+ CytoFLEX

VRS | =

~

VBECKMAN

EVERY COULTER
event matters. Life Sciences

524C



’”"b




DC YABEAG U - -+ - reeremm e e e e e et 9

E CEN.CTN JEIHARIZ T DNA B BRI - erermerrrrrremerere e 11
CFSE AR B TR A JU - -+ --vvvrrremrrrmmeremmms e e et 13
E BRI A 4T SARE AL B . S AR AN SE AT BRI ovvvememereeeeeren e 15
E SE YRR B A -HOBCHSE 33342+ ++++ = +remsrerrnsrntreret ettt 17
T B T SR - o ceee e eeme s e seme et et e e b 19
T BB e vemerere e re s e st 21
BB LR I - v v e e e e 23
AU BT RO U -« veevmree e 25
U B JE T+ wve e eeemeee e e e n e e et 26
YR ER] FoAQ | - e ee e e e e 28
T 3 £ R = P 30
IR B ER ARG AT -+ veeee et e et 31
PN =T I - 33
o T T P P PP 34
BB ABAAR e e e e et 36
DAP| B TUMZARTZ DNA BB - rverererrrrrrr et 37
FERE GRS | +oeererrrerrenrrenreniiii i 39
INER A I BTARGHBAG T - v eve e e 41
B RIS XTI R - 43
B SR IK AR B E BRI [X 40 -+ -- v vvveeroemmmmmmmmmm e mmes e e e e e e e et 45

FE B FLERD AT (SOSA) «veverremremmmmresae e e 47



> 9B ABRdRERERE D

KE R IT
FASEmAREARERENZ RN, TSR B AR, TRRRTAELE, Fh. SR, =
RREIEENTEERHE S

SRI6 7k
1. KEEME
11$ﬁ%ﬁ%

APCA APCA
Marker CD45 CD45RA HLA-DR CcD127 CD25 CD19
2. HARFHIR

1. BBIEAR, LR AINEMERBEE, =88 15 min
2 . A Optilyse C 4T BB R ZIMFLIARE, 15 min:
3. RMEBOME—IX, BEE FHIREL

SCIGLE R
1. B8R ME: WMTELERETT (B1) ., &FAFEFEIFET,. SAHEBIM2ATRFE BT T MEFFNE
BLEiEE N, WEMMEL >10,000 G1F1E
2. 1&I7%KRE: A CD45/SS B MEMB#HITHMSE| T M. T4 4. TS i, B4, E T 4. #)
AT IR RIET TR (CD4+CD25+CD127dim) B, (E2)

o 9-calor: All Events = Y-colar: P1 = Y-color: Lymphocyte
~5 ~8 ~8
2 2 2
=) ) =)
= = =
= X x
R 97 98
o o o
Lymphocyte(39 46%) TCell{46.52%)
L= T T T T T L=} T T T T TIT Ll & e e o R R T T T
i 40 100 102 10% 10* 10% 108 i 10* 108
FSC-A [(x10% CD45 BVET -4 CD3 APC-CyT-A
S-color; Lymphocyte @ S-color: Lymphocyte e, S-color: T Cell
CT4(19.91%) T6(21.36%)
s = s
T PR -
PAE ) g
o = =
fal % =
< ERS 33
=8 = -3
c. a a 3
[=] L] o
k) L3
=
= =

T T T T T T T T u T —T T
0 104 10% 0 10 108 o 1P 104 =
CD3 APC-Cy7-A O3 APC-CyT-A CDd APC-A & 1



=i 9-calor Lymnphocyte 9-colar; Lymphocyte 9-colar: T4 9-calar; Lymphocyte
" _ g ] I p—
O T - . ﬁi Treg:(.é.%éq.é) ]
= = CD4+CD127-(1.96%) C’E (=]
Y e e it 109 i R 0 10 0
CD4 APC-A CD4 APC-A CD25 PerCP-Cy5.5-A CD3APC-CyT-A
= 9-colar: Lymphocyte = 9-color: Lymphocyte = 9-color: Lymphocyte
a o e e T T e e e e e
CD3 APC-CyT-A CD45RABV421-A CD19 PE-CyT-A
A 1
Tube Mame: 9-color
Sample ID:
Population Events 9% Total |9% Parent
« i All Events 12963 100.00% 100.00%
W . P1 10101 T7.92% T7.92%
v @ Lymphocyte 10046 77.50%  99.46%
@ T Cell 4673 36.05%  46.52%
w . T4 2000 15.43% 19.91%
. Treg 115 0.89% 5.73%
@ T8 2146 16.55%  21.36%
. B Cell 441 3.40% 4,39%
. CO4+CD25++ 33 0.41% 0.53%
. CDA4+CD127- 197 1.52% 1.96%
& 2

LR

BREPAMIMEHA D B AR, BEED, MFEMRLETEHERNREIR. RIEBRIERE, FIMME4
REPER, DMWERK, TREFELETEAEY (B, e,

MR
£54%) RILER.
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> 13 MBI AR EIIRER

S AT
1I3EBMBILEREINERN, FASESER, SHANMEEN CytoFlEX NAABMFP S ERFRN T HHE 4
U B # 47 2 47, 10 & Duraclone IM T 48213 7l & (CD45RA-FITC, CD197-PE, CD28-ECD, CD279-PC5.5,
CD27-PC7, CD4-APC, CD8-Alexa-Fluor 700, CD3-APC-AF750, CD57-Pacific Blue, CD45-Krome Orange) 7
N5 &3 ATHRBIEAR N FEA, 0L 3 N (CD95-BY 605™, CD25-BV650™ LA K CD127-
Bv768™ ) T3#{T T 4K (CD3+) RE A M T4 (CD3+CD4+) , T8 #iff (CD3+CD8+) , HRiziZ T 4R
(CD45RO-CCR7+) , ®MRMI21Z T 488 (CD45RO-CCR7-) , KA T 48 (CD45RO+CCR7+) , ¥ T 4H
i (CD4+CD25+CD127low) , FH T 4 (CD45RA+CCR7+CD95+CD127+) BH Lk RIERMN, BBIT
TR FRRBEINEERAS, NHRBWHEBIZ . TR, F/EH JErﬁ%wL YEE, NI RERESH
THRAEEXERHORRIMEEAEEER YL, UREFRMARNASR

MEETTE
Eg

APCA | APCA
CCR7 PD1
Marker ~ CD57 OD45 OD95 CD25 OD127 CD4GRA (i, CD28  porg CD27
¥ m 1l 2%
Sample Type HNE I
Species A
Age of specimen 18 EDTA JUkt
Prep Method 1. ERFTEE TR ASNEII 100 ul B Duraclone T panel AR E KR, BEIA S ulid

EE®HAE (CDI5-BY  605TM, CD25-BVE50™ LA K CD127-BV76s™) |, RlE
30sec, FEIR=
2 EREEIFE 15 min:

3. JOA 1 mL AR Versa lysis, #1 50ul @ E 7! IOTest 3 Fixative Solution (t5711#53k
B Beckman) JAHE 30 sec, FEOURS, FHEIHEF 20 min

4, FIERARR TSR, 2009 B 5min ZB EE. FHIA 3mL 1 x PBS % —
R, B, EETF 500U 1xPBS,  EHUEN,



S E i

1. BB —PNFTHYSRI;

2. B TE®RBFRMENABENELIIR AR,

3. REMFIELL Lymph TR ZE/DFREL 20000 4 events,

WREE4BAE (Lymph) 8IS CD45/SS %171, #t— 2 FIFA CD3/SS Bla R B ME I IM ( Lymph) 89 CD3+ 4AAE.
¥ CD3+ 4Rt 17 CD4/CD8 EEl. FH 4 BIXS CD4+, CD8+ 4B CCR7/CD45RA RIXERFITHM, HERR
DRIRFAEE T M (CCR7+CD45RA+) . M T 48l (CCR7-CD45RA+) , RRIZIZ T 4 (CCR7+CD45RA-) ,
R IL1Z T 48K (CCR7-CD45RA-) o X CD4+ #BAE CD4/CD25 tER Al 411 T Rk, X CD4+CD25+ H)4H
fEt —201R171 2= CD127/CD45RA, DT RAE T 488 (CD127+CD45RA+) LA R AEAZ 18 T 4 (CD127+CD45RA-),
RRE T 48R (CD127hi+CD48RA-) . T8 A8 I A2 & # AT LA CD27/CD28, CD57/CD279 B =l 73 4T,
B T 4 (CD3+CCR7+CD45RA+) XEAZE CD27/CD28, M PHIE MR R # — KB E CDI6/CD127 A,
HA CDY6ni+CD127+ KRR EE ) T4F T 4f, BB EHEea T B M,

healthy donor: Lymph s healthy donor: CD3+ o healthy donor: CD3+ CD4+

healthy donor. CD3+ CD8+ healthy donor: CD3+ CD8+

CD3+ CD8+

(x10°)
(x10%)

SSCA
SSCA

CoatTEM

0% 0 10° 10° 102 10°

0 104 10° 10° 0 10° 104 10° 0 10° 104 10° 4 104 10° 10
45 KO525-A CD3 APC-AT50-A CD4APC-A CD45RA FITC-A CD4SRA FITC-A CD27 PCT-A
. healthy donor: CD3+ CD4+ o healthy donor: CD4+ CD25+ heathy donor: CD3+ CD8+ healthy donor: CD45RA+ CCR7+ healthy donor: CD27+ CD28+
. CDadim CD25++ CDB+ exhausted

: L % ]

5 o ; %

£, 5® = N

g9 £ 3 el 2y

s & 9 E 5% |

g g H D27+ 28+ 8"

2 2 4

1 CD4+ CD25+ g 8e H

@ -39 ot L]

& ge = &

Se £

CEE 8%

o3 o]
102 10° 10t 108 108 102 10° 10° 10° 0 108 10 10° 0 10¢ 109 10 T 0 e 104
CD4APC-A CD127-BV785 Violet780-A CDS7 PBASO-A CD27 PCT-A CDY5-BV605 Violets10-A
S \ Q:I:
SN =/

Z 13 BH TMHEILE panel MY A RNSEERN THEBLERER, MEEIEXN TMHEMRRITLERIHENHE,
IR T AR T A, URREHBEN Treg AR THMEARTZIGERBANEZNARNER, MUE
HIETLAFERREX D ZHAR, MEANRILNFRHT 2-3ENRN, RERRUIEE SR, FRRD,
CytoFLEX N AN RBE, HURZIX A3 NIRNBEE, REFNRIERFTUFEBRMNBTRIFEE SR
MZERN,
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> BraU élﬂﬂ@iaﬁﬁ
SRR
5-REEREEZE (BrdU) , 2EAITEKMMARELE (thymidine) 2K{1%), £ DNASRKRE (SH)) ,
BrdU e X B HIRBIE M2 A ETEEH8) DNA 275, REAEKIFCH BrdU AR 1THRE, FA LS4

RRIBIE AT RO
£ BrdU 42 @ B AN DNA St e AR EE TN, X MAREHTER, BELNHTERIBR
UAER

MRS 7%

=
Marker Brdu 7-AAD
il &

Sample Type SNE I8 MR PBVIC

Species A

Age of specimen PBMC £33 BrdU #F5%—Ert @) E 0.

Prep Method 1. & PBMC, ERMPEFZEHFES

2. IA BrdU-FITC, fELRE N 10 pg/mLs

8 BAZEMHZEIEG. PBS%EMR, 70% 815 4T EELRK:

4. 1298 BrdU HRA P B AR, BEEER-NEE:

5. B0, FAEHE RNATER 7-AAD By PBS EE 4, & 3MFE 20 min [F_EHAR,



RO
1£ FSC/SSC LB HME A, FH 7-AAD-A/7-AAD-H HEBRFEEMR, £ Brud-FITC (Log) . 7-AAD (Lin)
2RI EIETEE R R Ao M, A8 7-AAD/BrdU Bl e B AT — S8 EEE D .

A Lt
%gﬂén
= BrdU+TAAD: All Events = Brll+TAAD: P1 Brdl+7AAD: P2
fisTan s ]
z E ] 5
g |
- 1 w _
i it ]
E P2(83.22%) 1
< P1(37.90%) b £ S
Q8 58 27
i) [ o B
i o 4 |
D _
i g j g
I ol =
] 50 100 50 100 1% 10 10% 108
FSC-A (10 744D PerCP-Cy8.5-4  (x10% BrdU FITC-A
BrdU+TAAD: P2 Brll+7AAD: P2
= ] S(30.51%)
= ]
e =
i Lo |
T 23
2a S
= 4
i =
= -
| 1 67 M 10%)
1 o | GoG1EIaeE)
o - = T T T T T T T T T T T T
] 100 50 100

TAAD PerCP-CyS.5-4  (x10% TAAD PRICP-CY5 5-A (x10%
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> CBA
S AT
Cytometric Bead Array (CBA) , B EFARZEEAEERAR—METRAXNMABRVAENZEERTE
KRNFE, CREBRINNEMEMPHZMEFHTRN, BEMA—RIITERAFICHMIRES #%;EE’J?@
RIAEUHRARAZASTROENY, REBEIENNNEMRERNNEFEFMK ENRER X BERNE
MEDMERPSMANEER D

MEETTE
Eg

APCA | APCA

Marker
¥ om il 2%
Sample Type MiptEA BE
Species /NS
Age of specimen WEMMES EE. -20CRE. RUNEREEFEEER
Prep Method 1. EBiRFIEFH Setup Beads FH1T R RIFT:
2. BRBENESTRIESREISIVER. A THIEIR L
8. RBENE A B R, PN,
BIE DM

i FSC/SSC&[ ], SBUMIREHA (B B THRERRNES) , AAJ5 B L PE (Reporter Parameter) 1844 4F,
APC (Clustering Parameter) FANLFR, #MERMEFHRIEER.



KRER

= Standard 312 All Events Standard 312: Beads
e T : S Ty _
— _ At dog £ =
: errbi | B
4 = 1
L £ 27
S 8- -
o] =] 7
4 =1
[Ty )
= T T T T =
0 100 102 107 10 108 109
(x10% APC-A
®2
@, Standard 312: Beads = Sample: Beads
IL-B(17 T6%) IL-B(15.98%)
=R IL-10(17.73%) E Bl . 1L-10(10.54%)
MCP-1115.40%) e T o MEP-1¢17 94%)
L IFP-F(T6.11 %) | it ki IFM-rE13.36%)
< . < .
&% THF(17.80%) St THF(18.17%)
< 3 s
] IL-12p70(12 74% IL-12p70010.25%
102 10° 104 108 108 107 108 104 108 108
PE-A PE-A
3 4

B BEBEET, BREREERE B2 ERARKFERMEREFIAMMIR, £ APC BEMNRERE
BERL, RFAERNCERBENLEERY; B 3 NER 312 pg/mL; B 4 AL
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KIfEI AT

> DC 4ApE+e N

DC g R E XA NIEER R, H—RERABE TARNTRNRERZ4AE, BE. BENESERENEN
ROIAT, BEREBMAINEAZFARMBREN DC A, SARBERE -—EHERERSHA, TFES
WA= 4 58 2R A T S B R L

MHSTA
5

Laser

Marker

HmHE

Sample Type
Species
Age of specimen

Prep Method

B

1£ CD45/SSC ERBIH CD45 MM B4R, 1AM F K E Lin-/CDS5K FAEMAREE (P2) |,

488 nm

APCA | APCA

Lin
(CD14+ CD85K é%ﬁﬁg CD45 DR
CD16)

£1m
A
FEERE A M, XA EDTA fukk,

1. B 50 ASNEII 100 ul RARRER. BEIMAEE/HK, JRJE 30 sec,
e RE)

2. EBWHIEE 15 mins

3. A 500 ul OptiLyse® C SR M Z R HE 30 sec, F7EE), FHBNME 20 min:

4, FLOIERARRITE SR, 2009 B 5 min B EE. EETF 500U 1xPBS, E#L
M,

£ 2 5 A HLA-

DR+/CD33+ 88 Z DC 4Affl, HLA-DR+/CD123+ % DC Ak,
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SCIG 4R

CD33: All Events © CD3I2WBC
— (=
=+ = . . — g
= = 3
= 4 .- . 3
WWBCET.5T%) | - 4 P2i{1.42%)
- |¢'JD a3 3
1 x
L
LT TEE
S 2 2
m M T g — 3
O J
1 O
y %
B i S : : .
[T T rorrm T T T T T 11T LIS T T T T 1T T T T 1T T T 1110
104 108 108 107 102 10% 104 108
CD45 PCT-A Lin FITC-A
CD33: P2 cD123 P2
] P36 65 %) ] P3(7.05%)
= ) ) ol
<« ] T
ot Ot
L = 4 o = 4
= — o <L = g
vl E o m
o ] Z o ]
ST S
I'& ; e I'o :
s %
:|||||| T ||||;|I| T TTTTTT T T TTTTT T 1T :|||||| T ||||||.|| T TTTITI T T TTTTI T 1T
108 104 108 108 10% 104 108 108
CD33 PCH.5-A CD123 PCa.5-A

METBIER LA S, 12 CytoFLEX RN T, M08+ 2838, PERIM R SEMEMRE D BEEM, BBITFXII.
BINFED R H CytoFLEX 3 F155S 2 MRER M LS.



> CEN, CTN EHifiZ s DNA 2/

11

SWHE

RN DT REARAAREHN ONA BHRELR N —MEREENHRARBENSE, BOTHR
TEBYNEFEN TERKNOEIE, EIFZERIBFRIC DNA, FERAAREIT DN, ATLEEMRE
N2 WRES, DBLMAEZ (CEN) FMNFRERAEEZ (CTN) XF DNA &SR H R AR AUR
BT — RN IR RER TR, CEN IS TR EM R, BFEE ML, WEFZ, ZBREEMER
MREME, ATRUNGENEMEND R, ZRCER, URENEAMERY, NWE=MEMEERMNTFIIE
5% -MEENENEET 2, 3, 4. CINHFAEGARBHNENNE, KBORET GO/G1 H, B
24T S HIM G2/M Hi, AT AREMSEIT o RE.

MBS HE
el
APCA | APCA
Marker
&
Sample Type G, RERER P
Species CEN: /NIBLI4AfRA%Z, CTN: /NFFRAR AR Z

Age of specimen

Prep Method 1. BANRAE S BIINARE EH CEN F CTN 40 ul:
2. BEMA 1 mLEy PR, SES, EREEME 10 min:
3 BRMERT 2-8TH 4 h R A,

B

1. ¥TFF CytExpert ¥4, Eﬂﬁ%‘{%ﬁi&%Eﬁo
2 REMGEN, —HE BFANENESE, FE=MhESHEAA.
F—FE, B FSC-A, 95 SSC-A, FALABTEFAREm:

F-AE, B PEH, 95 PE-A, AR E B
F=AE, 1EHPE-A, AL TRERE

FIBS IR N &IE,
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SCIG 4R

CTN 39001: P1

PE-A

CINLR: PIRBE, EER

Count

CTN 39001: P2

400
1

O T T T T T
0 200 400

PE-A (x10")

(x10")

Count

400
1

200
1

CEN: P1

L.

T
50
PE-A

EDTENARBMRNS HE, BRAVHER T HEMR;

" 100
(x 10%)

CEN4R: PIZEE, ATXEARZRERENTE, £ PEANESRFHILT ED 4 Mg, Mol 4 g
DRIRREAMZ, WEARZ, ZBMAFUEBK, BE=/MEMEEHNFHIESSE - MEENLERERT 2,
3, 4, R THEEWREERER, IEANSENEMEENDBERT,

12
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> CFSE /Mg iZrg
ST
K E R CFSE(CFDA-SE), 2 —FaIXEMAEE 1T PRI IR ZR, Al RSB, EEKRRBIUT:
CFSEREREF ZMMEME, AN SHEANEARENE S, KEFBRESEEIN, EHE D SUIEENER,
EHNRABRESEEMARN D EMELER, FRICRATEETEEANFRARS, AERTALBERER
RER—¥, BIEX—43Y, eUwRETRNMAMREE. AEEFSENGERAB IS EFHE.,

MRS T3
B

Marker CFSE CcD19
&
Sample Type SNEM Mz AR PBMC
Species A
Age of specimen PBMC £33 CFSE 2&/a. 1 IL-2 RIB T HEIEFR 3 R, SRAESNBHFIERS
MEA CpG R,
Prep Method 1. Wk PBMC. A PBS B —BEIRILGE:

2. = E/EMA 37T CFSE TYERMEE 15 min:

3. MMAIME (LKE 10%) KIERA:

4, PBS /Bt REZEMTH) CFSE 79 F

5 TREFREEFR, BEA, BERIERNA, SRAMA CoG RIFILHE:
6.3 REREHMAE, B, CDI9LBEELEES LV,

S E i
£ FSC/SSC LRBHME AR, A FSC-W/FSC-A HiBREhE/R, CFSE/CD19 BB H CD19 R4, FH
CFSE 23 BIE MBS CD19 FAE (B 4HiE) RYEEER.

13



CFSE Mon-CPG: Lymphocyte

CFSE Mon-CPG: Lymphocyle

o
s o2 ©]
= =) 24
= = ] ]
7 =B
¥ = gBcellsa 3%
- - 4
< a . &g
3 o2 Single Cells(98.16%) o 1
W L =
1 =
d o
1 =]
=] T T T T T T T T T T ] T T T g
0 a0 100 0 200 400 10? 107 10 10% 107
FSC-A (x10% FEC-Width o100 CFEEFITC-A
CFSE Mon-CPG: Single Cells CFSE Mon-CPG: B cells
= 8 d
=7 s
A ]
=i dP2018.70%)
= 1 = L |
=1 | =) el 1
2 2
(] 4 [&]
g
=]
10t ot 10t q0f 108 100 10° 10t ot 108
CFSEFITC-A CFSE FITC-A
R 175N .
SREO AR :
= CFSE CPG: All Events = CFSE CPG: Lymphocyte CFSE CPG: Lymphocyte
= g P €= = 3 ——
= ] E
| single Cells(98.30%) ]
1 <5
| r; =23 Brells(l 43%)
2 T 7
o S8 B
o [T (23] T
7 ob
] o 3
] e
= = T T T T T T T T T T " T T T
i a0 100 i 200 400 102 107 ot 1t 109
FSC-A (x10% FEC-Aidth (x10h CFSE FITC-A
CFSE CPG: Single Cells CFSE CPG:B cells
E' -
Zg ]
2
=
, B P2(23.44%)
= = I |
= el = I 1
2 2
O o [&]
=
=
=
100 ot 10f 08 108 100 10? 10t 1ot 108
CFSE FITC-A CFSEFITC-A

HERER, &3 CpGRIE 3 KGEH CD19 FAM MABIZIE MR XN BABR IR (23.44%:18,70%) .
CytoFLEX BERR B ith X 79 B AREIZHMN R ERE, NEFREZVEHIN 5 KM, mE CD19 FEMREX S
t+28EE, AINETHANNUERBESSBRE,
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KR ST

T MAAE MBS WS AE D RS, FeRET L. NFEREKSER ZNRA. AXREE
ST PRI IR, B AR AR AR, X PRI M R R BB E Y
MESTE

Eg

Marker 22”3 Gly-A
eI S

Sample Type S/MNARRM, =MER, EE=R

Species A

Age of specimen MARER 1 h ZRER_ENN

Prep Method 10 ul IR E] 100 ul, IMATUEIEE 20 min _E4L
BIED T
D T EBRIMBRIERHER, A ITEEL Gly-PE BFRAMAAM, SFSCREXAN=ZEMEB (&) . C(HME).
E (K) , BN annix SX=FHMBWESHIMBELHI. E TR anninx BRMEAEE (416) NIMABEMER, C
"1 anninx+ (ﬁ@) RFELARE, B 1R annix+ (F) AEEMAMAE, &S FSC # SSC RFIIX
=FNDHER.

* SRISERIEA University of Pittsburgh Cancer Center 124 (F Kaluza ##2 #7)



(o) N Q) ] (€] (c] ‘ i8] ‘ (A N
! & L L : o e < 45
§ ‘ 7 &28% ;.? CEQ 1: 56.80% . H: 7.19% § w?f
E: 6.78%
FSC-A Gly-A PE  FSC-A Annexin FITC Annexin FITC Annexin FITC FSC-A
Lot (o} A . " N\ €] (cl ‘ el ‘ D
w.
; . . g:; ? I: 61.11% 1. H: 7.02% ;
o e & c:10.66% &
i “E: 5.58%
FSC-A Gly-APE " Fsca " Annexin FITC " Annexin FITC " Annexin FITC FSC-A
- [Ungated] D] b X (A] L) [E] €] ‘ 8] ‘ Al "
5. i B - - 54.18% 7w % pﬁ
2] -} A g1 A% ;.? :En g . F:23.72% R 2
& E: 6.98%
FSC-A ' Gly-A PE  FSC-A Annexin FITC Annexin FITC Annexin FITC FSC-A
Microparticles Transitional Intact RBC
Sample Total clean events (A) |FS_Low |FS_Int FS_Hi IAnnexP_FS Low |AnnexP_FS_Int |AnnexP FS Hi
WO084514A 84010 11.2% 1.0% 86.4% 63.0% 18.9% 7.6%
W084514B 83365 11.7% 2.6% 83.7% 59.0% 19.6% 7.4%
W084514C 82680 11.0% 4.4% 81.8% 61.9% 17.5% 7.2%
Mean 83352 11.3% 2.7% 84.0% 61.3% 18.7% 7.4%
SD 665 0.4% 1.7%| 2.3% 2.1% 1.1% 0.2%
CV 0.8% 3.2% 64.1% 2.7% 3.4% 5.7% 2.5%
WO085315A 84586 9.7% 1.8% 86.2% 55.9% 15.6% 5.2%
WO085315B 82371 9.2% 0.4% 88.5% 57.0% 31.0% 5.7%
W085315C 85298 8.6% 1.9% 87.1% 54.8% 15.1% 4.8%
Mean 84085 9.2% 1.4% 87.3% 55.9% 20.6% 5.2%
SD 1526 0.5% 0.9% 1.1% 1.1% 9.0% 0.4%
C\V 1.8% 5.8% 62.6% 1.3% 2.0% 43.8% 8.4%
WO086114A 79488 6.8% 9.4% 79.3% 56.8% 35.0% 7.2%
W086114B 73871 5.6% 10.7% 79.0% 61.1% 31.1% 7.0%
W086114C 79430 7.0% 13.7% 72.1% 54.2% 23.7% 7.1%
Mean 77596 6.4% 11.2% 76.8% 57.4% 29.9% 7.1%
SD 3226 0.8% 2.2% 4.0% 3.5% 5.7% 0.1%
CV 4.2% 11.7% 19.6% 5.3% 6.1% 19.1% 1.2%

16
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N =

yEMRE B ER -Hoechst 33342

SEIR R

HERANMARBEZRII P, 7-AAD, DAPI £E8FEREREREHD, FRIZETEYEFEAMBER,. BX. Triton
ZHMERETEITL, MBERNEMREERAREFEECKER, WNEREHEERASME,

Hoechst 33342 t12 DNA K2 —, HEREFTHTEEEETEIMMAR, AL, 7T LIEEHA N E rd a] 5L
HATTEBRN.

MEISR*E
gl
CR - [ o (] e Je ]

Marker Hs%eg 228 t
&
Sample Type Hela
Species A
Age of specimen MARER 1 h ZR5EK_ENASN
Prep Method 1. Hela BIVEAEZETHLE, EETREBAES. ARKERERE 1x10%
2. A Hoechst 33342 TYERELKE 5 ug/mLs
3. B 37 THALE 60 min, & 15 min )RS —IX;
4. 810, £ EE, PBSER, EARN,
BIEDH

S FSC/SSC HEIFF MR, HREELRBIE; FH Hoechst 33342-A/Hoechst 33342-H B = E B H &
NARE, HRRFOEMRREE,; SRR A ZE Hoechst 33342-A 5 RBRZBEHKE, FEHAKEITXIE
SubG,. G/Gi. S. G/MMLE, SAE=AREHTRAGLE,



KRER

Hela-RT: All Events = Hela-RT: All Events Hela-RT: Sinule Cells
= _ ‘
g 7 Single Cells(G2.90%:) -
58 2 GIN(23.62%)
2 = F—
N B 5w
£ _SUbG1(D '."3%
a Y ISIUI - I1|£|EII o I'léUI - ] S 5IU S 100 D_U il 100
FSO-a (%105 Hoechst33342 PR450-A (x10% Hoechst 33342 PE450-A (x10%
Tube Mame: Hela-R7
Sample 1D:
Population Events |9 Total |% Parent |rCV Hoechst 33342 PB450-A
@ Al Events 14924 100.00%  100.00% 47.96%;
. Single Cells 10283 68.90% 68.90% 11.10%
. sub G1 75 0.50% 0.73% 19.67%
IC:I G0G1 6819 45.69% 66.31% 2.29%
. S 9538 6.42% 9.32% 16.06%
. G2M 2429 16.28% 23.62% 3.54%

Hoechst 33342 @ &E £ M N AR FE A 355 nm B A LR B &R ERBAKE, 405 nm B HERERE
20%, 1BIEfE CytoFLEX &i& 80 mW ZhZER) 405 nm B SHRIERK N RBEFEBFE A 405 nm &M Hoechst
ﬁiﬂgﬂﬁb

HRBPG/G R G/MEIMEER, TREIEEFHNCVIE, TERAFHKFEITINHE=ZFRGLEE D HED

EaA=]

BEREGEEERHNER.

18
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10

= nkk o = LA

= 6 4 B A I SE L6

ST

ERMAFIBERR. HRARNSEE. EE, IEREENE SABKMNINEE, BEESTIREESARE
SENETEEEEER, FTUEBARNERELIIRE, £—ERE L URBRIENEEIRS.

BENERARASERRETAMAETEEEROLHRNIDE, KSEERARNERERSIFEINTL
BEEE-—ENEE, ERSFREFWHHK, KWEUERMENEHRAR, BRAARCNERARE,
THEBRAMKNWERME, TEERE S RMEREY. ARIARMGENE S AEAREE D BERNR
=, ERBAE R,

MEETTE

gl
Fluor KrO APCA | APCA
beads 2um
B &
Sample Type Sl
Species NR

Age of specimen SR KREVNEIE IR B R A1 TSRK,

Prep Method WK BIRTRIAEE
BURHMERS 1% BSA LA 1:100 4AFRHES), 37THEB 30 min, HBAELMIE 5 min,
E 4R IREL:

1R B RBIER RGN DNE, BB 6% NMEME#R) Hank's B3 mL/ R, BE
BEREEL 20 R, AR S EHEEERA, NEBEES T — O, REEESR

2. B 75 um EEERRERNIAREWMAME N 4-6 X 10° /mL,
AWK EERMARERS:

1. AR IRER 1mL BB YR T 6 FLIZFRRT, IMADLTIER LA LI (1107 /
L), STTHEEFMAR S 120 min:

2 WMBERFEFLE (SARMWLEMABEMZ RISHMER), BRER 1 mLPBS 2 &EER
WE 2k, =EEBRBMA4TPBS A& 0. 3mL, FAAEEIE TIHEEME, KR
WITH A fF4 300 BIEE S A EM O,



BARD M

1. 33 FSC/SSC WS E =B, 525/40BP (FITC) BEESHAEHE;

2. IRIBMAE K/ K PR A9 B 1T FSC & SSC #Y gain 1&;

3. BEERAMMEE, FITCBERLE gate HIEMRWERMI, 18T FITC BEH gain {&;
4. RMBERE,

tubel: EEE A

300

(x10%
150

100

S8C-A

Count
150
I

P2{8a%)

100
L

50

R0 68%)

i} 20 40 1] 80 100
FSC-A {x10% FITC-A

=~ 1A
SLIGLER

Sample ID:

Population Events 9% Total 2% Parent Events/pL{V)

@ All Events 58135 100.00% 100.00% 1095.81
. Szl 11657 20.05% 20.05% 219.73
. P1 2225 3.83% 19.09% 41,94
i P2 802 1.38% 6.88% 15.12
O P32 233 0.40% 2.00% 439
. P4 68 0.12% 0.58% 1.28
Q) P5 23 0.04% 0.20% 0.43

ZRH "ERMAR ARENEEMAE, “P1" ARFE-DPIOCECHERNERAR, P2" KRFEHNR
HHHRNERAR, “P3" KRBFVB=NRABIRNEBAMR, “P4" ARBFEONRAMIKRNERMIE, “P5”
REBFEE DR AHRNWE AR,

FRERE 2 RNEBRIEHRRREEARNETERED.
AR B RS

BAEADE (%) = X100 =28.75%

TR E R MR
o AR B 2 R B 2K
Weteih = =0.42
AR T B R AR 0

20
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TSR ITER

SEIR R

a

ERRKEPFNEILESE, AEENERETSREBEK, SH "8 , BARENFERNLNIE .
EEHEER HEREBEXBATRELEARE, RRARMITRNARX —HEEIESR ‘ﬁ*'?ﬂ’]ﬁ%ﬁﬂ%@
PR, BT

MRS RE*E
gl
Marker MHERE
&
Sample Type Species Age of specimen Prep Method
% Fhrét 300 B JEMILER M
BIED M

£ FSC-SSC LM%k FSC RAWMAEEE, HEBRKPZERKE/NEN, EAMIEEE total FIER FLIPAMM A TLAE
BARKK (MEE) NIEREE, FLIPAMMNAKTHNEFAR, £RITPAE K77
BN A AN R AR A R B ORE N E

“events/ul (V) 7



KKER
=] algea: All Events algea: total
Eoea S
. « | EREINN
s 4
. ) ey
0 [ o=
] DU'_ .
Epenz]
L e el
R o
LRt
| e 3
T & ]
i} e T S (127 3%)
[ T E T |i.||'|||'|||||||| T T TTTTI
I 500 100 107 104
FSC-A (x10% FITC-A
Tube Name: algea
Sample IDx
Volume(pl): 3.7
Population Events % Parent Events/uL(V)
@ == 77090 83.34% 20704.57
@ ExEE 12697 13.73% 3410.12

22



12

> =80

23

ST

BRRAGETHRD, HREET T LEENESHT. BEEXIENHARELHIRRAR, HE
BESHERNEROWMPREER. BERRIMRNUTITERNET 250nm W, EmHF2KNER
MEBR M RAEER, M5 EEREQE CytoFLEX R MM AR, JRNaNEBMB TR T B,
CytoFLEX 2 — & 84N 100 nm MR AR AN, FEEARNKEN 13 @K, B MEEAFEERSE
RFEMRE, N NIRETBENRNTES,

MEETTE
sl

Anne
Marker \iny | CD6s CD41

o fm %

Sample Type Species Age of specimen Prep Method
£1m IR, #éf 1. BT EER)/ NRem, IATRERIMIURR.. BB
#2500 xg BLx 16 min, & _EiEREIE:

2. B FSC/VSSC g =B, I Megamix-Plus FSC beads
(100, 160, 200, 240, 300, 500, 900 Nnm) SRIF5E
£k C ROl A=E
3. FB Annexin V FITC, CD41 PE and CD63 PE-Cy7 X
FORMBRHITRE, B CytoFLEX #1748 M,

BEDH

1. 383 FSC / VSSC # = A, M Megamix-Plus FSC beads (100, 160, 200, 240, 300, 500, 900 nm) , 1A%
gain{E. BE 100 nm - 900 nm HFAL 5 XiF, ®EITMP Gate, RIFBERHT, HARMNESH T
MP Gate [ 1/ #9 B 79 38 B HUBURL ;

2. 33 AnnexinV-FITC/APC RSB =B, & AnnexinV RIZEEN SV, XOFREXENMBA, HEX
CD63-PE/CD41-PC7 MEHM B S E, RENFRXENIAHBA, ARRANENTE.

* SRR H Kaluza B4 24T



<O 1A
SLIG4E R

1. Megamix-Plus FSC beads ¥ U 45 &

10°

MP Gate

&

Violet SSC-A

BIEMER (100, 160, 200, 240, 300, 500, 900 nm) WA, FE
AR E, HIwEN" MP Gate” .

T T 6] T
0 10" 10° 10' 10% 10°

FSC-A

2. BBHBRARNER

e 10 o] 1] 10° 2L 2UR
; 107 10!
" |MP Gate 3
.’ < <
3 5104 W 10"
v
- 2
3 a
g ) 8
10°3 10°
D—LL : ™ " W 2R
T T 1 1 T T 1 - T - T T T 5
0 10" 10° 10' 10? 10’ 0 10° 10' 10? 10° 0 10° 10' 10? 10°
FSC-A CD63 PE-A Annexin FITC-A
Figure A Figure B Figure C
10° 10° =
10 o 10 %
" |MP Gate
10" < <
Q ~
: :
< 10° '% g
> o
LL_RJ
-0.05 o
. | " il T 5 . g - - T
10" 10° 10' 10 0 10" 10° 10' 10 10* 10? 10*
FITC-A FSC-A CD63 PE-A
Figure D Figure E Figure F

A MP Gate T REBMER; BB M CRERICKEES, MBHNNELRK;

D A& R EE Annexin-V FEME A EE AR IS BB MBI, Annexin-V dm ZRF ASBE R, ZEMBN
TIE CDA RRIERMMERIE CD63 , BAMME /D Annexin-V high EE R AL @ E R, ZEHMENRIE
CD41+CD63+, BAMBMENEAK.

24
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25

SIS & AT

N T RRE CytoFLEX U B XN B AL Y 5 #¥ 8E 0, 1% SE % X A PCS Control Mixed Kit ( Beckman Coulter,
6602336) F1 100 nm, 200 nm F1 300 nm BYRERFURAE RIF RIS, WRIE CytoFLEX X 2R =R B R /AW 7 PR S
f£5, 100 nm, 200 nm F 300 nm 3K,

MESHE

17,71

Filter VSSC

b

Sample Type Prep Method

PCS Control Mixed Kit 1. B 100 nm fEk—8, 200 nm F 300 nm HITRERE 338, LA
0.22 um JERREM = ZKBRE 1 mL, SEEEA:

2. EHE M,

=
-A
2 Tubes: All Events x| Tubea: Single Beads 2 x| Tubea: Single Beads ) x|
=3 ] H
= = T ; ‘D_ St
i & b [ | cam2am| | |2
] Single Beads(89.92%) 3 7
(=T ] -
i ] [t | 0.2umi16.05%)
ey 3 L = 8 4
LA O g
2 ] B3 5 1
&~ 3 LTI SR
| [=
_:% 3 20 £ 0.1 umi46.20%) |
-+ T 3
= 4 : |
E = ]
. 7 Moige(l5.93%) |
e N AL s B Lt o 0 L o . P o rrr—
10° 104 108 108 108 10 10° 104 108 108
Yiolet 85C-A Yiolet 85C-A
Tube Name: Tube5 ]
Sample ID:
Population Events | % Total | 9% Parent
v . All Events 1663... 100.00% 100.00%
v . Single Beads 1496... 89.92% 89.92%
. 0.3 um 18744 11.26% 12.53%
. 0.2 um 25355 15.24% 16.95%
. 0.1 um 69123 41.54%  46.20%
. Noise 23830 14.32% 15.93%
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> MiET

SASAETRN

MRATHRSAE—RIESZEUENEL, RENHRZELATREHNESIc—, HINRENNNBRERLES
2 (phosphatidylserine, PS) E# %o, HEENMUBZZIEEIMI, RETHRIIKRE, Annexin-V 22—
7 FE7E 35-36KD MEEE FRMMMELESEH, B SHRATIRERZRIEING PS SEMDBFHENS
&, TE Annexin-V EEEE—FIE R (M FITC) , MALLBESRALNE RERTH AL,

Pl (Propidium iodide) 2 —f#ZERZEl, ©AEESTENMMEE, MR T T K E AR5t AR AR IR,
Pl BEE S MEMEZ R, B Annexin-V # PI H??Aﬁﬁﬁ AT LAY R T 5 HA 09 40 RE F0 Bk HA A9 40 AB UL K% FE 4R AR
Baa

RS E=P b
125
Marker Q?]n\?
4 fm i) %
Sample Type Species Age of specimen Prep Method
A549 AERE @ HEAREFINZA 1 KWEHWERE. B ouffer BEMEEIK
)i IES FERK EAAS & 1x10° /100 ul/test:
2.5 u Annexn VA 10Ul PL, =
Y 20 mins
3. 50 400 ul buffer _E A6
BIED T

Annexin V-FITC #1 Pl 20BN G E ARIRT], XFFIEEEEREH 488nm M EEHk, ESEREE
PR RAE—BE (FITC) ME=EE (ECD) , ALATKMAZESE —KE N FSC/SSC, BBt A2 IE T,
EKENE—BENE=BENH B, Ao AEEER B CREIAT S AL,

26
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= A
Lo R
E3HA: Al Events EHma: peag
T - s Sl oiie 0 EAE T (1 0.39%)
= AS49(98.29%) E Ly e :
e ] i :
i &
58 T ]
5] =]
2 - :
i s _ )
1 i FEsp it 17w | RREE T B2
= T T | T T T T | T T T T | T T T T III.II.I| I..Il-.lllllll| I.I IIIIII| T T IIIIII|
0 50 100 150 10% 10 108 10f
FSC-A (%104 Annexin-y FITC-A
A 1 B2

MRRETE, REORE, BERE, ARETRRE/D, MEAARSIRE SRR, RRIFRRIEMEZE,
B 7R E — P EE% E B 5 @R/ il @S KK — BB T AMREHE, NEZAILEL, MR A549 HIT
BTHg, REHEACHNBRBBECOEHBE, REBW, ZEREDFIEEREZVRN R B!
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> JIREEFAN

KIfEI AT

AR FEMBARREDEFET ITEAEEREMR, SAUNBTSMARNER, 2HMME, BHEES
RERSTHRENE. HREEFIFERRATEZSHARE FERNNESHERRIKBFRASEE
REXENEETR, AXRRARUN—ESENZERNA RN AINFM T MRRILEFH IFN-v . IL-17,
FHES, FAERRBBERET TR, NERLERELATEY, KNERE CytoFLEX LN & 4R EF A5 BF
BAE, RNERBIIAE, EBFEERTHTHUREIR.

MRS TE
Eg

APCA | APCA

Gran
Marker CD45  IFN-Y IL-17  zyme Perforin  CD8
B
ol
Sample Type HNE M BN B
Species A
Age of specimen HARER 1 h ZR5EHR_ NN
Prep Method 1. HX 200 ul £MHn 200 ul1640. FiIAEE PMA FiX5). R4 h

2. )RAEZE 100 ul RIS RPRAFINAMNET, EEEEE 20 min:

3 MEER, WERBLELE

4, MAEEAIREEK, 1500 rpm 3R TE L 5 min EBk BB

5 MEERORS, FHMAMMBRIVAESZ, BRIFEEBK, BE 20min:
6. INAESEIEEIK, 1500 rpm &R & 5 min X _EER:

7. BE 6

8. A 300-500 ul A ® PBS, JRAF_ENARM,

28



IR
£/ CD45/SSC i%17], EBUNE MRS (RZEIHBREREZRMNEZMAM) , AEBE CD3+T MELE; 9
B4 Th 4RRES TS AR XE FHRIBER .

SEIG 4t e
Tube2: All Events jolx] Tube2: All Events @mo Tube2: All Events =0 Tube2: Lymphocyle o] =] Tube2 CD3+ jolx]
~8 Fa 8 e
1 E- t- ey
= 2 = Mamibid B7%), :
<2d §
& 3
g
P - BTS00 %5 - N Bk
& & g & ] ;i 3
8 28 ] Sy
@ @ 2 (48
.
=1
o
o
T T 5 T T T T T T T
50 100 10* 10 104 10° 0 1 10% 10* 1ot 10° 10
FSC-A x10% CD45 BVE10-A €D PE-CyT-A CD3 APC-AF T50-4
TubeZ; £+ an TubeZ CD3+ B0 TubeZ: CD3* ol | w TubeZ: €03+ ga
=
5 - %] =
< £
- £ <
& b = 5 &
£ & i EE £
o Ty Be o 5 =5
4=3 23 3 z 4=
i I
o P
=l
B g =
T T T T T T T - T T T T T
0 0t 10° [ 1t o° ot 10° o 10" 10° 10 107 1 10° 10°
CD4 PE-Cy7-A CD4 PE-CyT-A CD4 PE-CyT-A CD4 PE-CyT-A IFFe BY421-A
TubeZ CD3+ folx] Tube2: CD3+ Bo Tubel: CD3+ Bo|| = Tube2 D3+ Bo TubeZ CDB* [of]
‘L ]
= | == %] =
5 =
3 =
S = L - <«
E W = Sy i
B [ T 224 O
b8 8 e 5 8y
4= & z B ]
i} [
o o
E =
Bl § % b b
2 i) 2 i
T T T r T T = T T T T T T
a 10* 1 0 1ot 1 0 10* 1 ] 1% i 10 10° 10t 10% 100
CDBAPC-AFT00-A CDE APC-AF700-A COB APC-4F 700-A, CDB APC-AF 700-4 IF1-1 BY421-A
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> M FEER -PI

SIS & AT

LATESLsh Y mpE B, AEEE0 N TREIMEAE: GO B2 4EEs tH, REMBAZN (2C DNA) ; G1 H
BE-—XDPENERNES —NEANFFE (2CDNA) ; AETE S BiE A HE A DNA (2C DNA ~ 4C DNA) ;
G2 HA5E A DNA E4, HEMETEEZHEA DNAE (4CDNA) ; MEIRELHRE, BE#SH 4CDNA &,
EXNTHEAREFUREFALR, BREVMREYSBEIFNFHARF, 58— F4HIEEZ 2C DNA,

ERENMAREESNESR, DNASEREEESR, AZIRER (I Pl M Hoechst 33342) X DNA #1T# 6, 1B
& DNA K BEE L, HUTMEATANMEERNE (G1. S, G2, M) , BRESFEFHNMAEHESH
HAr M SNBSS,

MRERE
el
Laser 488 nm m
ol i R E
Marker Pl
¥ mh ol 2

Sample Type 7 BR A 4T 4 4R AR

Species A

Age of specimen BEARZEE 1 h 2R _EVLR N

Prep Method R AT MR A RIRES . THRERSG, REECHELARER, £H

NP40/PI 2% (& A sodium citrate. NaCl, Nonidet P-40. PI) , #l RNase, 37 C
K38 30 min, AL,

B

Pl RAMRBHLNESE AT, s 488 BULEREA, FSREWBENE ZEE (PE) E=\E (ECD) .
oM EAHNFEEIEERMESR, BANKRM AR ELE —BERER, R DNASEBIEFNE, B
KFER—NEFAAR, 2ERRNIRE. RLFBRNSGERE—KERN FSC/SSC, KAmEKRE T, %
ZEN PE (ECD) SEFSHHRESHHRE, BUERNEL BRESNSERSS —BWAREE
NEMPEHE, B PE (ECD) B ERSD# £ MR KA B HPIRAS.

KK AR

sTncB7 Oh: All Events

=] sfnck7 Oh: cells sTncE7 Oh: Single cells
=

600

Single cells(68 62%)

400

Count

200

T T T T T T T w
50 100 50 100
PE-A tx10% PE-A tx10%

30
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> MBS

31

KIfEI AT

RAMRUERRE, RBES. ZE2HENLS, BReCE ZEATHARNSIERRN . AERK
RUFEFEARITH. AEEENE, AEFHNE. AENHBRRUARAREEEARN G, MXLEBE
LR AT IR, Tk A7 IR EEZZ NG F KR EPBEANEF TR ERRAFREMERE,
BHEHENK, REKR, RA T LB EREN bead SENHAEHAITHRENFRITE, BERAVMLE. £TL
BEMABEFPREETSNAERTIOERORN, UBREFNER, BYRENEQITHERTHELEKRS
Do IERRN AR AT RIER N EZE ML, BAEMREZEME, ©UEARN DNA S EREBN.
IREAQ N AR B OB R R T AR IRAK,. hERKAVIEIR, BT AEEE ERITE MR AT RIER. &
KR FBRXNBELFNARBTERIT T ALK TEED TR

MEETTE

125
APCA | APCA
Marker DAPI
eI
Sample Type E.coli
Species
Age of specimen HAZER 1 h ZR5EK_ENSN
Prep Method 1. B Ecoll, 70% /KZEEEE 4 h:
2. BUMEIIA 5 ug/mL DAPI R (& 0.1%Triton-X100) F & 30 min:
3. 300 BIEMIIIER LV,
BaEo A

f£ FS-SS LRI P17, HEBRZRR/NBUkL, B@id FL8-A vs FL8-W, FL8-A vs FL8- X\ ¥ El s B L BR¥GIE/K,
BEEE FL8-A BEHITEES T, EHRITFIE “HFR" . “events/ul (V) 7 “FL8 Y CV{EM mean &
BVRISTREARAEMREL B, CVIE, SEORESHTRITNE., BYSNBMAL, dEENRKBTERAMEERE,
YRR HEE R EEE M,



KL R

22-4 R+C: All Events

107

22-4 R+C: All Events

22-4R+CP1

22-4 R+C: Single Cells

1P

S5C-A
10°

10*

(x10%)

500

DAFI PBAS0-H

Single Cells(97.25%)

Al 2 d Ploid1e13%
=

Ploid-2(61.18%)

£ e Pt 208

P1(54.23%) —
k= = S o —

50 100 50 100 50 100
DAP| PBAS0-A x10% DAPI PB450-A (x10% DAPI PBA50-A (x10%
Population Events | % Total |% Parent |CV BV421-A | Mean BV421-A | Events/pl
@ All Events 10305 100.0... 100.00% 79.82% 41519.4 264
$ P 10169 9B8.68%  OB.68% 58.82% 41386.2 261
@ P2 8139 7JB.98%  B0.04% 35.01% 37868.8 208
@ P3 8139 78.98% 100.00% 35.01% 37808.8 208
@ P4 2623 2545% 32.23% 11.56% 22447 6 67
(3 P5 4273 41.47%  52.50% 10.09% A40731.8 109
& Pe 1222 11.86%  15.01% 2.08% 60918.7 21
1| I [

32
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> /NEEMERE ST

KIfEI AT

RRERIEREANRERE, SEAENHEARNERME, RIGARSENEREENHL, é’m%%
RAER, RRARNBENLMBLAERTL, RAMARMEBERLNHZZUNEE., ZXRBET—
RARITHN 8 BARE, RN T/ NEMES T, B ARILAF AR FOXp3 BRI, Mqﬂﬁll«lﬁtﬂéﬁiﬂ@ﬂﬁiﬂ?—,
EROFZER, BRIEME, L8 CytoFLEX S MEREME R IRIEME,

MRS TA

1257
Laser 488 nm
APCA | APCA

Marker FoxP3 CD49b cb4  CD19 TIGIT
eI

Sample Type cE7bl/6 /)R FER Ak 4B )

Species aNss

Age of specimen 6 &

Prep Method AL FHER A, BEUEERRE, T 5mL &) PBS+19%FBS+2mMEDTA JB R

2 ﬁﬂfﬁﬂi‘ﬂﬁf ZE, SEIEAT R
3. BURRLTARAR, 1HER4ERE, AR 1x10° cells/mLs
4. IRBPVKIERB PR, e, EVREMN,

IO
1. ERBLREE, GINES WA, BRERETIMS, DIRY;
2. NFRAXNSR, BERRRE, TRENLERDFHRT .

=~ 1A
SLIGLER

] 8 color: CD3+ 5 8 color: CD3+ i 8 color: CD3-
2 2 =
= ‘o
T3 % - NK cell(8.48%)
< Treg(10.35%) & < 3 Folli Th Cell(3.97%)
I8 [
E £ <
[ < w
%vo - Sv .::*O E
5 8% 4 2"
< s a
[s¢) = (6]
% o
i =
) -
27 o 3
o ] . % ] |
g E 8 rrr —
© : TP ; - e 1 10 10 101G
10%° 10° 10* 10° 10° 10°° 10° 10* 10° 10° CD19 PE-Cy7-A

CD4 eF710 PerCP-A CD4 eF710 PerCP-A
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SRR D RITER

SIS & AT
F A% ZE (phycobilin) FMH £k (chlorophyll ETEMMER/NNRE AR ITREHEARTR REEEM

DRI, XBERNTFIREEYE, /@ﬁ%ﬁﬁﬁ%ﬁ& BEARBITHEMR, ALBHXAMEK (0.3um, 0.5
um, 3um, 6um, 10um) HTAR/MNIE, FEYHETEFERNE ABCD B4R,

MBSTA
i

Laser 405nm 488nm 638nm
P M4k
Marker phyco chloro
bilin phyll
Mm%
Sample Type AB,C,D %3 &K 0.3um, 0.5um, 3um, 6um, 10 um #RERER
Species s
Age of specimen SEIO A S TR R A
Prep Method BEAGREE SRR KBIRE 10 89 4-7 K5 28], £ 300 BiEMSEEEN
S E il

1. RAABRIAR ML FS vs violet SS. FL3-A (4¢3 chlorophyll) vs FL2-A (%82 phycobilin) S &= A,
S HIFH FS vs violet SS NS E R B,

2. LL C+P- (chlorophyll BH# phycobilin BA1E) Gate & FS vs violet SS WS B < B G AR K/NBIEE D;
B C-P+Gate £ FS vs violet SS MESHE S EE UMK/ NEEZE A, B, C; LA C+P+Gate £ FS vs violet
SS NEHH R E g AR NEEEE, F.

34
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SO 1A
SEIG 4L

miked: Al Events [olx] miked: Al Events BE mixed: Chlaraphy+ [olx] mixed: Phycobinlin+ [o1x) mixed: G+F+ [o1x)
; s ] 5] B
=) Alga-A(1 24%) Alga-E(19.93%)
= 2 | 5 =R
& 57 5 73
e 3 /] g g "
£- @ a @
= E B B, ]
: 2x] g ez
£o 5 Alga-B(11 86%) = Aloa-Di85:08%) = E
t &S +]
=3 T =g Alga-F(75 67%;
Alga-GiE3.30%) E gak( )
t T T T T T T T T T T T T
RTINS [ 1 n? 107 10t 1 10 -0t o 10t 10f 10° 107 -0t 0 1ot 10f 10° 1 -0t 0 1ot 1° 10° 107
FSC-A Chloraphy PerCP-Cys 5-A FEC-A FEC-A FSC-A
mibed; Al Events jolx] miked: All Events BB | Tube Name: mixed ]
2 Sample 1D:
Population Events |9 Total % Parent
o ~ @ All Events 202809 100.00% 100.00%
= k3 v @ C+P+ 1533 076%  076%
@ @ Alga-F 1160 057% 75.67%
Be ] @ Alga-E 238 012% 1553%
= ~ () Phycobinlin+ 102659 50.62%  50.62%
@ Alga-D 100666 49.64%  9B.06%
% ] O P 53625 26M4%  26.44%
” + (D Chlorophy+ 44992 2218%  22.18%
o 14 i by 7 = T s @ Alga- 5336 263%  1186%
01 10 110 S0t 0 1o 1 110 101
Alga-C 37521 1850% 83.39%
Chlorophy PerCP-Cy5.5-A FSC-A @ Alga
@ Alga-A 557  027%  124%
Tube Name: mixed =
Sample ID:
Population Events | %Total |%Parent |Events/ul(Y) |ParentPopulation
@ All Events 202809  100.00%  100.00% 9048.72 ##E
@ Alga-8 5336 263% 11.86%. 23808 Chlorophy+
@ Alga-C 37521 18.50% 83.39% 1674.07 Chlorophy+
@ C+P+ 1533 0.76% 0.76%. 68.40 Al Events
@ Phycobinlin+ 102659 50.62% 50.62% 458033 Al Events
@ cp- 53625  26.44% 26.44% 2392.58 All Events
@ Chlorophy+ 44992 22.18% 22.18% 2007.41 All Events
@ Alga-A 557 0.27% 1.24% 24.85 Chlorophy+
@ Alga-F 1160 0.57% 75.67% 5176 C+P+
@ Algat 28 0.12% 15.53% 10.62 C+P+
@ Alga-D 100666  49.64% 98.06%. 449141 Phycobinlin+
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> fEYIER
SKLG RIS T
EPHNERAK DY DNA FHAEIOREA. ERREFNGBNEEBIERR. RNUEYHERAKR/ N
DNA BHEEYNETE, ZXEMENFEEEREN., AXNARMATEX/ NNATRMERGIZERE. EY
EREAKR/DHN DNA FHNESTERE, UEFGERESBRTIZNA. CytoFLEX RRXARMEB LRI KD
BEh, IRZXDRERNINERL, ZE 100 7 RAEMERNTEE, TEHFBRNBARARAKEMIREFRT
RIFENZERIR,

MEETTE
gl

|

Marker P

¥ m ol 2

Sample Type

Species ZEEEYERER R

Age of specimen it

Prep Method 1. BEBAR

B 1T 0.1 mol/L FTIRER 4.2 g, 0.6% M58 20, TR ZE 200 mL, 4T MRIFE A

BB 0.4 mol/L BEEEE — 8N 28.65 g, P20 mg, EAE 200 mL, =& MRIFEA
VER20 mg EAERBR PRI E TEREIRIF  BE), BXE J]FEH Ay
B mL BRieREIIF AR 350 BE X IEMEEE] 1.5 mL Eppendorf & ;
X ATSERAE 13000 r/min 8954 &0 30 s;
I mLBRREELEE 0.1 mL AL, IIAFER | /AR 200 UL EFE  EE

FRRAARAAONEERE  BEERFINA 600 UL BRI

O~ W N

BIEDA
B PI-APLH RSHHARARIEAN, RIE 2 (ANE B AR E

KR

FAEE Al Events B JRERE: All Events o] FERER P 1]
3 1 4n(33.98%)

10y

P1{45.85%)

200
L

Bn(25.68%)
F

100
L

58C-A

T —
0 50 100
FSC-A (10 Pl Fla

Tube Name: FESE g
Sample 1D
Population Events ‘ % Total |% Parent
© @ Al Events 8171 100.00% 100.00%
. @r1 3746 4585% 45.85%
@ 2n 1114 13.63% 29.74%
@ 1273 1558% 33.98%
@ sn 962 1177% 2568%
@ 16n 380 465% 10.14%
@ 32n 17 021%  045%




> DAPI ®N{EE K DNA S2
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21

KIfEI AT
Y INEME DNA S EFNE MK F R WM R P EENERMARER. RAMARUEN RN X LIRS
MIE, EINFMRANS NN EET EREA.

RRXARRITECE, 25 A EERHMMGHLAE N AL, XNFENRHMIMAZ DNA S 8317 T NE.

N EERFIRAN NIM-DAPI ($%85: 731085) , 2AT—F AR NMEAHNE AL, E, NIM =HFIEE
W AMZEEE B SN, DAPI # AR DNA 5.

MREEE
gl
Laser 488 nm m
S i R E
Marker DAPI
o =&

Sample Type XBam (2n) ;

M (—FREmM2n, ZS—REN) ,

Species X9, &

Age of specimen FTEFREAR

Prep Method 1. ISR EOG B T 2Pk M ARME B k2, AR PBS MRBEHLRE N

1.5%EDTA # (1:10000 #%%%)
2. B5 UM /Y4 M A PBS #EEEI 50 ul, JIA 50 ul NIM-DAPIZE 1 min fa _E LA,

ERELE
Instrument Configuration VSSC (Yes/No) Plate or Tube Format
B5-R3-V5 No Tube

BEDM

1. #3 FSC/SSC NS #HEaE, DAPI-A/DAPI-H (Lin) 8= B EXE, DAPI-A EAE (Lin) ®MESHE;
2. 3 BRI LA TR
AEE 2N, B: 38 2N+ JEHk 2N, C: JEfk ON+ JEE M, D: X8 2N+ JEHEFM, E: X5 2N+ JEbft 2N+ Je 80,



—~r

S

<

KeER

o RN P2 =0 RN P2 =20 g W2+ R E 2N P3 @e|| W52+ R E# 2N P2 o] ]
« 2 g + = TPIOE.4T %) = ]
2 4 = 2 A o =
o T = S =
Sl = \ - s g -]
T A _ 1 REfzr99 54%) T A rd
. | = ] -
= £ & 5, i s TINEN 35%)
oo | = i o= - ; ER
o e 5 = A o |
E 1 ] e SR8 2M(18.35%)
Z o 4 H
k R
1 1 l
1] 50 100 1] 50 100 1] 50 100 1] a0 100
DAPIPB4S0-A  (x10% DAPIPB4S0-4  (x10% DAPIPB450-A  (x10% DAPIFB450-A (% 10%
A: JEE 2N B: X5 2N+ ek 2N
_ g R#mNeREHENPI mo|| o RENGEHENF @O 5 BN+ REHN P @6 B REEN P2 @O
e =& = TrIos % ==
= = =] AN .
_ | F A g 'y zs
T P2(39.18%) J T | - - g
%' ] P % . E ]
= T B - = B
R ¥ 38+ 3 = 3
= s [Ea . z A A SN
z et SEEINED 1% T - W] ABZM(ET 28%)
] Bl (f, B ] — P
] L 1 SR 413 90%) e p TR 42,01 %)
1 1 1L ] H
0 50 100 0 50 100 0 100 0 50 100
DAPIPB45I-A  (x10% DAPI PB450-A  (x10% DAPIPB450-A  (x10% DAPI PE450-4  (x10%
.Y 3 43 T N 43
C: etk 2N+ Jesfi D: 38 2N+ et
_ o Bin-REINGRETEN . @m0 Ban+RE AN . ma Tube Name: 722N +EH 2N +EEHFT =
© T [ERAEIAR 2 4 Sample ID:
o o
z b Population % Parent rCV DAPI PB450-A Mean DAPI PB450-A
O o FB 2427 4%) @ iEsaN 31.03% 0.57% 588454.4
2 A £ @ 22N 42.74% 1.67% 229067.8
o2 e =] .
o y A SH=ly @ EEeN 25.98% 0.92% 298976.2
S iy
<] . 8 R IN(I5.98%)
1 oy 1 REAN31.03%)
14 ] |
i 50 100 0 50 100
DAPI PRAS0-A (1 10% DAPI PRAS0-A  (x10%

E: %8 2N+ Sl 2N+ el

USRI NS, SESMmAMAE DNA S &8N 2.50 pg/N (Tiersch et al., 1989, Vinogradov,1998) .

FNEH DNA S8 =

ON S DNA & =

FEEME 8k im BB Mean (&

N DNA 2=

ON S8l DNA 2 &

M8 DAPI Mean

2N Je&k DAPI Mean

X5 M 2B A Mean 1B

3.26pg/N

=2.03~=2

=197 =2

x2.50 = 6.62pg/N

SK56 45 SR 15 B 5 MR B 28 DNA & & 3 —fE e 8l DNA
SEME, DAPI PIHITRIREE iy — FAEHE = 15,

BNFEMSTE My PO 4k

SR IE B {8 CytoFLEX =\ 4R AL &3k 80 mW ZhZHY
405 nm B SRENRNRBE, BT DAPI 28
BTN, BLEMERIF.
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> JEEERN

SWHE

EMEERN  (Reactive oxygen species assay) & —MRI A% X RE DCFH-DA #HT/EMEERMI 7%, DCFH-
DARZRABERN, ALEHEFIMRER, EAMEAG, o AKMIEA B KERLER DCFH, M DCFH

BEEMEE, NMFERHRESEEREMABEN. AEAFTEE T UEATRKHH DCFH £RB KKK
DCF. #M DCF #9757 7] LA A& 4R R P SE M LY K

RS E=Pabr
gl
Laser 488 nm
APCA | APCA
mm-ﬂmmmnunnuuna
Marker
¥ o il 2%
Sample Type N2 BX A R A HUVEC
Species A
Age of specimen HRAR
Prep Method 1. ERERMEAET 6 LR, D=8, WR. AGYALES:
=EAMEF, WRAER A Y BAIMNA DCFH-DA 2R, X ERFE 1 hs
3. 0.05% =AM B S, 4T PBS BAEE 2 R, PBS E& LN,
ERELE
Instrument Configuration VSSC (Yes/No) Plate or Tube Format
B5-R3-V5 No Tube
BIED T

1. B FSC/SSC MS MBI - EIEE AL, FSC-A/FSC-H NS EHRIEMIE, FITC ESHEHLERK
MKAES;

2. RIFMB AR/ N BAMIERIL EIET FSC. SSC. FITC BER Gain {&;

3. KRNEAE,



KRER

RITIREE

Unstained: Cells

o Unstained: All Events o
— —
T = g . bt
= =
= A =
i " Cells(TTE3%) _
- T Single Cells{98.79%)
22 28
o [T
=t T T T T T T T T T et T T T T T T T T T
1} a0 100 0 a0 100
FSC-A (x10% FSC-4 {x10%
Unstained: Singla Cells EE | | Tube Name: Unstained a Untreated: Single Cells BE| | Tube Name: Untreated x]
s Sample ID: = | Sample ID:
- =
g Population Mean DCF FITC-A ] Population Mean DCF FITC-A
E @ Single Cells 1365.1 | @ Single Cells 6735.3
‘g‘ A h= 4
5
384 sg ]
=
= =
107 10% 10° 10° 10° 10% 10° 108
DCF FITC-A DCF FITC-A
)
=H4A X ERAH
Multi-sample: Single Cells
Treated: Single Cells BB | | Tube Name: Treated a -
] Sample 1D: 57 M Unstained
-~ Population Mean DCF FITC-A ] Bl Untrzated
= o - i M Treated
o @ Single Cells 84049
] T
o™ 29
L5} ] L=
=R |
¥ T T 1 t
108 10* 108 108 = T
DCF FITC-A 10% 10% 104 108 108

A Z5YpsL IR

DCF FITC-A

FA CytExpert B2 N5 47

KRR HUVEC MARTE A ZWIERT, 2SS 2 HUVEC AR EarEm.
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E3 M= = AN
/)N BB 18 I B 2R 2 BE A N
ST
BRI AN AN DEFRE, B/EBEEMETERME (Hematopoietic stem and progenitor cells, HSPC) RIEH %
REMM S UIRE, L Sca-1 WRESHKERNS R, Mo NRAKEE., HA, LSK (Lineage-IL7R-c-kit+Sca-1+)
BREREGZOoHERN—E THEMED TR, LK (Lneage-IL7R-c-kit+Sca-1-) BIREKEABMRD
BB AR T RIAERE.,

£33 CD117 (c-kit) RMEkDIE T LLESE LSK M LK 4REEE, AF BT HREPRIE, RAMBEAS N 7T LS EH
EXRE, BSHARLAIANBE.

MRS RE
el
e R E
Marker Py o4 (,;'Tfigsa Sca-1
HmElE

Sample Type Species Age of specimen Prep Method

Fep A MR 8-10 /& 1. /NEEMBEE T HBSS, 400 BIEMMELE

(778 ) 2. WEER, 380g 4CTEL 7 mini

3. CD17 Wi¥k 4CTHESE 30 min, TAE, UEERHE40Ra:
4. ke, AN,

FHE N 8-10 /& 1 RUNBEREREMES, MIESTSRE HBSS Ak 2 K%
(fRr78 ) 2. 400 BIEMILIE:
3. WEERR, 380g 4THEL 7 min:
4. CDM7 BEEK ATHES 30 min, 4, WS FHE AR
5 Uik eE, EARL,
UEREE
Instrument Configuration VSSC (Yes/No) Plate or Tube Format
B5-R3-V5 No Tube
BARD M

1. 3 Time/FSC NS H#H AR, RITBEREXENHIE;

2. 3 FSC/SSC NS HH AR, ®ITHRA N EABIEN TR, REEEQMMEE;

3. B FSC-A/FSC-W XES# B R B, & THEBRR LM 4AE;

4, 33 CD45/FSC WS HE = A, &ITEE CD45™ B,

5. #1 Lineage /CD117 MESHHAE, 1&[T1EE LinCD117" BHK;

6 #37 Sca-1/CD117 NS HERE, LinCD117'Sca1” #HAJ LK 4, LinCD117"Sca 1" B##AJy LSK 4.

ST BHRERANES 2 UATRAD LK, LSKARFHNE, ESITESASREEREREHE (B4R) W

LK N LSK 4RAEHY S50,



KRER

NERRERE LSK, LK &N:

150

Spleen: All Events
%

(x10%

FSC-H
100

50

—T T T T T T T T
0 100 200

Time (x10%°ms)

Spleen: single cell

(2104
180

CD48+ celli35 81%)

FEG-H
P S I

50

10t 1t 10t 108 108 0
CD45 Violath1 0-A

NEEBE LSK. LK A&

Bhi: All Events

(10
150

2
N
)
@
s
2
L I S I B o e C e i M o
0 100 200
Time (x10%ms)
= BM: single cell
-] CO45+ cell[33 96%)
=
s
T ]
(8]
@
2
= p
= LB EE 1 e e h
1wt ot ot 10t 10t 1o
CD45 Violetd 0-4
SCIA 4+ B3I AR -
\'L‘I./EI -LRI -

= Spleen: P1 Spleen: NOT{P2) Spleen: FS
] <+ sy =i
= oo =
= 23 =
= =2 =
3 £
T i 2_
&3 & F5(32.32%) NN
o o— o oo
) w o
(!
2 j
2= — T T T — T T T
0 50 100 150 100 200
FSC-H 10 FSC-A (x10% FSC-A x10%
Spleen: CD45+ cell Spleen: Lin- cell R: Spleen
% i celliS g w5 JLKEE33%) LEK(1.86%) T: 2015-05-05 21:00:35
3 3976
B . s e
= L ¥
o & 200546
2 2 3
I T ] 3368
O O+
~ o [
) a 7
(& (&) ]
2 =
= = ]
=} e 2 S prm—————r T
i 10t 10f ot 0 10f 1P
Lin PCH.5-A Sca-1 APC-AT00-A
~8 -~ Ty _BM:FS
=) = o
= z e
= =T =
S j
2 ]
= =
I < 2! 7
& 2 %2
&
@ %3 8]
7 a |
F =22 = T T T T T T T T T T
i 50 100 150 100 300
FaC-H 10 FaC-A (x10%
Bhl: PS5 Bibd: Lin- cell HEEH: BM
Lin- cell{52 94%) % [LK(92.02%) LSK(7.87%) {CERATE :  2015-05-05 20:33:38
E : ERGF) . 4274
2 ] Bk F
& i @ K | 207565
53 I3
z b @ sk 17722
o O
o= =
o a 1
(5] o
«
id
A

Lin PC5.5-A

Bl

o o0t 10* 10°
Sca-1 APC-ATO0-A

1. B—RPMBENTEER, 2ERENAEMARATEIRDE. RIQMN, HAREAKIR 450 ul, REFEAREFR
397.6 ul, M1 LSK 4AEFIAI %R 3,368, LK MREFRFR 200,546, B ITE, 3,368/397.6% 450 ~ 3,811,
200,546/397.6 X 450 ~ 226,976, B LSK: 3811 cells/spleen, LK: 226976 cells/spleen ;

2 B—RPBEN-—%ERBRENRE, 2BRENAEARA THEXDIE, RN, H#ARZMAKR 450

ul, X&KL 427.4 ul,

15 LSK 40 FE 81 %y #k 17,723, LK 40 B 0 %u 2 207,565, @ i it &,

17,723/427.4 X 450 ~ 18,660, 207,565/427.4 X 450 ~ 218,540, HJ LSK: 18,660 cells/(tibia+femur), LK:
218,540 cells/(tibia+femur),
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> FEMERRLXIITH

43

KRS
ERERARTRLTHES, BARNAERE, WIKESEN, UAKRERLREMBIRI LR

0, HRRREAN - XTI R2ANRBEN TR FEREKEPHEILRE, TEENRET2REER,
BEKXEE, RMNEEBZREATE, NRETRITHRARRUFELNRNIME. FETEESHEE, o
SEREBEXHRTRLCARIE, RINKFEHPRBHENSE, BENKETREUNEERE,

AN B SYBR green | £ &, EB) CytoFLEX RN MM BRE, KIpHTE., FLTEHTXY, H
ST, SERENEHRBUBRFREZITHESAL, EARER, BEEE, SREBNL.

MEETTE

=gl

Fluor KrO V660 | V780 APCA | APCA
Marker SYBR green | THERE Sca-1
&

Sample Type R KipitE: ®T5%

Species wmE: HE: EE

Age of specimen  FTEFRER
Prep Method 1ERATHERR: BRE, AR, RT%. =#8Ea (FH TE-buffer B1%)

2. SYBR green | (Invitrogen, BH&R N 10000 %, DMSO ##, 20T KkFERE) . £/
B 2R EERMRE 200 f(EM (BBLI/KHFE) . SYBRGreen|80 B AE 10 min:

3. A,

NERELE
Instrument Configuration VSSC (Yes/No) Plate or Tube Format
B5-R3-V5 Yes Tube

B

1. 83 FSCNSSC-Log WS H#HES A, SYBR /NSSC-Log MREATXomESS5ME, PC5.5/VSSC-Log &
REATXSHESE,;

2. BE{EIRETE SYBRBE, L SYBR green | £/ TE-buffer fERXTER, RERMEBEBRES LE;

3. DRI M AT HEZA: A: SYBR green | RBEEMR, B: SYBR green | £ XHHE. C: SYBR green | £&
MR, XBTE. FTE=FERAHELR,



KL R

A: SYBR green | €& 15K

RERBIAIEents @O | Tube Name: DEES3 5
; ' Sample ID:

10f

Population | Events -% Parent . Events,/uL(V)
Q lizp=3n 8 248338 95.41% 8747376

Y550 PB450-H
10t 108

17

02

S TTCR T TR Tt B 1 R T
20000 Show SYBR FITC-H

B: SYBR green | & KFHHFE

REAGZ AEvents B | Tube Name: SE:EE2 X
Sample 1D:

10f

Population | Events % Parent Events/pL(V)
. FAETE | 196055 95.52% 6874298

VS5 PBAS0-H
10 108

107

0é

[ R A —
STV F VS 1 LS TV 1
20000 Show SYBR FITC-H

C: SYBR green | &M =FBESHEAR

RE4 Al Events o] ‘R &4 Al Events ol x|
i ] it e
=8 N =5
Tji ] . 1
Ci L o IS
2T 2B 4 BER(.18%)
-t — -t -
[un] ] m 3
o 4 o al
2o 284
o E o E
= 7 = =
] s
NC' y T T T T T TTI T T 17T T T T NC' i T T T T T T T TP T T T T 1T
10¢ 10° 10 108 10° 10% 10% 104 10% 108
20000 Show oSYBR FITC-H 20000 Shaw PC5.5-H

CytoFLEX 25 — A 1&8) VSSC aJ4/&N 100 nm BRI AR MBI, FEAORSKE F CytoFLEX R\ 4R Al i@
HRAESF VSSC WERMFEEZHITX D, HUHBANIRHMEX S DNA SEFRFNERESKABHE.
Bribz 5, CytoFLEX BEBZIit#ThEE, SAFPEEAFRNITHAAMEER, £R -,

44



45

25

> BAKREFREAERX D

SWHE
BAKKTFRS., AENSEBEAENKEWIPHAIEIR, EFER, EERAMAESTBAKERITHRS, 4
BEMNLFSITHEXR N EZRF TIEEMRTNAL,

ALK AKBRRAL SYBR green | 3 BAKBE#ITRE, &B) CytoFLEX uwitiﬂiﬁ’@{xhlmll DK SRR
S54E, SESNEMRITRRFREZITECESHEL, BRRER, RFEEE, /ﬁTﬁ HIE .

MRS RE
gl
APCA | APCA
Marker SYBR green |
¥ om i 2%
Sample Type ERAVIEL
Species

Age of specimen  FTEFRER

Prep Method 1. B2 & Tris-EDTA buffer (TE, pH =7.5)
2. LA SYBR green | 2 &K TE AR AXRRILT HE:

3. LA SYBR green | £ HMSRAEFRERENAMEALE, N SYBR green | R EH)KIHFT
BT AR KRAELLE

4. KM SYBR green | @R EATREEARNSE.

NERELE
Instrument Configuration VSSC (Yes/No) Plate or Tube Format
B5-R3-V5 Yes Tube

BTEDH

1. #3 FSC/VSSC-Log WS E AR, SYBR /VSSC-Log HaB AT X2 HEESSHE;

2. BIR{EIRETE SYBREE, LA SYBR green | &M TE-buffer ER R, REHREBEBKREES EE;

3. BL SYBR green | £ EHMESEARERSHAME, L SYBR green | BN RHITFEREMEH KN E;
4. NBAKERRSNAENSE



—~r

KRR

810 Al Events

108

18

SYBR FITC-H
104

109

16 104 108
Y33C PB450-H

Tube Name: SEF7KELD

Sample ID:

Population % Parent Events/pL(V)

@ virusl 69.47% 3553.45:
@ bacteria 13.01% 665.22
@ virus3 1.41% 72.29
& virus2 6.19% 318.57

CytoFLEX 22— & {&8h VSSC aJ&M 100nm BRI MM, FEAURSER H CytoFLEX 7=\ AR 7T 8
WK ESH VSSC WEAMATNARBESNARHITX D, HNEHEXENFESNARHTEDITE, &
eI, ITEUER, RL T AN, BETRMER,
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BT REREMDH (SCSA)

N

BFREREMDIH (SCSA) RENEF DNA ZBMN—MTTE, HREREER T DNA ENELEM, M
ZMOVE T REREMNE, DNAERIER TR L. FIATIER (AO) SXNE DNA S8R Z BRI,

M5 %488 DNA S8 RA B, AC REfE B FRBBRA AR AR D 8 AT seE R 1 AR E7R = H
T2NHESM 5%,

SRR T %
1 A VIR (AO) FR
2. A B
3. EH P IKR:

1 REBR, BRBREARTNE ZHPBRBEE 2x106 N /mI B TR0 ; & A 4 BN TINE EHFRBBRESEET -70 TRT
2. B 200 Ul EFHBRETIHES. A 400 pl BRFEEALIE 30 s, AABEIMA 1200 pl AO &R E 3 min:
3. EHASM,

B

£ FSC/SSC B LB B F4if, i&I7Z FL1(FITC)/FL3(ECD) Ba R #1704, DNA TRBMFHBEFEEL
GERH (P217]);, DNAREMZNREFEERAGENX P317), BEAXITE DNA WMIRIEH at KIFNEF
DNAJRZ, at= red/(red + green).

1A Lt
\E,’L‘L él:l %

@ Tube3l: All Events Tube3: P1

P1(99.86%) - TpaEd a7y
- _¥P3(5.56%)
IOC' =
‘L

T <
224 =
o [T

R=

- o

=] T TTTITT T T T T T T I T T T T T T T T

107 10° 10 108 10° 10 108
FSC-H ECD-A

HEERR: Tubed
EFID -
Alphat: 0.08
X R o %528
. All Events 10024 100.00% 100.00%
. Pl 10010 99.86% 99.86%
. B2 6493 64.77% 64.87%
. P3 557 5.56% 5.56%

ZBETHAFTELZERN, at
¥ 0.08 14 B T BB MR,



TubeZ: All Events

108

10%

55C-H
104

10°

o
[}

P1(39.78%)

10% 10° 104
FSC-H

HEER:
=2 [BJH
Alphat: 034
Bk

@ Al Events
. P1

. p2

. B3

Tube2

SE XM

10°

Eoen

108

10%

FITC-A

10022
10000
2160
1100

TuheZ: P1
Tpziz1 Bo%
_¥P3(11.DD%)
s e e B B L R | T
10% 10°
ECD-A
FASE WAEE
100.00% 100.00%
99.78% 09,78%
21.55% 21.60%
10.98% 11.00%

ZEARRIOBFRLBRIE, at
BHAN 034 RARBF BIERE.

Apedaile AE, Garrett C, Liu DY,et. Flow cytometry and microscopic acridine orange test: relationship with standard semen analysis. Reprod

Biomed Online. 2004 Apr;8(4):398-407.

B 3%

TNE R ECE -- 0.15 mol/l NaCl, 0.1 mol/I Tris, 1 mmol/IEDTA, pH 7.4
FRIRREBLE -- 0.1%Triton X-100, 0.15 mol/l NaCl, 0.08 N HCI, pH 1.2
AO ZRBERLE - 6 «g AO/mI,.37 mmol/l citric acid, 126 mmol/l Na2HPO4, 1 mmol/l EDTA, 0.15 mol/l NaCl, pH 7.4
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