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Agenda

» Antibodies test (singles, duals, triples)

» Isotypes control

» FMH QuikQuant (Fetal Maternal Hemorrhage)
» Fetal Cell Count kit

» HITAlert (Heparin Induced Thrombocytopenia)

> Conclusions
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Materials and methods

» ACEA NovoCyte 3000 (488, 642, 405 nm lasers), 13 colors
» Competitor IVD cytometer (488, 633, 405 nm lasers), 8 colors
» |QProducts antibodies and Kkits
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Agenda

» Antibodies test (singles, duals, triples)
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Antibodies test

Single Double Triple
CDA4-FITC CD4+CD19 CD4+CD8+CD3
CD8-PE CD4+CDS8 CD3+CD16+CD56
CD19-PE CD3+CD19
CD3-APC CD3+CD45
CD45-APC
CD45-CyQ
CD45-1QP-Qdot 655
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Single- CD4

NovoCyte
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Competitor
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Gate Count % WBC MeanX MeanY CVX CvVY Gate Count % WBC MeanX Mean¥Y CVX VY
WBC 10408 10000% 2121 7R3IS85 17643 % 5550 % WEC 9982 10000 % 539 116685 17375% B3IG2 %
‘WBC CD4+ 1453 13.96 %] 1051 140723 22037% 22827% WBC CD4+ 1456 1458 % 2683 29833 2037 F24RE
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Single- CD8

NovoCyte
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Competitor
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CD8-PE-H CDE&-PE-A
Gate Count % 'WBC MeanX MeanY CVX CvY Gate Count 3 All MeanX MeanY CVX CvY
WBC 11427 10000% 1833 786675 50029% 57.86% Al 10000 10000% 1341 115216 39883 % 5497 %
WBCCD8+ 649 | 568% | 27656 159801 3458% 2043% WBCCD8+ 709 | 7.00% | 17151 33328 3406% 2064%
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Single- CD19

NovoCyte Competitor
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CD19 PE-H CD13-PE-A
Gate Count % WBC MeanX Meany CWVX CvVY Gate Count % WBC MeanX Meany CWVX CWVY
WEBC 10855 10000% 2082 776811 737126% 5821%  WBC 9976 10000 % 331 123725 46737% 5097 %

WBC COD19+ 316 291 %] 12943 177549 676B% 2610% WBCCD19%+ 298 299%) T 37041 e4B88% 3256 %
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Single- CD45

NovoCyte Competitor
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CD45-APC-H CD45-APC-A
Gate Count % WBCZ MeanX MeanY CVX CvVY Gate Count % WBC MeanX MeanY CVX CvyY
WEBC 9887 10000 18860 778420 8928°% 53.70% WEC 9587 10000°% 7572 123902 9080% 5199 %
WEC CD45+ 9420 9538%| 19710 773709 3507% 5220% WBC CD45+ 9849 9261%| 7675 123459 2949% 5216%
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Double- CD4+CD19

NovoCyte Competitor

a 04 G019 SWBC - o4 CDla S WBC
— ] CD4-CD19+ CD4+C019+ v, {CD4-CD19+ CD4+CD19+
1251% el - D19% — §251% 0.10%
ﬂ- B . '_.- N N . : .
—
= =+
=
T <
Ll Ll
3 27 R
5 5
=1 : E
A - B . =
~ {CD4-CO18- COA+CD1%- = JCD4CD CD4+C019-
& 7401% 23.23% L |73 2366
-102% 102 0% 108 -102 102 10 10t 104
CO4-FITC-H CD4-FITC-A
Gate Count % WBC MeanX MeanY CVX CVY Gate Count % WBC MeanX MeanY CVX CWY
WEL 9845 10000% 2102 470 164.80 % 44093 % WBC 9956 100,00 % 501 304 165.00 % 45158 %
CD4-CD19+ 247 251% 335 10566 5464% 5B72% CD4-CO19+ 250 2E1% T 7307 8210% 6R62%
CD4+CD19+ 19 D19% 7003 853  17273% 19655 % CD4+CD19+ 10 010% 1833 3184  12575% 7337 %
CD4-CD19- 7286  7401% 544 178 1934% WM03% CD4-CO19- 7340 7372% 113 103 5192% 2363%
CD4+CD19- 2293 2329% 7194 241 5567% 12994 % CD4+CD19- 2356 2366% 1753 176 5093% 10671%
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Double- CD3+CD45

0 _ Cn3 Cnds FWBC - CD3 Ccnds [ WBC
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Gate Count % 'WBC MeanX MeanY CWVX CVY Gate Count % WBC MeanX MeanY CVX CVY
WEC 9115 10000% 31796  B670 Q447% He3I8E WEC 9 965 100,00 % 13302 2483 8165% 188580°%
CD4R-CD3+ &BD 0,55 % 1784 13257  B81.07% 13918% R 19 0,19 % B0 5285 86,84 % 10554 %

CD45+CD3+ 123230 20633% 71244 323830 3636%
CD45-CD3- 1058  11617% 508 366 146,77 %
CD4Ls+C03- 6127 67227% 25156 226 81,50 %

E253% Q32 2351 2359% 26158 9546 3568 % BDEI %
106,61 % Q32 133 133% 392 204 9221 7% 49,00 %
306 % Q34 7422 TA43%  54M 215 20,98 % 3948 %
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riple- CD4+CD8+CD3

NovoCyte Competitor

CcDACDE CD3 TWBC
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-10%% D 102 0%  10° -10%% 0 10® 104 1054
CO3-Cy3-H CO3-CyE--A

Gate Count % WBC MeanX MeanY CWVX CWY Gate Count % WBC MeanX MeanY CWVX CWvY
WBC g 280 100000 % 3207 2075 165,30 % 16117 % WEBC 34978 100,00 % 23H 471 17760 % 16791 %
CD3-CD4+ 128 155% 453 2723 4542 % R3Z22% CD3-CD4+ 120 1,20 % 452 E78 B34 B4347%
CD3+CDo4+ 1502 2257% 8504 7216 TA4BE Y HR147% CD3+CD04+ 2268 2270% 7930 1702 8292% 5133%
CD3-CD4- &BERSY E7 R0 431 455 BBe2% 4093 % CD3-CD4- £3243 G2 5RE % 484 102 6010% B1.85%
CD3+CD4- BRI 7.89 % 11 682 487 B214% BR01 % CD3+CD4- 780 TEZ % 9220 28 B3RS B415%
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Agenda

» Isotypes control
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Isotypes control

Single Double Triple
lgG-FITC CD45+CD16+CD3
lgG2A-PE CD45+CD3+HLA-DR

lgG2B-FITC CD45R0O+CD3+CD4
lgM-FITC
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Single (igG-FITC)

NovoCyte Competitor

o lsotype IgG FITC /P11 / o __lsotvoe 1gG FITC [ WEC
E . i == = rin ==
|satype oG FITC ]
= unstained
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-10%3 10* 10% 10° 10% 1072 10° 10" 1% 10*  10f 10°4
FITC-H FITC-A
£ Sample Gate Count % WBC MeanX CWX £ Sample Gate Count % WBC MeanX CWVX
1 lsotypelgGFITC WBC 9904 10000% 6958 259796 % 1 Isotype lgG FITC WBC 8749 10000 % 278 101262 %
2 unstained WBC" 9063 8%  209530% o lobee WBC* 2230 100.00% 106 76,14 %
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Single (IgG2A-PE)

NovoCyte Competitor

<= _lsotvpe IgG2A PE/P1/ = __lsotype 10G2A PE /WBC
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PE-H PE-A
£ Sample Gate Count % 'WBC MeanX CWVX #  Sample Gate Count % WBC MeanX CVX
1 IsotypegG2APE WBC 9384 10000% 252 37953 % 1 Isotype IgG24 PE WBC 8815 10000% 122 210,96 %
2 unstained WBC* 9063 10000% 274 154353 % 2 e WBC® 8230 100.00% 70 12625 %
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riple (45F-16P-3A)

NovoCyte Competitor

rnple 45F-1 34/ P1 /S SIA T\WBC [
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CO3-APC-H CO-APC-A
Gate Count % CD45+ MeanX Meany CWVX CvY Gate Count % CD45+ MeanX MeanY CWVX CWY
CD45+ 9153 10000% 4829 163807 20549% 8452% CD45+ BEIT  10000% 1686 110720 21756% 2328 %
CO3-CO16+ 5216 B354 425 756626 B953 % 3093 % CO2-CO16+ 5714  &B93% 72 165109 20147 % 3699 %
CO2+C016+ 21 023% 1673 276892 B552% 5189 % CO3+CD16+ 32 D37% 7998 31879 4450% 18506 %
CO-CO16 1407 1537% 34 1247 15142% 17617 % CO3-CO16- 1079 1264% 88 299 2131 % 63.44%
CO2+CO16- 1308  2086% 21435 142 5088 %  3BEE0 % CO3+COM6- 1712 2005% 7961 196 4908% 94.35%
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Agenda

> Fetal Cell Count Kit
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Fetal Cell Count Kit

» The assay is based on a combination of two antibodies. One is directed
against HbF, while the second is specific for carbonic anhydrase (CA),

an enzyme present in adult in late pregnancy stage.

Fetal Cell Count™ Kit @F-
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Fetal Cell Count Kit

» Unique quantification of Fetomaternal Hemorrhage by flow cytometry
» Complete assay for routine diagnosis of Fetomaternal Hemorrhage
» Detection as low as 0.02% fetal cells in maternal blood

» Detection of fetal haemoglobin (HbF) and Carbonic Anhydrase (CA)

Fetal Cell Count™ Kit @
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Mix adult+1%fetal

o Mix adulie+1%fetal f BEBC = __Mix adulte+1%fetal f BB

‘L | Fetal cells ") Feells “S |Fetal cells Feells
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CAFITC-H CA-FITC-A

Gate Count %“RBC  MeanX MeanY CWVX CVY Gate Count % RBC MeanX MeanY CWVX CVY
REC 211102 10000% 12486 1608 RRARD Y B39E9 % REC 95772 10000% 3208 2623 128596 % 39977 %
Fetal cells 2 316 110 % 12594 67934 10335% 4187% Fetal cells 1131 113% | 216 33327 1128 4182%
F cells 4270 676% 23567 10467 112082 7% 23604 % F cells 40950 4104% 4169 ha72 14660 % 27023 %
[@2-3 iy 031 % 10028 203 253 % 111,24 % Q@23 157 0,16 % 139 -51 9534 % 42062 %
Adult 153860 $1.83% 11810 167 843 % 143,72 % Adult Brh34 BYET% 259 -1 R2B0%  -18425.01 %
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Mix adult+10%fetal

NovoCyte Competitor

= _Mix adulte+10%fetal /| BBC, = _Mix adulte+10%fatal | BEEC

‘% Jretalcells . .- . Q22 ° S {Fetal cells o aFeelis

T 101% e 14 56% - A2 39.48%
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L ]0.54% _ ; oh 1032% : 4896%

-10%% 103 10 108 -1024 102 0* 1t 1034
CA-FITC-H CA-FITC-A

Gate Count % PRBC MeanX Mean¥ CVX VY Gate Count % RBC MeanX MeanY CVX CVY
RBC 169822 10000% 8700 8493 67547 % 25463 % RBC 99439 10000% 2291 6366  21391% 25281%
Fetal cells 18700 11.01% [1171 58086 102.73% 4125% Fetal cells 11177 1122% | 234 27145 10810 % 40,00 %
Q2-2 24722 1456% 16005 12708 957.65% 18617% Feells 39284 23948% 3472 8287 216638 % 25508 %
Q2-3 920 054% 992 265 5565 % 8902 % Q2-3 319 032% 176 44 6508% 390,14 %
Q2-4 125480 73.89% 8440 31 6028 % T124% Adult 43719 489% 1825 @ 5639% 18050% %
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Agenda

» FMH QuikQuant (Fetal Maternal Hemorrhage)
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FMH QuikQuant

» Detection and quantification of fetal red blood cells (RBCs) in maternal

blood samples is essential for obstetrical management.

» Measurement of fetal RBCs is critical as the extent of Fetomaternal
Hemorrhage (FMH), the transplacental passage of fetal RBCs into the
maternal circulation, has consequences for further treatment of mother

and child. ‘ 7
sk

LOW CYTOMETRY VERSION
(43

% A 70
- VD Vs 4
. 5 } 4 Fodcts . o Bt QuiQuant |/
—
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FMH QuikQuant

» The FMH QuikQuant uses an anti-Hemoglobin F monoclonal antibody
and Propidium lodide reagent.

» Rapid assay for Fetomaternal Hemorrhage Quantification

» Detection of fetal hemoglobin (HbF) of as low as 0,06% fetal cells in

maternal blood.




O%fetal cells

NovoCyte

o 0% [ NOT P1
[t ]
E = A adult cells
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O
=1 | |feells  Fetal cells
3.00% 001%
| |
[ |
= J L
104 10° 104 10° 108
HBF-FITC-H
Gate Count LZMHNOTP1 MeanX OCVX

MOTP1 133655 100,00 %
Fetal cells 17 0,01 %
feells 4184 300%
adult cells 135335 9691 %

1873 27950 %
126711 11056 %
15168 10997 %
1457 2134 %
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Competitor

0% /[ NOT P1

625

Count
100 200 300 400 500

3 adult cells
96.87%

fcells

_|

253%
Fetal cells

0,02%

AW

—

= R | RS | N R | HERER | ’ R | N
10° 10" 102 10°% 10¢ 104
HBF-FITC-4

Gate Count % MNOTP1 MeanxX CWVX
NOTP1 9630 10000% 329 294 08 %
Fetal cells 2 0.02 % 54969 10093 %
feells 245 253 % 3 531 17859 %
adultcells 9377  9687% 308 15,66 %
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3%fetal cells

NovoCyte Competitor

2% S NOT P1

- 39/ NOT P1 =
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I = adult cells
o adult cells = 93.30%
- 53.77% S o '
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| feells  Fetal cells N  Fetalcells
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102 10% 104 107 108 10 10" 102 10 10¢ 1074
HBF-FITC-H HEF-FITC-A
Gate Count L“HNOTP1 Meanx CVX Gate Count % MNOTP1 MeanX CVX
NOTP1 218092 10000% 6362 44121% NOTP1 9662 10000% 1483  41088%
Fetal cells 6612 | 2.02% 146590 23152 % Fetal cells 321 132 % 2747 2992 %
feells 13422 615% 79899 9271% feells 622 544 % 18562 8837%
adultcells 204500 9377% 1495  2110% sdultcells 9015 9330% 214 4,01 %
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Agenda

» HITAlert (Heparin Induced Thrombocytopenia)
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HIT Alert

» Heparin-induced thrombocytopenia (HIT) is an acute, immune-mediated
process that may result in life-threatening thrombosis.

» HIT is caused by platelet-activating, heparin-dependent antibodies, who
form complexes of heparin together with either platelet factor-4 (PF-4)
(most of the clinical cases), interleukin-8 (IL-8) or neutrophil-activating

peptide 2 (NAP-2).

HITAlert"Kit &*
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HIT Alert

» Detection of heparin complexes specific antibodies
» Reactivity independent of PF4
» Kit also detects IL-8/heparin and NAP-2/heparin complex antibodies

HITAlert "Kit @’/
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Negative control

NovoCyte Competitor

~ MC N + hr:pr-\rinr: [ = NC W+ rzpnrinrz {

S {az1 Q22 S Q21 Q-2
™ ]99.16% 0.82% T Jo866% 1.34%
U ] . .

=

=
wl —
o
- ' = E
. 1G22 Q2-4 {q2-3 Q2-4
e 10.07% 0.00% 4 0.00% 0,00%
= | AL = o BRI | R | T I = L e L] HR | T T
102 0 10* 104 10%# -10%% 0 10* 10 1034
FITC-A FITC-A
Gate Count % PE+ Mean ¥ Mean™ CWVX CwY Gate Count % PE+ Mean¥ Meany CWVX CvY
FE+ 14312 10000 % 431 10696 165403 % 4074 % FE+ 10127 100007% 239 3958 TBEED % 4435 %
Q21 14152 4516% 17 10673 170820% 4017 % Q21 9991 0366 56 3527 23352 % 4145 %
322 118 082% | 50257 13675 12062°% 6647 % Q-2 136 134% | 13723 6258 B4E3% BER4A %
Q-3 2 0.01% -119 1113 -242% 016% Q-3 0 ooos 0 0 0.00% 000%
Q-4 0 o0 0 0 0,00 % 0,00 % Qz-4 0 oo 0 0 0.00%  000%
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Positive control

0% 10

NovoCyte

PC INV+ henanne [
{Q2-1 " Q2-2
| 87 4% 12.36%
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w E

I X Q2-4

e 10,00% 0.00%

= | AR o o | T R | T T

102 0 10* 104 10%#
FITC-&

Gate Count % PE+ Mean ¥ Mean™ CWVX CwY
FE+ 9828 100.00% BHB1 15965 42 78% T236%
Q21 8613 37ed4% 38 13845 11401 % B85 %
@22 1215 | 1236% ] 65001 33120 MB577% BOTE %
Q-3 0 poos 0 ] 0,00 % 0,00 %
Q-4 0 o0 0 ] 0,00 % 0,00 %
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Gate Count % PE+ Mean X MeanY CVX CVY
PE+ 11156 10000 % 1563 5 861 388,55 % B5B9 %
Q@21 10018 2980% B34 5051 20274% 6613 %
Q22 1138 1020% 14885 12985 S007% 7381 %
Q2-3 0 0,00 %% 0 0 0,00 % 0,00 %
Q2-4 0 0,00 % 0 0 0,00 % 0,00 %
o ¥
"000'
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Conclusions

» Globally, the reagents and the kits performed equally well on both

devices.

» NovoCyte did not require PMT’s adjustment, the device is able to read

and save the whole data (Eosinophils detection). In some case, the signal
of the competitor cytometer is saturated, requiring PMT’s gain

adjustment.

» The combination of IQProducts reagents and NovoCyte flow cytometer, is

a reliable solution for the diagnostic market.
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