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KIT METPHZHZ TON T & B AEMO®OKYTTAPQN TH2 ETAIPEIA2
EXBIO T2EXIAZ.
DRYFLOWEX ASC SCREEN KIT
DRYFLOWEX ACT T SCREEN KIT

* TA KIT EINAI TQN 50 TEZT, 2E MONHPH 2QAHNAPIA ZE Z=HPA MOPO®H, NMAKETAPIZMENA ANA 5
YQAHNAPIA ZE AAOYMINENIA ZYZKEYAZIA, ME 7 (B CELLS) H 8 (T CELLS) ANTIZQMAT#

* MEPINAAMBANOYN 7 'H 8 ZQAHNAPIA , ANA KIT, 1ZET, NA COMPENSATION.
* ATIOOHKEY2H 2E OEPMOKPAZIA AQMATIOY.

* MMPOZTATEYMENA AMO THN YIPAZIA.

AYTIKO ME OOPMAAAEYAH

» TOMA ASDAAEIAS
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DryFlowEx ACT T Screen Kit

PD-1 CXCR5

Specificity cD4 (CD279) |HLA-DR |CD3 (CD185) |CD38 cD45 |CD8
Clone MEM-241 (EH12.2H/ |L243 SK7 1252D4 HIT2 2D1 MEM-21
Isotype
(murine) IgG1 IgG1 lgG2a lgG1 IgG1 IgG1 lgGl |12G2a

PerCP- Pacific [Pacific
Fluorochrome |FITC PE Cy5.5 PE-Cy7 |APC APC-Cy7 |Blue |Orange
A excitation 488 nm (488 nm |4BEnm |488nm  |833nm (633 nm (405 nm 405 nm
Emission
maxima 223 nm (373 nm |692 nm J80nm (660 nm [0 nm (435 nm {331 nm
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Target population(s) percentage range acquired from
normal healthy human whole blood specimens

95% Range

n=15 Avg Min. (Avg - 2 SD) Max. (Avg + 2 SD)

Circulating Folicular Helper T-

0,90% 3,59%

-~ cells

Activated CD3* CD4™ T-cells 0,29% 1,03%

Activated CD3* CD8" T-cells 0,00% 1,60%




Target population(s) percentage
change in time acquired from
whole blood specimens of

hospitalized patients diagnosed
with COVID-19

HLA-DR PerCP-Cy™5.5 CXCRS5 APC

HLA-DR PerCP-Cy™5.5

1. mesurement

1 day after
1. mesurement

4 days after
1. mesurement

CD4+ CXCRS + PD1 + ¢Tfh cells

CD4+ CXCRS+ PD1 + cTfh cells

g

CD4+ CXCR53 +0PDI + ¢cTfh cells

™Y MRARLY | AL 3 LA §

0 10 19 10

PD-1 PE

CD4+ CD38+ HLA-DR + T cells
C 22

CD4+ CD38+ HLA-DR + T cells

.

CD4+ CD38+ HLA-DR + T cells
2.3

CD38 APC-Cy™7

CD8+ CD38+ HLA-DR+ T cells
10.4 .

CD8+ CD38+ HLA-DR + T cells
144 .

CD8+ CD38+ HLA-DR+ T cells

. .
) w0’ 1w 10°

CD38 APC-Cy™7
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DryFlowEx ASC Screen Kit

Specificity gD CD27 CD24 CD1S CD21 CD38 CD45

Clone IA6-2 LT27 SN3 LT1S LT21 HIT2 2D1

Isotype

(murine) IgG2a IgG2a IgG1 IgG1 IgG1 IgG1 IgG1
PerCP- Pacific

Fluorochrome |[FITC PE Cy5.5 PE-Cy7 |APC APC-Cy7 |Blue

A excitation 488 nm (488 nm |48 nm |48 nm [633nm [633nm |405nm

Emission

maxima 525nm |575nm |692nm (780 nm |[660nm |780nm |455nm
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c Singlet events
@ CD45+ singlets - leukocytes

Side Scatter

Forward Scatter (signal height)

9 CD45+ SSClow mononuclear cells
e CD45+CD19+ lymphocytes (B lymphocytes)

Cel count

Slde Scatter

e CD45+CD19+CD27+ B lymphocytes (memory B cells)
@ CD45+CD19+CD27+CD38+ Plasmablasts
e ASC target populations:

1gD FITC

- lIgD+ Non-switched Plasmablasts

CD27 PE

Z - IgD- Class-switched Plasmablasts

CD27 PE

1g0+ Noo-switthed Plasmabiats.

gD FITC
&
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Table 1 — Target population(s) percentage range acquired
from normal healthy human whole blood specimens

95% Range

n=15 Avg Min. (Avg - 2 SD) Max. (Avg + 2 SD)

~ Class-switched Plasmablasts 1,18%

Non-switched Plasmablasts 0,03%




CD38 APC-Cy7

Fig. 1 Target population(s) percentage change in time
acquired from whole blood specimens of hospitalized
patients diagnosed with COVID-19

4 days after 11 days after
1. mesurement 1. mesurement




¥ 5 Non-switched Plasmablasts MNon-switched Plasmablasts Non-switched Plasmablasts




More B lymphocytes subsets to be evaluated during viral infection:

Transitional B cells
e C(CD45+ CD19+ CD27- CD24++ CD38+ (CD21+ IgD+)
e Do not secrete antibodies

Marginal zone-like B cells
e CD45+ CD19+ CD27+ IgD+ (CD21+/++ CD24+ CD38dim)

e T cell independent immune response

CD21low B cells
e CD45+ CD19+ CD21- CD38-
e Auto-immunity connected cells

Naive B cells

e CD45+ CD19+ CD27- CD24+ CD38- (IgD+)
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BpéBnkav o1 o1 atréAuTtol apiBuoi Tou trepipepikou CD4 kai CD8 T
KUTTOPWYV HEIWONKAV OUCIAOTIKA, EVW EVEPYOTTOINONKAV, OTTWC
atrodeikvueTal atro To uPnAéc avaloyiec HLA-DR (CD4 3,47%) kai CD38
(CD8 39,4%) dITTAG BeTIKG KAGOpaTa. ETTITTAEOV, UTTPEE augnuévn
OUYKEVTPWON £CAIPETIKA TTPOPAEYHOVWOouc CCR6 + Th17 e CD4 T
KUTTapa. ETimTAéov, BpéBnkav CD8 T kKuUTTOapa va €Xouv UPnAEg
OUYKEVTPWOEIG KUTTAPOTOSIKWY KOKKiwV, oTa otroia 31,6% KUTTapa
ATaV BETIKA oTNV TTEPPOPIVN, 64,2% KUTTapa ATaV BETIKA OTNV
vKpavouAuaivn, kal 30,5% kuttapa ftav granulysin kai perforin dITTAG
BeTIKA . Ta ATTOTEAEOUATA JAG UTTOVOOUV OTI N UTTEPPOAIKN EVEPYOTTOINON
TwV T KUTTApWYV, ekdnNAwveTal he aucnon Tou Th17 kar uwnAn
KUTTapOTOCIKOTNTA Tou CD8 T KUTTApWV Kal QVTITIPOCWTTEUOUYV, £V UEPEI,
TO 0OBapPO AVOCOTIOINTIKO TPAUMATIONO O€ AUTOUC TOUC A0BEVEIC.
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The Journal of Clinical Investigation

CLINICAL MEDICINE

Table 3. Inmunological features of patients with COVID-19

Total T lymphocytes, %

Total T lymphocyte count, <10°/L
Decreased, /i (%)
<400, nfi (%)

Total B lymphocytes (%)
Increased, /N (%)

Total B lymphocyte count, >108/L

Decreased, n/N (%)
CD4*T cells, %
CD4' T cell count, *10°/L
Decreased, /i (%)
CD8*T cells, %
D8' T cell caunt, *10°/L
Decreased, /i (%)
<150, n/A (%)
NK cells, %
NK cell count, *108/L
Decreased, it/ (%)
<77 nfN (%)
(D28*CD4* T cells/CD4* T, %
[D28'(D8"T cells/CD8'T, %
HLA-DR'CDB' T cells/CD8' T, %
CD45RA'CDA* T cells/CD4*T, %
(D45R0CD4* T cells/C04* T, %
Treg, %
[D45SRA* Treg, %
[D45R0" Treg, %
|FN-v-expressing CD4* T cells, %
[FN-v—expressing (D8* T cells, %
IFN-v—expressing NK cells, %

All patients {7 =21)
60.5 (54.4-70.3)
486.5 (2670-664.8)
13714 (92.9%)
614 (42.9%)
16.9 (10.8-22.4)
7/14 (50.0%)
11E.5 (57.8-249.3)
4114 (28.6%)
36.7 (32.0-40.0)
2415 (135.0-363.8)
14/14 (100.0%)
22.2(15.7-26.9)
169.5 (86.0-281.5)
12/14 (85.7%)
6/14 (42.9%)
14.8 (103-21.9)
89.0 (58.8-207.0)
8/14 (571%)
6/14 (42.9%)
983 (96.8-98.8)
64.8 (44.6-75.9)
423 (30.9-48.2)
328 (31.7-40.3)
672 (59.7-68.3)
41(3.5-49)

0.8 (0.5-11)
33(24-38)
191 (13.0-22.8)
501 (44.2-536)
733 (65.7-79.7)

Severe cases {7 =11)
551 (52.2-60.5)
294.0 {169.3-415.3)
8/8 (100.0%)
6/8 (75.0%)
20.2 (176-39.5)
6/8 (75.0%)
184.0 (42.8-273.3)
3/8 (37.5%)
36.7 (30.7-373)
1775 (104.0-249.8)
2/8 (100.0%)
174 (14.7-23.4)
89.0 (61.5-130.3)
7/8 (875%)
6/8 (75.0%)
14.7 (75-21.0)
60.5(27.5-109.0}
6/8 (75.0%)
6/8 (75.0%)
975 (96.8-98.7)
44.6 (375-73.1)
46.2 (423-482)
32.8(318-364)
672 (63.6-68.2)
4.7 (2.6-54)
0.5(0.3-07)
3.8(1.9-4.9)
141 (9.4-18.8)
472 39.2-52.7)
71.2(63.8-72.9)

Moderate cases (s = 10)

68.8 (64.7-75.2)
640.5 (588.3-789.5)
576 (83.3%)
0/6 (0.0%)
108 (103-12.4)
1/6 (16.7%)
115.5 {102.8-133.5)
1/6 (16.7%)
364 (32.0-40.5)
381.5 (255.0-451.0)
6/6 (100.0%)
25.2(228-34.2)
254.0(183.3-312.8)
576 (83.3%)
0/6 (0.0%)
151 {116-22.8)
180.5 (115.0-228.0)
2/6 (33.3%)
0/6 (0.0%)
986 (972-99.0)
703 (63.3-76.9)
2856 (254-379)
36.0293-40.5
64.0{59.5-70.7)
39 (36-43)
11(1.0-1.3)

29 (25-34)
22.8 (18.8-254)
512 (473-54.1)
79.7 (71.9-81.5)

Palue

0.020
0.01
043
0.010
0.025
0.10
0.35
0.58
0.56
0.018
NA
0.093
0.035
1.00
0.010
062
027
0.28
0.010
1.00
020
019
0.54
0.54
0.92
0.020
0.59
0.063
049
0.25

Normal range
50-84
955-2860

5-18
90-560

27-51
550-1440

15-44
320-1250

7-40
150-1100

8411-100.00
48.04-7714
20.73-60.23
29.41-55.41
44.44-68.94
5.36-6.30
2.07-4.55
1.44-2.76
14.54-36.96
34.93-8795
61.2-92.65

Data are the median {IQR) or n/N (%), where N is the total number of patients with available data. P values comparing severe cases and moderate cases
are from?, Fisher's exact test, or unpaired 2-sided Student's t test. COVID-19, coronavirus disease 2019; IQR, interquartile range; SARS-CoV-2, severe
acute respiratory syndrome coronavirus 2.

A Brighter Future in Flow



Ex

L
s
s
a1
N6
MCP A

Intracellular

The innate immune response and adaptive immune responses of Coronaviruses (CoV) infection during an infection. A, CoV infects macrophages, and then macrophages
present CoV antigens to T cells. This process leads to T cell activation and differentiation, including the production of cytokines associated with the different T cell
subsets (ie, Th17), followed by a massive release of cytokines for immune response amplification. The continued production of these mediators due to viral persistence
has a negative effect on NK, and CD8 T cell activation. However, CD8 T cells produce very effective mediators to clear CoV. B, Attachment of CoV to DPP4R on the
host cell through S protein leads to the appearance of genomic RNA in the cytoplasm. An immune response to dsRNA can be partially generated during CoV
replication. TLR-3sensitized by dsRNA and cascades of signaling pathways (IRFs and NF-kB activation, respectively) are activated to produce type | IFNs and
proinflammatory cytokines. The production of type | IFNs is important to enhance the release of antiviral proteins for the protection of uninfected cells. Sometimes,
accessory proteins of CoV can interfere with TLR-3 signaling and bind the dsRNA of CoV during replication to prevent TLR-3 activation and evade the immune
response. TLR-4 might recognize S protein and lead to the activation of proinflammatory cytokines through the MyD88-dependent signaling pathway. Virus-cell
interactions lead to the strong production of immune mediators. The secretion of large quantities of chemokines and cytokines (IL-1, IL-6, IL-8, IL-21, TNF-f3,and
MCP-1) is promoted in infected cells in response to CoV infection. These chemokines and cytokines, in turn, recruit lymphocytes and leukocytes to the site of
Sadinfection. Red lines refer to inhibitory effects. Green lines refer to activating effects A Brighter Future in Flow
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Number of immune cell subsets and proportion of IFN-y expression in patients with COVID-19. (A) Flow cytometric analysis of NK
cells, CD4+ T cells, CD8+ T cells, and Tregs as well as production of IFN-y by CD4+ T cells, CD8+ T cells, and NK cells from a
representative patient. (B) A series of compari-sons of absolute number of total T and B lymphocytes, CD4+ T cells, CD8+ T cells, and
NK cells between severe cases (n = 8) and moderate cases (n = 6). (C) A series of comparisons of production of IFN-y by CD4+T cells,
CD8+ T cells, and NK cells between severe cases (n = 6) and moderate cases (n = 7). All data presented as the mean = SEM.
Differences were tested using unpaired 2-sided Student’s t test.
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Instrument reading

METPHZH KYTTAPOKINQN
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Calibration curve and the best-fit line
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normal Sample

IFNg

Geometric Mean :

IL-1b

Geometric Mean :

IL-2

Geometric Mean :

IL-6

Geometric Mean :

IL-10

Geometric Mean :

IL-12

Geometric Mean :

TNFa

Geometric Mean :

IL-4

Geometric Mean :

IL-5

Geometric Mean :

IL-8

Geometric Mean :

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

severe Infection COVID-19

IFNg

1,49 Geometric Mean :

IL-1b

1,41 Geometric Mean :

IL-2

2,78 Geometric Mean :

IL-6

1,49 Geometric Mean :

IL-10

1,23 Geometric Mean :

IL-12

16,1 Geometric Mean :

TNFa

1,93 Geometric Mean :

IL-4

1,31 Geometric Mean :

IL-5

1,4 Geometric Mean :

IL-8

1,32 Geometric Mean :

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

moderate Infection COVID-19

IFNg

22,9 Geometric Mean :

IL-1b

32,8 Geometric Mean :

IL-2

20,6 Geometric Mean :

IL-6

23,1 Geometric Mean :

IL-10

6,34 Geometric Mean :

IL-12

47,8 Geometric Mean :

TNFa

42 Geometric Mean :

IL-4

24,5 Geometric Mean :

IL-5

19,3 Geometric Mean :

IL-8

9,12 Geometric Mean :

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

FL2-H

GeoMean

8,84
12,3
6,38
19,1
2,35
21,6

14
2,86
3,63

8,4
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