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                                           Product  #5 6 0

CERTIFICA TE OF A NA LYSIS

SYNTA Xt ide™ (o-A bz/Dnp)

Pept ide Subst rat e for Botulinum Neurotox in Type C

Lot  #5 60 1A 1

Contents:

Each v ial of  t he botulinum tox in t ype C subst rate, SYNTA Xt ide™ (o-A bz/Dnp) contains 200  nmoles

of  lyophilized pept ide.  The solubilit y  is -1 .4  mM  in w ater.   Higher concent rat ions may be achieved

in DM SO.  This pept ide is int ramolecularly  quenched by f luorescence resonance energy t ransfer

(FRET).  The N-term inally -linked f luorophore is o-aminobenzoic acid (o-A bz) and the acceptor

chromophore is a 2 ,4 -dinit ropheny l group (Dnp).  

Reconstitution:

A  small amount  of  pept ide has been lyophilized in each v ial.  During lyophilizat ion and t ransportat ion,

t his material may be dist ributed throughout  t he v ial.  Since it  is common pract ice to reconst it ute

pept ide in a small volume of  solvent ,  w e suggest  v isually  locat ing the pow der and, if  necessary ,

shaking it  t o the bot t om of  t he v ial prior t o adding the solvent .

Concentration:

Concent rat ion is determ ined f rom the absorbance at  363  nm using the molar absorpt ion coef f ic ient

of  15 ,900  M cm  for Lys(Dnp).-1 -1

Purity:

The pept ide is > 95%  pure as determ ined by reverse phase HPLC.  The expected molecular w eight  is

obtained by mass spect romet ry .

Assay Conditions and Parameters for Utilizing SYNTAXtide™ FRET Peptide:

Botulinum Neurotoxin Type C Light Chain, Recombinant (LcC), Product #625A

For the reconst it ut ion of  Light  Chain C (LcC) use 20  mM  HEPES, pH 7 .4 , 0 .05%  TW EEN-20 . For the

hydrolysis react ion of  SYNTA Xt ide™ w ith LcC, use the hydrolysis buf f er 20  mM  HEPES, pH 6 .8 ,

containing 0 .0 5%  TW EEN 20  (or 1  mg/m l BSA ).  LcC does not  require reduct ion.  Concent rat ions of

LcC betw een 2  nM  and 10  nM  can be used depending on the inst rumentat ion and experiment .  Our

data suggests that  addit ion of  TW EEN 20  or BSA  is benef ic ial t o t he stabilit y  and storage of  LcC at  -

2 0 °C.

SYNTAXtide™, Product #560

Prepare a 5  mM  stock solut ion of  t his pept ide in DM SO as f ollow s: A dd 40  µ l of  DM SO, Pierce cat .

#20684 , t o a v ial containing 200  nmoles of  pept ide.  The result ing stock solut ion is 5  mM .  Cover

the v ial w ith foil t o protect  f rom light ,  and store f rozen at  -20 °C.

(continued)

mailto:info@listlabs.com
http://www.listlabs.com


For assays w it h LcC, t he stock solut ion can be diluted in the hydrolysis buf f er, described in the

sect ion above.  W hen using a 96 -w ell plate and a f inal volume of  250  µ l/w ell,  a 250  µM  stock

solut ion is convenient  t o use.  The f inal concent rat ions of  SYNTA Xt ide™ to be used is t ypically  5

µM /w ell,  

depending on the inst rumentat ion and experiment .   Since DM SO inhibit s cleavage, f inal

concent rat ions must  be less that  2%  of  t he total volume.

These FRET assays are run at  37 °C.  Excit at ion w avelength is 320  nm and emission is 420  nm. 

There is a linear dependence of  f luorescence intensit y  on concent rat ion of  t otally  cleaved subst rat e

up to 10  µM

SYNTA Xt ide™ (o-A bz/Dnp).

m max W hen measuring kinet ic parameters such as t he K and V for t his FRET subst rat e, t he data must

be corrected for a phenomenon know n as the “ inner f ilt er ef f ect ” .  This ef f ect , as w ell as a method

to determ ine an appropriate correct ion factor, is explained in the paper by Liu et .al.  (1 9 9 9 ) in

A naly t ical Biochemist ry ,  2 6 7 ,  3 3 1-3 3 5 .

Packing/Storage:

This lyophilized pow der is stoppered under vacuum.  It  is recommended that  it  be stored at  -20 °C,

protected f rom light .   A f t er reconst itut ion, aliquot  and store at  -20 °C.

Handling:

This product is not hazardous.  Good laboratory technique should be employed in handling of this

product.  This requires observing the follow ing practices:

1 . W ear appropriate laboratory attire including a lab coat, gloves and safety glasses.

2 . Do not mouth pipette, inhale, ingest or allow  to come into contact w ith open w ounds.  W ash

thoroughly any area of the body w hich comes into contact w ith the product.

3 . Avoid accidental autoinoculation by exercising care w hen handling in conjunction w ith any

injection device.

4 . This product is intended for research purposes only.  It is not intended for use in humans. 

List Biological Laboratories, Inc.  is not liable for any damages resulting from the misuse or

handling of this product.

FOR RESEARCH PURPOSES ONLY.  NOT FOR USE IN HUM ANS.
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