN SULPHATE (50% sol.)............... 20 ml

H 70 ................................... up to 100 ml

—  MM**®**: .

„



........................................— *

-  POSTHYBRIDIZATION -

DEIONIZED FORMAMIDE.........................Vj ml

NaCl........................................4,37 g

SODIUM CITRATE............................. 2,2 g

DENHARDT (20 X ) ............................. 25 ml

SODIUM PHSPHATE BUFFER. . (pH 6,5).......... 5 ml

H 20 ................................... up to 100 ml
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A P P E N D IX  7

N I C K  T R A N S L A T I O N  R E A C T I O N  M I X T U R E

D N A .......................................... 0,5 yg

DNA ENZYMES................................... 5 yl

NUCLEOTIDE SOLUTION........................ 10 yl

H 20 ........................................... 15 yl

RADIOACTIVE NUCLEOTIDE...................... 2 yg



A P P E N D IX  8

S C I N T I L L A T I O N  S O L U T I O N

POPOP..................................... 0,1 g/1

PPO.......................................... 5 g/1

POPOP - 1 '4-bis-2-(5-Phenyloxazolyl-benzene) 

PPO - 2-5-Diphenyloxazole



A P P E N D IX  9

S T A N D A R D  M O L E C U L A R  

M I C R O O R G A N I S M

Agrobacterium tumefaciens

Bacillus subtil is........

Cclf thymus...............

Eruinia herbicola........

Escherichia coli.........

W E I G H T  D N A  M A R K E R S  

M O L E C U L A R  W E I G H T

.......... 3,65 x 10* daltons

............3,0 x 10* daltons

............. 5 x 10* daltons

.......... 2,83 x 10* daltons

............2,2 x 10* daltons



S T A N D A R D  C U R V E  FO R  T H E  M O L E C U L A R  W E I G H T  E S T I M A T I O N  O F  D N A  

U S I N G  B A C T E R I A L  D N A  M A R K E R S

M o b i l i t y  on gel (m m )

. „ r \
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