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protein fractions from RP-LC (Figure 1)
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e Human urine proteome was analyzed in 1D and 2D LC-MS o 3 - R ALBU_HUMAN, fraction 13 e e e
erum albumin NEVTEF, _ Ininogen-1 precursor
setup. serumalbumin - LNEVTEFAC : . E R MKWVTFISLLFLFSSAYSRGVFRRDAHKSEVAHRFKDLGEENFKALVLIAFAQYLQQCP AFIQLWAFDAVK P02760 AMBP. HUMAN AMBP protein precursor e7u300
ATTECCOMDK ! 333333333232 FEDHVKLVNEVTEFAKTCVADESAENCDKSLHTLFGDKLCTVATLRETYGEMADCCAK DSTYSLSSTLTLSK PO1834 KAC_HUMAN Ig kappa chain C region 394312
e In 2D LC the intact proteins were resolved with RP UPLC o : SR T R A QEPERNECFLQHKDDNPNLPRLVRPEVDVMCTAFHDNEE TFLKKYLYEIARRHPYFYA LVNEVTEFAK P02768 ALBU_HUMAN Serum albumin precursor 389962
. LDELRDEGK 1 23 333 3 3 2 3 2 1 PELLFFAKRYKAAFTECCQAADKAACLLPKLDELRDEGKASSAKQRLKCASLQKFGER VILEIDNAR P13646 K1C13_HUMAN Keratin 349426
(Figure 1). oo ) q: . A AFKAWAVARLSQRFPKAEFAEVSKLVTDLTKVHTECCHGDLLECADDRADLAKYICEN ILTATIENNR P13646 K1C13_HUMAN Keratin 347989
LCTVATLR 1 2 33 2 1 2 2 2 3 3 12 ADTLTDEINFLR P02538 K2C6A_HUMAN Keratin 345847
. . . E . ; O QDSISSKLKECCEKPLLEKSHCIAEVENDEMPADLPSLAADFVESKDVCKNYAEAKDVF _ :
e Digested f':aCtlo_n_S were a_nalyzed n - LC_'MS (Flg_ure_ 2). The AMDDEARFVEK R 1232 LGMFLYEYARRHPDYSVVLLLRLAKTYETTLEKCCAAADPHECYAKVFDEFKPLVEEP i@:{gﬁ/ﬁAGR e tes AN s
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number of identified proteins per fraction is shown in Figure 3. cerestuNg 50303 203 3 2 : 1 QNLIKQNCELFEQLGEYKFQNALLVRYTKKVPQVSTPTLVEVSRNLGKVGSKCCKHPE QGPVNLLSDPEQGVEVTGQYER Q14624 ITIH4_HUMAN Inter-alpha-trypsin inhibitor heavy chain H4 precursor 328495
LVAASQAALGL 3 3 2 1 2 1 3 3 2 2
] ] ] ] ASOANISL ; ; Ptz AKRMPCAEDYLSVVLNQLCVLHEKTPVSDRVTKCCTESLVNRRPCFSALEVDETYVPK YAASSYLSLTPEQWK P01842 LAC_HUMAN Ig lambda chain C regions 378186
e Proteins found in urine are often clips (Table 1 and sequences) VHTECCHDILECADOR 123333 3 EFNAETFTFHADICTLSEKERQIKKQTALVELVKHKPKATKEQLKAVMDDFAAFVEKCC LLTEIHGGAGGPSGR Q16763 UBE2S_HUMAN Ubiquitin-conjugating enzyme E2 S 321037
KVPQUSTPTLVEVSR 3 3 3 3 2 2 2 KADDKETCFAEEGKKLVAASQAALGL RPCFSALEVDETYVPK P02768 ALBU_HUMAN Serum albumin precursor 291256
e More informative “peptide maps" with greater coverage were oy PEMPADLPSLAADRVESK : , s s 2y P DPPQYPVVPVHLDR P10153 RNAS2_HUMAN Nonsecretory ribonuclease precursor 290090
. . aLF’F'YTFLVﬁZEtEFTX?TLR , 3 ; : i : ; , VPQVSTPTLVEVSR P02768 ALBU_HUMAN Serum albumin precursor 286582
constructed in 2D experiment compared to 1D LC (Table 1). oL ; s s 1o s ALBU HUMAN, fractions 22-24 TAAENEFVTLK P48666 K2C6C_HUMAN Keratin 263749
DVFLGMFLYEVAR 2 ! 223 3 1.2 p SHCIAEVENDEMPADLPSLAADFVESK P02768 ALBU_HUMAN Serum albumin precursor 259255
E i i . . . . 3 303 3 MKWVTFISLLFLFSSAYSRGVFRR ALVLIAFAQYLQQCP - _
e LC-MS™ provides for quantitative information about peptides e . 2 3 3 I FEDHVK S| HTLEGDKLCTVATLRETYGEMADCGAK NLDLDSIIAEVR P19013 K2C4_HUMAN Keratin 246955
and proteins in urine (Table2, Figure 4). IVRPEYEVMCTAFHDNEETFLKK . : AP QEPER YLYEIARRHPYFYA Table 2: MSF provides an information about precursor MS ion intensity. List of most intensive MS
VHTECCHGDLLECADDRADLAK 2
QUALVELVK s 1o PELLFFAKRYK AACLLPKLDELRDEGKASSAKQRLKCASLQKFGER signals for 1D experiment suggests that albumin is not the most dominant protein in urine.
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Figure 2: Analysis of digested protein fractions. Waters nanoACQUITY UPLC® and ACQUITY C18, 75x100um Pt ! igure 3: Number of proteins identiried In ractions. Unly peptide hits wi or = . = ’ .
column, 1.7um, 30 °C. Mobile phase A: aqueous 0.1% FA, B: 0.1% FA in MeCN. Gradient 3-40% B in 40 e . ) - — more b/y ions were accepted. Fewer proteins were found in earlier fractions, because Keratins, microglobulin, IgG’s, pro-epidermal growth factor,
minutes, Flow rate 300 nL/minute. Tabl_e 1_: Pep_tl_des_ identified in f:ll_gested fractions. Numb_ers in columns indicate how many times was each they contained greater |_1umbers of non-tryptic peptides and protein clips. For 1D LC and uromodulin are among the most abundant proteins.
peptide identified in three repetitive analyses of the fraction. chromatogram and fractionation intervals see Figure 1.
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