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Abstract

In order to cure cancer, human can only rely on therapies such as surgeries, chemotherapy, and
radiotherapy, which treat the symptoms but do not cure the disease. These therapies not only have low
efficiencies but also have strong side effects; on the other hand, having lower side effects, CAR-T

immunotherapy can specifically kill cancer cells by activating immunocytes of the patients themselves.

This study aims to develop a CAR-T immunotherapy which can cure solid tumors by activating T
cells 1solated from human blood and making them able to identify EpCAM, which expresses in

abundance on most cancer cells.

Before proceeding to examine the CAR-T efficiency, it 1s necessary to 1solate T cells from PBMCs,
then conduct genetic recombination by using lentivirus to engineer T cells, whereby enabling T cells to
express the CAR gene. Finally, Dynabeads Human T-Activator CD3/CD28 will be used to activate the
CAR-gene-expressing T cells. Using colon cancer cell HCT116 as a cancer cell target to build the
cytotoxicity assay model, the model tests whether the CAR-T cells can kill the cancer cells. Also, to
ensure the specificity of the anti-EpCAM CAR-T cells, cytotoxicity assay models are built with A549
cancer cells and H460 cancer cells which do not express EpDCAM. The results show that the CAR-T cells
can recognize EpCAM on colorectal cancer cells with high specificity, which proves that this kind of

CAR-T cell has high potential of becoming a new generation of CAR-T immunotherapy.
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CAR-T ##/A4% K chimeric antigen receptor T cell therapy * HF SRtk &2 Ae T 4
BRI - B —TEA AR A H BT T 4HRESO MR AL - BRI E BstE ) CAR-T #0%
FE MR R FERE A S YRR - 2RI e AR [ RE R B RAIE E AR - SRR
FEFIA — A AR -
HHEESEEASENEEY  { CAR-T 4iEREA SR S B 4
B EEERSREAIER R G A CAR-T 4IRS FEHAS - 5= R
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R BREIWEHEL - Sea Pl BN RMTEEB T $ S E RS B 1
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R
(—) _LRANRBEKSA T (Epithelial cell adhesion molecule, EpCAM )
R AHREAST R (EpCAM) J2— T B4R R H Rt A BV ES IR 2
(transmembrane glycoprotein ) » A &R - FrAffes - BB B - TESE - 7L
B~ BTES - ITEEAK » FFSHISTIE R EpCAM TR BISHIE Y - S (IR g R a s
A HE S A R A -

(Z) CAR-T Gk
CAR-T BOEZE—EREE R - FIFER TARRTICE » (i T 4HREsE 3 iR 4
LRI AES ey Sp Rt
IR g B BEY T 480 - BB ERGE IS T A0 - (EAA R E 7]
M AAREY scFv (single-chain variable fragment ) » €85 12 [l 2 ARG -
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collection 1 T
T cell isolation T cell T cell expansion and Preconditioning

product formulation » and T cell infusion

and activation modification

[E— ~ CAR-T BAZ FA2nE R (Hartmann et al. 2017)

REEHHRZE = CAR-T- 55 =X CAR-T HI4EHEEL & scFv ( EEBRTLAS > single-chain
variable fragment ) ~ $55#% (hinge region ) ~ ZEREIEEIR, (transmembrane domain ) ~ Wi {[E L[]
Fll# 57+ (co-stimulatory domain ) ~ A ERFHEELEREEL (intracellular signaling domain ) °
scFv A DA — Vs dlifl - W B ARy DURSS &  MIEFERERIE T 70 5 R
CD28 81 4-1BB » & CAR-T BfiF4S &2 ey S EIE(L T AAAVEHsE - 68 T 4HRRHE
EEAERET - IiNEREEIEE 5 CD3 ¢ - BREHIERUENGE - BUEEsei L=
TR FRERS RS - T 4R A RARDUERRAYEME -

Antigen presentation )
by MHC Surface antigen
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EI e
CD28 or CD28 or * 3
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LAT l 4-1BB CD3{
Transgene

cDag
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transgenic TCR

© EMBO

1st generation 2nd generation 3rd generation 4th generation
(dual signaling) (multiple signaling) (TRUCK)
V
CAR

B — - CAR-T 4 AU &EMEEEE (Hartmann et al. 2017)

EEEamEEYVET S (FDA) 1E 2017 Ffz AL T RIH CAR-T AR » T hlEsnEE
(Novartis ) #Y Kymriah B35 F{# ( Gilead ) A HHiEMVSIEF (Kite) HE FAY Yescarta  Kymriah
TS TE Y T By e MR (9 1% (Acute lymphoblastic leukemia, ALL ) » Yescarta £

e MR B 4HAEMREESEE (Diffuse large B cell lymphoma, DLBCL) » Wit & DL CD19
VE R il > $HEF IR EEMERERE (hematological tumor ) SE¥E - HEZA H BB ELZ Y CAR-T
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Ve EIRERERE (solid tumor ) AYEMRHATIEEFR - (H M RA /G FR E R R A iy - A
FERR EIRE R 1R DR LR 8 — DR - i AL BRI AR R BRI UR &1
TEH 4R /D SR R IR (tumor microenvironment ) & {I4] CAR-T 4HAEATS
P - {3 CAR-T AL B RERE R 5 R &

= WFRHEY

(—) HUHF anti-EpCAM CAR-T cells

(=) 53M7 anti-EpCAM CAR-T cells ¥fj* HCT116 KRG 4HRRAY SR E

B~ WIS ASEERE

— ~ Wigeax st

(—) 4ifEtrELER
Jurkat #HAfIPE ~ 293T 4HAEMK - HCT116-YFP 4Rk - AS49 4Rt - HA60 4HAEE -

E. coli Sth13 Eitk ~ PBMC (iXCells Biotechnologies )

(=) & R
PBS ~ PS » DMEM Medium * RPMI Medium ~ FBS ( B&4~IJ% - fetal bovine serum )
trypsin ~ lentivirus ‘B s ~ Ampicillin #1422 ~ DNA ladder marker ~ DNA gel loading dye *
TAE &&{#) ~ agarose ~ 70%EtOH ~ Trypan blue ~ FACS buffer ( 1xPBS » 1%FBS ) ~ ANTP
mix ( 10mM each ) ~ PCR reaction buffer ~ FastDigest restriction enzyme buffer ~ Afel ~ CIP ~

Gibson Assembly Master Mix ~ Genejet ~ LB &AL



(=) &t
Nano Drop ND-1000 ~ B2 (s ARG ~ A 4HRE S ~ 558RE - /K@K
T~ FE BN (pipette aid )~ ZIFERE IR (serological pipette )~ & K& 473325 pipette ) ~
(pipette tip) ~ FEEIES ~ TORACHHE  R4EE - MEITEE - B2

AR ~ 10 7B 15 AR~ JKBE  BlE 0% ~ B s 2= e 05 ~ 15mL

il
S
mh
&

e 0V ~ SOmL BELVE ~ 24 FLE - 96 FLE ~ eppendorf ~ 4°C JKFE ~ -80°C JKAE ~ BASHAR -

B ~ WO NE ~ QIAquick PCR Purification Kit ~ 2225 (thermal cycler ) ~ FairBiotech

Plasmid Miniprep Kit ~ Dynabeads Human T-Activator CD3/CD28 ~ CD3 MicroBeads

= EERA

(—) iR

AR EA
293T DMEM (10%FBS)
Jurkat RPMI (10%FBS)
HCT116-YFP RPMI (10%FBS)
A549 RPMI (10%FBS)
H460 RPMI (10%FBS)

R AP R R
R EAE 2 A 10mL medium Y 10 A0 EFE I e R B Ra R/ 37C
5% —F (kb > AR > 49 3 KE#—K medium - & 4L & E S0l -
LT E iy - SHEEETHIIRE N -

(=) HfAEgeft
1. AR
EHIE RS LR > PR ARERESRN - DB L ERE R
FPREERY medium > FEOIA PBS EVERIER - #EEMIA 2mL HY trypsin-EDTA » 34
EIHESRESR SV » BL3TCIER 2 2 5 43881% » P T-ESH0 B2 s B 4



HEFHE © BEEFIIA 6mL medium FREFEMLZ T - LI trypsin BYAESETER
AELTHHIARE TR - B medium - FABECE S > BL1000rpm B 10 7388 o 1
B FIER - A& medium [ELAHR - EAIREEE £y 10" (E4EAE/ML ) » AT/
AR A plRy RS AT T SR E I E T -

2. REEAIANRE

AR A RSl - RS ERER AEERESN - BT TEIR - T
H medium > BCABECGE S > BL1000rpm Bry 10 4788 © Wehg EIER » TIAEE
medium [EA4HAE > (EAHAEZEE B 10° ((E4HR/ML ) » BT 4HAERS A BIRYsEEm
HITE SRR EEEEI T -

(=) PCR
PCR fic /5
HH BHE S FER S I =

DNA ## (100-200ng/ul ) lul
Primer-F (10mM ) lul
Primer-R (10mM ) lul
Kapa 5x 10ul
dNTP mix ( 10mM each ) lul
DNA &1 lulL
ddH-0 35ul
A== 50uL.

#_ - PCRECTEEFE

PCR tées i EEREE

= TEER R EL i R ]
1 1 95°C 3 o7
2 35 98°C 20 ¥
65C 15 #b
72°C 30 ¥
3 1 72°C 1 7y

K= > PCR BRI EREE



(P4) #4%E lentivirus

medium : DMEM ( 10%FBS )

FE—K 293T cell seeding

TE 15 N5 REERE NI Sx10°(# 293T 4iff - it 37 CHFEF -

FER A

Bz AR DA R A RS (KITE\5 i) sef Ty — SR/ N AT
S AL R 11.25mL i DMEM( 2%FBS )° 534EWi % 562.5uL i DMEM( 155 ) -
KA B EEESRIHYE#S 4.5ug ~ )CMVDR8.91 4.5ug ~ pMD.G 2.25ug JiAHHF—&
562.5uL Y DMEMC( #1175 ) s FEéF 33.75uL 1Y Genejet JIASS—8 562.5uL iy DMEM

(HI% ) < KHEA Genejet £ DMEM I AJEA DNA Y DMEM H - J& & 5% »

SEEIATIIA 15cm dish o o 2 1&h0HE 37°C B EREIgE -

EHg mut/]] NI
HiZERe 2 4.5ug
pCMVDR8.91 2 4.5ug
pMD.G 1 2.25ug

R - HES A TR ERAEE - tOIRAE

=K HH# medium

HFEERY medium FER > A 15mL #Y DMEM medium -

FOK Wk HER

W& medium (15mL) 1% > FAIA 15SmL #Y DMEM -

AR U BB RIRYE lentivirus

5 medium( 15mL ) B8 R UZEEFEH lentivirus #Y DMEM £ 30mL EA 25000rpm
Bl 2 /NI o Bl MR SR R ER 408 B0 B TN R&Y 400 2 500ul. #Y DMEM medium »

% lentivirus 81 DMEM medium JE&T94) o B IEESELEDY lentivirus



(H) lentivirus

(

A Y

7\

medium : RPMI (10%FBS ~ IL-2 50u/uL. ~ IL-15 lng/mL ~ polybrene 8ug/mL )

1 24 FLASHYEFFLINA 10° (8 T 4R > medium 48HSHE 5y S00uL - BEE(ERFLINA
20uL #Y lentivirus FH SR BIAR T-(EH Y £)E G- PA 800g 25 C Bl Ly 30 778 { lentivirus
I T 4HREAYEERBIERIE N - 2RI 3TCEEERE » FRARDL medium AN B ERSR
1000uL » Z & 37 CEF B FaRTE -

il gl

medium : RPMI (10%FBS ~ IL-2 50u/uL ~ IL-15 Ing/mL)

H L 4HA © HCT116 (EpCAM+) ~ A549 (EpCAM-) ~ H460 (EpCAM-)

%—RK lentivirus L

Jeat B T 4HREEVEE - PR lentivirus B T 4HAE - {5 T 4HAEERIA CAR -

FR FEAHAEAEE

ARHEEFLAHY medium 782 1000uL » #ELE(E] 37 CEEF - SR 96
FLEE > SHEFLARE 1.5x10" (ERE4HAE - 48RS R 2000 -

F =K CAR-T ELE4AEILEIE R

(o O A A B RN entivirus 48 /NEHZ Y T 4HRHAY FLAG-TAG-tag R &
DICRFT T 4HAEAY CAR-T BRI o SSE 2 4y IG B0 - SASER EIETR - H&F
T 4HRERFE Ll CAR-T FHIA - 1385 CAR-T AHREAVIRE » K CAR-T 4HAEELE
AHAEAE 200ul #Y RPMI medium H 53124 10:1 ~ 5:1 AVEEGIFEEIRE -

FUUKR HRETER S bR

R BB - R 96 L HR AL EEAEEAHAR AT 200ul #Y PBS M=K » DIFSERYE
EREY CAR-T A LA SOuL Y trypsin FERFEAE HRUE 1o # 12 AL 150uL #Y RPMI
medium PASI] trypsin BY4EEETE ] - WCHUEE AR - 6 BAGA BB 22 F LA DA ORO L A 4
AR - Z e A Ry AR AR



(B) IR AL
TRFC T 2RV AR AR Y 96 FLAE > A 100Ul #Y FACS buffer 5% & i/ 800g
2 5388 ~ 4°C » FREZIAFENIA 2000l B FACS buffer » DAERE(R A8 A FFEZ - HIA
S0uL HYHLAS (FARE 400 %) » 1E/K 8 30 S ##f& A 100ul #Y FACS buffer » DA
GBI M5 FHEZ - FERIILA 200ul B9 FACS buffer » DARIRERS 8 (0% RS B =2 -
FEERALE SRS - 1%L 400ul #Y FACS buffer [EAE4AMAE » WZET 100ul AR 204
fE - R diE T E A EE -

(/U PEHIEGD)E]
1 eppendorf FHANA N AADREL - WA 37°C I EIETE -

HH =
DNA X uL
CutSmart buffer 10x SuL
RAIES (NEB) (%) 1uL
ddH:0 IIENAERSTE Ky SOuL
HEAGTAE 50uL

RA -~ REBEVIEFTREE RAHE

(JL) Gibson assembly

K EIRE LU ARG LL S0°C AR 15 778 - -

insert DNA 44 & 0.02-0.5 pmols

‘Bia 50-100ng

Gibson Assembly Master Mix (2x) 10ulL

ddH20 HOENGEAGHR s 20Ul
LRGSR 20uL.

ZE7N ~ Gibson Assembly FriREH R E
(+) 'ERe%fF (BEAER > transformation )
RHEEAHAE Stbl3 AR BN /K A » B 100ul il ATESHY eppendorf » FEAIA

9



&4 100 2 200ng HAE DNA FVEEGZR ~ &A1Y pipetting JE & » /K% 20 778  f&F
eppendorf FATHENIFHY 42°CHVACHE 45 ¥ - HEFTEMARTE » BUHTR /K0S 2 778 -
F pipet 9 AHIERRE R EIE 2 A AR LBESEA I B AR E BB R ER 4 %
EELTERE > FRERREZIRIA 3T CE R AIMRIESE 16 2 18 /N o
EATEEREENASPIAEZIREE LB &R 2mL - DIERE PRI E—5F
Yo IWAEERET > £ 37 CEEERNEEE 16 £ 18 /N\EF » 2% D) FairBiotech Plasmid

Miniprep Kit fiiHUE #% DNA -

(+—) 1% PBMC $558E T 4HAf

Buffer : PBS (2mM EDTA ~ 0.5%BSA )

10"#9 PBMC Jil A 80uL #9 Buffer 2 20uL #J CD3 MicroBeads ( MACS® cell
separation ) JEETRIE 4 £ 8'CIEM 15 438 - B 10 V4RRRANA 1 & 2mL 19 Buffer
EE A 300g BiECy 10 738 - FEER BB - #E2E DL 500ul 1Y buffer [HA4HAR - K MACS
Column JiZFE MACS Separator _E > L S00uL Y buffer B2 > £ Column YR A&
% > AR EAAIRE - F22 DL S00uL /Y buffer JE7E =K - 1 MACS Column f& MACS
Separator FFEER » A ImL A9 buffer A7 DUEZEESHE » AR HAVRASHISER -

(+=) T4 E LELR SR
£ RPMI (10%FBS ~ IL-2 10u/ul ~ IL-15 Ing/mL ~ Dynabeads Human T-Activator
CD3/CD28 4 1076 {E4HHfE 25ul) S A T 4R (EAHRDRAE & 10° ({E4HA/mL ) »
TRCHE 37°C HEEHH - R B4R A B B B N - & 4R R 2 2.5x10°({El4HRE/mL )
s EASEE o KB o IR R R -

10



1. #f5 anti-EpCAM CAR-T 4fff

% anti-EpCAM CAR construct

&€ PBMC H 578 primary T 4HAE

|

¥ CAR E# - pCMVDR8.91 /&
B~ pMD.G EgiE Lt 293T

! !
\ RN _ B N
HEESTH lentivirus 1Y _FIER PUIL-2 ~ IL-1 ; ;ém];ynabeads E1b

!

Lentiviral transduction
#éf anti-EpCAM CAR ZER253E T 4fifE

v

B2 anti-EpCAM CAR-T 4Hft

2537 anti-EpCAM CAR-T &M EpCAM B EpCAM E4lReHE

& anti-EpCAM CAR-T #fiAEE HCT116 &4

B (EpCAM ) F:EIREE

i anti-EpCAM CAR-T 4fiAfZEH H460 F&4HAM

Fr AS49 JE4HRE (EpCAM) F:[EkzE

v

DV aveiili 26 Ay ge R adiliak :4E!

v

TIMTELE
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— ~ PR EERERY anti-EpCAM CAR construct 3% PIHS &2

» anti-EpCAM ScFv CD28 CD3 ¢

antigen-binding domain hinge co-stimulatory domains  activation domain
+ .
transmembrane domain

B = ~ anti-EpCAM CAR construct 27 <& &l

~ HESY lentiviral transduction AV {ENF EBLHEERE

lentiviral transduction B

fenvirss e CLIN PR 72 N4
u
10pL 100 100
B 20uL
. 4OHL 75 75
3 3
= =
2 50 S 50
g g
3 ?
25 25
0 | - vl o e u"‘i"‘kw
10° 10' 10° 10° 10* 10° 10° 10° 10" 10° 10° 10" 10° 10°
FLAG-tag FHiA FLAG-tag FH%
~ RERE AR
virus titer test
FLAG-tag RFH  ggy, 99% 99%
100.00% - 8504
° 80%
80.00% - 71%
60.00% -
40.00% A
20.00% A
0.00% -
10pL 20pL 40uL
m48hr O72hr
BA  HEREA

12



lentivirus EAHRETE > RETERE A8 £ T2 /N EAGBERBRELE > HILA
B AIESE 10°# Jurkat ZHREI0 AR [SIRSFERY lentivirus JEXEHR > {3 Jurkat AHAEALCHE 48
JINBFER 72 7NBEAY lentiviral transduction 728 ¢ F@H] FLAG-tag £IR = -

Jurkat Fo#E AT T 4HAE - B primary T cell MRS > HECARYK - SCARERE
HERLA Turkat ZHAERAR ORI -

AREERE CAR-T % FLAG-tag » AJHEHH(E A=A ER A T SRR REm SR Y
FLAG-tag FRA - LIGAI CAR-T HYEES -

W R ATEEE lentivirus BRI B HFH 48 R & Jurkat 4HAHAHY FLAG-tag FRFZ
F#fE > ERIE 48 /INEHE: lentiviral transduction HYRERFR o & 10" Jurkat 4HEEHIA 20uL (1Y
lentivirus JER4ER 2 AR » FLAG-tag FSER R FERS R VAR S/

PR FLAG-tag ZRPR AR BERF R R AL T
. RZEGAVHN A REARER - &OA RIFHESEREEN IR - NI R B

HHAEEIEER -

2. lentivirus ¥4HARZE E M - ERAASET -
554N > B lentivirus JEFEFEIE] > £HML lentivirus BYESSCREL S SR EE - B4

jE—4tt lentivirus FHEE BT —TEMEL > DAHELR lentivirus FYAE o

» primary T cell FHEHL CD4 4 EAZRER CDS8 4Ry 73 AR LL 1

FIF CD3 MicroBeads 77t T A » 4% Dynabeads Human T-Activator CD3/CD28 /&
k1% » DURANBEER CD4 8L CDS'HY T 4HARELRT -

T 4ffE E 2 E &R CDAAVEHENEY T 4HfE > B12281 CD8 1M T 4HkE - 1E4HRE
FAOHE > EIE TR R E RN Z =3 CDS VARSI T 418 » RILVHRE (R
primary T cell 75 EHVAHREZREL CD]™ » LLEITARR A I -

TE# BRAE A CD8 FER R ALTE 33%  AE R F primary T cell CD8 FIHHE K
LI 42% » CDS R E &%y » m] LU TR R -

13



CD4+

B CD8+
R2-CD3.4.8
100
53.691% 3.876%
108
10+ CD4+
i 10 54% " CD8+
8 others
102 |
10" . )
10013:335% b 3'9-'.0-9_80/0
10° 10 10° 10" 10" 10" 10°
CD8-A

[EI7S ~ primary T cell CD4'/CD8*REIRY34E [ ~ primary T cell CD4"/CD8 RIS 45

Y~ EfEREEARAERY EpCAM R &

HCT116-YFP A549 H460

100 100 100
75 75 75

50 50

Percent of Max
Percent of Max
Percent of Max

25 25 25

10° 10° 10" 10° 10° 10* 10° 10° 10° 10" 10

EpCAM FH=R EpCAM FH3% EpCAM FEFH%
&/\ ~ HCT116 4HiftIY EpCAM RIEER  EJL - A549 4HAEHY EpCAM 3R B+ ~ H460 4HAEHY EpCAM FRIR=

99.3%
100.0% -
w 80.0%
b ’
=
® 60.0% A
=
<
2 40.0% A
m
20.0%
8.6%
0.2%
0.0% -
HCT116-YFP A549 H460

B+— - EERh AV =RE4HAEHY EpCAM REH

14



HCT116-YFP fRE#R ~ A549 4HAEME ~ H460 4HFERERT EpCAM A5 7 5 99.3%
8.6% ~ 0.2% -

AHFE S5 CAR-T 4HAEAESE B EpCAM > (R LR ZHR E A EF5H EpCAM AYE4TRE
E R AE R A Y H AR - AR SRR ARG R AR HCT116 #8857 EpCAM -
EHAIE - HCT116-YFP dHAEik T 2%-FAra dlihE &3 EpCAM > S HCT116-YFP & &
TEACE B AR AR Ry H AR T 5% A 2R3 EpCAM HYFEFEAHAE AS49 4HiRERAT
H460 4HAER A &% EHIE anti-EpCAM CAR-T 4RGSR —:A9 4% H 4R -
~ FIIH lentiviral transduction { primary T cell 8 Y, CAR-T 4

LA = 4B HIE lentiviral transduction 48 /NE#{% primary T cell B FLAG-tag FIRZE »
AJHEE H CAR-T M &

CAR-T 4HfE#&2 = primary T cell #i& x FLAG-tag TI=R

anti-EpCAM CAR-T cell control CAR-T cell
100 100
75 75
3 3
= =
B 50 .8 50
g 3
25 25
0 lllﬂ”l | 0 IIIIII (Y
10° 10' 10° 10° 10* 10° 10° 10° 10’ 10° 10° 10° 10° 10°
FLAG-tag = FLAG-tag FF=

B+ - F lentivirus JE% primary T cell 48 /[NiF1&HY FLAG-tag IR

FLAG-tag FRIIH primary T cell FLAG-tag Z5FH3%
100.0% - 87.9%

51.8%

80.0% -
60.0% -
40.0% -
20.0% -
0.0% -

Anti-EpCAM CAR-T cell  control CAR-T cell
B-+= - F lentivirus B%Z% primary T cell 48 /NIF{&HY FLAG-tag RIRE

15



PR AR AR EE S primary T cell BY FLAG-tag 3% » 1551 anti-EpCAM CAR-T 4HAEHY
FLAG-tag ¥ 2 5 87.9% » control CAR-T 4HAHAYEIRZ B 51.8% -

Control CAR-T 4Hff Bt/ antigen-binding domain #J CAR-T 4t o

N~ 93#7 anti-EpCAM CAR-T #HAf135 7> EpCAM-+J 4HAEAY 25 5
LL1:10 A0 105 AYEEGIE[EEEE HCT116 dHAE(EpCAM+ R Anti-EpCAM CAR-T 4l -
S control CAR-T 4HAEEL HCT116 AR FIR e /F Ry B HG4E - B A A RPMI (IL-2
1.25ng/mL ~ IL-15 0.Img/mL) 558 16 /NRF1% » DUR AR A B AHER SR LU
%1 CAR-T 4HREAYEREUCR - HIET =& - ** p value < 0.05 -

AT

CNet

CN,

Cell Killing Rate =1 —

CNc;+ = Cancer Cell Number,,_cuiture

CN,. = Cancer Cell Numbercancer cell

B = R B R R A AR A T

O control
m anti-EpCAM CAR-T
100% - *
80% - ok
()
©
g 60% - -
= 40% -
] T
20% -
0%
1:10 1:5

co-culture ratio (HCT116 : CAR-T)
BV ~ 4HpERRER > cell killing rate (* : p <0.05)
FHIE - ="#5K1 > Anti-EpCAM CAR-T dAt 2% AE /)= S i B IR AY CAR-T 4HAE

HAGET EHBEE 2R - HEkREIiEE CAR-T HHEELBIH AT A T = o Ess -
16



£~ 737 anti-EpCAM CAR-T #HiRE¥HY EpCAM+E2 EpCAM-J# AMAEAY SR8 AR
DA 1:10 A1 1:5 AYEEBEF anti-EpCAM CAR-T #HAfIEE HCT116 4 (EpCAM+) ~ A549
AMAEC EpCAM- )~ H460 AHIAE( EpCAM- )73 3| $4 [F#5 8 » 55K control CAR-T #HAEEL HCT116
HHAEL ~ AS49 4HIAE ~ HA60 4Rt T RILL 1:10 A 1.5 HYELGIILEI S E1F R I - BE Al
F RPMI (A IIAHAERER) - 558 16 /NRHE - DURCAIHE G oA AR S 2R DUSAT
CAR-T 4RI TERCSR - HLHET =K E R -
100% -

80% * %

* %k

60% -

40% -

* %k

20% A -
0%

IT‘

cell killing rate

-20% -
1:10 1:5
co-culture ratio (HCT116 : CAR-T)
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2. Trendy approach in cancer therapy.
The poster presentation is clear enough to the audience.
Some minor changes in the poster is recommended, for
example: label representative blots with Molecular Weight,
add statistics methods, sample number, and p-value in the

Materials and Methods, and Results sections.
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