Table S1. Overall raw data of the comparative proftiency study over the two years of stud§:.
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Centre Year DNA target and nb € %1 nb | % | nb % nb % nb % nb % nb % nb % nb/28 % nb/44 %
primers (Ref)
2005 | BLOENE ©) 22 | % Jo| x |aa * | aa « | 7/18| 87.5% | 6/8 | 75% | 3/8 | 37.5% | 4/16 | 25% 20.5 73.2% 245 63.6%
rep529 ° a2 | x o x aal x| aa * |am| =+ |es| * |78]| 87.5% | 916 | 56.25% 27 96.4% 36 81.8%
p
A B1 gene (6) 22 | % Jo | x |aa] * | aa «  |aia]| * |68| 75% |4/8| 50% | 516 | 31.25% 22 78.6% 27 61.4%
2007
rep529 ° a2 | * o v |aal x| am « laa| + |es| * |ss o+ 1%’ L 625% 28 100% 38 86.4%
B1 gene PCR ELISA
nd | nd |22 * |24 50% | 24 | 50% |14 25% |18 | 125% |08 | 0% | 06 | 0% 6 21.4% 6 13.6%
(29)
2006 | ron529 LNA (38) a2 | ox o v aal x| am « |34l 75% |1al 25% |24 50w | U8 | 125% 14120 (17/28) | 60.7% | 15/28 (19/44) | 43.2%
. rep529 MGB (33) a2 | * o v |aal x| am « laa) o+ |ua| o5% |us 2% | 28 | 25% 14120 (16/28) | 57.1% | 16/28 (20/44) | 45.5%
f‘zlg)ge”e PCRELISA | Hp |22 * |34 75% | 24 | 50% |24 | 50% |2/8| 25% |o/8| 0% | 06 | 0% 9 32.1% 9 20.4%
2007 | 1en529 LNA (38) a2 | * o v |aa x| am « |34 75% |78 87.5% |28 | 25% | 418 | 22.2% 20 71.4% | 24146 24128) | 545%
rep529 MGB (33) a2 L ox o v aal x| am « |aml + |es| 5% |28 25% | 317 | 17.7% 20 71.4% | 23045 23144) | 52.3%
so0s | BLOene (13) 22 | * |22 % |44 * | 24  50% |0M4| 0% |3/8| 37.5% | 18| 125% | 0/16 | 0% 10 35.7% 10 22.7%
c rep529 (8) a2 | x o v |aa x| am « |34 75% |28 | 25% |48 50% | 3116 | 18.75% 17 60.7% 20 45.4%
B1 gene (13 22 1 * Jo | * |aa] * | aa « | 3i4| 75% |3/8] 375% |0/8] 0% | 0716 | 0% 14 50% 14 31.8%
2007
rep529 (8) o2 | * lop x |aa x| aa * |am| =+ |es| * |a8| 50% | nd Nd 24 85.7% nd nd
B1 gene (7) © 22 | * |2 * |aa| * | 34 75% |04 | 0% | 28| 25% | 28| 25% | 1/16 | 12.5% 11 39.3% 12 27.3%
2006 gene (7)
5 rep529 (20) o2 | * lop x |aal x| aa * |14 25% |a| 50% |28| 25% | o6 | 0% 15 53.6% 15 34.1%
2007 | BLgene (7)° 22 | % Jo | x |aal x| aa « | 34| 75% |5/8| 625% | 2/8 | 25% | 516 | 31.25% 18 64.3% 23 52.3%
rep529 (20) a2 | * o x aal x| aa * lam| =+ |es| * |58 625% | 916 | 56.25% 25 89.3% 34 77.3%
. 2006 | B1 gene (26) aa | ox |aalox laia] x| as * lam| * |18| 125% | 18| 125% | 38 | 37.5% 14 50% | 17/36 (20/44) | 45.4%
2007 | B1 gene (26) 22 | % |o | * |aa * | am « |am| * |5 625% | 18| 125% | 18 | 125% 18 64.3% | 10/36 (20/44) | 45.4%
B1 gene (5) 22 | % |ol ox |44l x| a4 * lai| * |78 87.5% |68 75% | 816 | 50% 25 89.3% 33 75%
2006
rep529 (15) o2 | * lop x |aa x| aa « laa| = |eg| * |8 * 1%/ L 5% 28 100% 40 92.9%
F
B1 gene (15) 22 | * |2/ * |34 75% | 44 «  |aia| * 8| * |58 625% | 516 | 31.25% 24 85.7% 29 65.9%
2007 rep529 (15) a2 | ox o x aal x| aa * |aal o+ |es| * |es| 75% 12’ 1 68.75% 26 92.9% 37 84.1%
2005 | BLOENe (13) 12 | 50% | 2/2 | * | 2/4 50% | 0/4 | 0% |o/8| 0% |o/8| 0% |oB| 0% | o6 | 0% 2 7.1% 2 45%
. rep529 (27) a2 | * o x |aal x| aa « |eg| * |ss| * |28| 25% | 316 | 18.75% 22 78.6% 25 56.8%
2007 | BLOENe (13) 22 | * |22 * |34 75% | 34 | T75% | 04| 0% | 1/8| 125% | 1/8 | 12.5% | 1/16 | 6.25% 8 28.6% 9 20.4%
rep529 (27) o2 | * o x |aa x| aa « |eg| * |ss| * |28 25% | 316 | 18.75% 26 92.9% 29 65.9%
rep529 (16) ° o2 | * Jop| * |aa] * | aa « lam| =+ |es| * |ss| * |o1e]| o 28 100% 28 63.6%
2006
H rep529 (27) a2 | x Jo| v |aa| x| wa « laa| =+ |es| * |ws|er5% 1%’ L 75% 27 96.4% 39 88.6%
2007 | rep529 (27) a2 | x Jo| v |aa| x| wa « laa| = |es| * |ss| * ”é’ T 87.5% 28 100% 42 95.4%




2The results from both years were not summed upa@ations inherent to the microscopic countinghef cells could not be excluded. However, the @siedid not show
any statistically significant variation betweentbgears for each laboratory, except for particiganthich showed an improvement in sensitivity tbatild not be attributed
solely to a slight parasite concentration variatighi2 test, p = 0.03 for the B1 gene assay, and@®05 for the rep529 assay); this laboratory regbtechnical difficulties

in 2006 which explain a decrease in sensitiVitypublished primers H1-H2 from Bastieinal.; °primers 1 and 4! primers used in Laboratory H (27) are the Tox4 Gox5
primers from Homazet al. (20), each without the dinucleotide CG, whichas contained in the rep529 (AF 146527) sequencterd’ position® number (nb) or
percentage (%) of positive reactions over numbeeaétions performed. * = 100% of positive reactidrfor the definition and use of '0.2' and '0.1' sspisee Materials and
Methods and Results (the shaded cells at the esent the concentrations used to calculate tRésBores); an example of calculation of the ssdsegiven here: the
maximum hit for score 0.2 is 28 reactions (4 atcemtration 5 Tgg, + 4 at concentration 2 Tgg, + domcentration 1 Tgg, + 8 at concentration 0.5, g8 at concentration
0.2 Tgg) and it is 44 reactions for score 0.1f(@é the concentrations included in score 0.2, +e&tions at concentration 0.1 Tgg); for centregefar 2006, DNA target

rep529, the 0.2 score is 96.4% (27/28=4+4+4+8+7428)the 0.1 score is 81.8% (36/44= 27+ 9/28+16).



Table S2. Comparison of the methods using the Bl e and rep529 DNA targets in 2007, according to PCprotocols and DNA primers

Centre B1 gene rep529
PCR technology? primers ‘0.2’ score ‘0.1’ score PCR technology prirars ‘0.2’ score ‘0.1’ score
A cnPCR-gel (6) 78.6 61.4 cnPCR-gel H1-H2 (unpubti$he 100 86.4
B cnPCR-ELISA (29) 32.1 20.4 rtPCR-TagMan (33, 38) 471 53.4
C rtPCR-FRET (13) 50 31.8 rtPCR-FRET 8) 85.7 -
D rtPCR-SybrGreen 1-4 from (7) 64.3 52.3 rtPCR-SybrGreen (20) 89.3 377
E rtPCR-FRET (26) 64.3 45.4 - - - -
F rtPCR-Tagman (15) 85.7 65.9 rtPCR-TagMan (15) 92.9 84.1
G rtPCR-FRET (13) 28.6 20.4 rtPCR-FRET (27) 92.9 65.9
H - - - - rtPCR-FRET (27) 100 95.4

& cnPCR: conventional PCR; rtPCR: real time PCR;3&:lenzyme-linked immunosorbent assay; FRETibrescence Resonance Energy Transfer



