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Waters AccQeTag™ Method for Hydrolysate Amino Acid Analysis
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Both primary and secondary amines rapidly react with AQC to produce highly stable, fluorescent derivatives. Optimized chro-

(50pmoles)

matographic condifions provide baseline or nearbaseline separation of the hydrolysate amino acids.
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Objective:

Details:

System:

To demonstrate a new amino acid analysis method
based on the rapid reaction of primary and second-
ary amines with AQC {AccQFluor reagent), fol-
lowed by HPLC analysis.

Derivatization of amino acids is an important step
for detection and qucnmonon of the amino acids in
protem/pe()nde ydrolysates. Amino acid labelling
henyl sothlocyonote (PITC) is o well-under-

stooJ reaction chemistry since it is the basis of the

mon de radation procedure for profein sequenc:
mf? aters PicoeTag® meth sed on PITC

ers ropl high- rfomonce andalysis of all amino
acids but the multiple step derivatization protocol
can be time consumlng rivatization with
orthophthololde Xde {OPA), used in Walers

AutoeTag™ OPA method, reacts with only primary
amino acids. Another precolumn method based on
derivatization with dobsyl chloride hos dlfflculty
momtomm ophmo c romot rop y due to the
large inte ering pec prod excess recgent
Two other reagents, dans chlon e and fluorenyl
methyl chloroformate (FMé C-Cl), are Huorescent
methods which form multiple derivatives with
selected amino acids.

Worers AccOOLdg"M System fulhlls the researcher’s
for |mprov rolein pef)h e composmonol

onolysus by comb inin 9a nove recolumn
derivatization reagent specifically des Pc[;ned for
amino acid analysis' and optimal HPLC system
configuration, including opphcchon cerhhed column
and eluents, to provnde enhonc accuracy ond
quonmohve ‘reproducibility. Waters

ccQ' uormreodgent {6-aminoquinolyl-N-

hyd roxysuccnmml yl carbamate, AQC) reacts with

oth primary and secondary amino acids within
seconds and excess reagent is hydrol zed fo form
N- hydroxysuccmlmlde minoquinoline (AMQ)
and carbon dioxide, The denvcn somFIes can
be injected without further workup due 1o the unique
ﬂuorescenr properties of AMQ, the only fluorescent
ecf oduct of the reaction. This dramatically
reduces the magnitude of the AMQ peak so that
there is no interference with amino acid
?uonmahon The reaction ylelds highly stable
uorescem qCumo linedabel ed urea adducts. The

AccQe og emlsrry Package, including alf the
reagents needed for derivatization, is tesfed and
formulated to provide the lowest possible amino
acid contamination. A reversed phase separation
with near baseline resolution is cchleved in a total
run time of 45 minutes. The AccQe 0? System
provides researchers a powerful, novel method that
may prove useful for many applications in biotech-

nology.

Waters AccQeTag System consisting of a 625.C
system equipped with a column heater, 717plus
Autosampler with heater/chiller, and 470 Scanning
Fluorescence Defector. System control and results
management were provided by a Millennium™
2010 Chromatography Manager using the
AccQeTag Application Template.
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