Met hods for nultiplex anplification of target nucleic acid sequences using
..a single pair of priners. Defined sequences are appended to the ends of
:multiple target sequences as part of the anplification reaction so that no
steps in addifion to anplification &%e required. The target sequences wth
‘t he appended defined sequences need not be isolated prior to anplification.
I n one enbodi nent for coanplification of two target sequences, a seguence
corresponding to a term nal segnernip@fgrikerfirst target sequence is
appended to one_end of the second target sequence and a sequence
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appended to one end of the first target sequence. Anplification of the two
targets theMsthods foesultiplex amplification gitargedfugheit aeid Sequidntesrusatg a/sihgle pair
singl e defined sequence may be appended to the 5 and 3' ends of any nunber
of sel o€ pamersapfingd sauencsg ate anpendedad theaengis tof switiple taeget sequentasas Ipert of
anplified using.a single pair of prinmers which hybridize to the defined
end- sedfifcipplification reaction so that no steps in addition to amplification are required. The target
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séquences with the appended defined sequences need not be isolated prior to amplification. In
one embodiment for coamplification of two target sequences, a sequence corresponding to a
terminal segment of the first target sequence is appended to one end of the second target

. se.quence and a sequence corresponding to a terminal segment of the second target sequence is
appended to one end of the first targét sequence. Amplification of the two targets then
requires only a single pair of primers. Alternatively, a single defined sequence may be
appended to the 5' and 3' ends of any number of selected targets. All such modified target
sequences may then be amplified using a single pair of primers which hybridize to the defined
end-sequences. |

(Fig. 1).



