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Abstract

Epithelial cell adhesion molecule (EpCAM) 1s involved 1n cell adhesion, signal transduction,
proliferation and differentiation, and it 1s highly expressed in many types of malignant tumor tissues.
Since EpCAM can be used as a diagnostic marker for various cancers, it may also be considered as a
possible key treatment target for those cancers. In support of this idea, a recently developed anti-EpCAM
neutralizing antibody was shown to inhibit EpCAM-mediated signal transduction and reduce the level of
PD-L1 in cancer cells, thereby causing tumor cell death and facilitating T cell-dependent killing of cancer
cells.

In order to evaluate the effects of EpCAM expression on cancer cells, we compared wild-type and
EpCAM-knockout cell lines. Western blotting and gRT-PCR were first used to confirm that the EpCAM
gene was 1ndeed disrupted in the knockout line. Then, we performed cell survival and colony formation
assays to evaluate the impact of EpCAM on proliferation of cancer cells. Cell migration and invasion
assays were performed on wild-type and EpCAM-knockout cells with and without inhibitors DAPT and
TAPI-1 treatment. Next, we tested the effects of our anti-EpCAM monoclonal antibody on cancer cells.
An apoptosis assay revealed that the anti-EpCAM monoclonal antibody can indeed promote apoptosis of
cancer cells. These findings support the idea that anti-EpCAM monoclonal antibodies are highly
promising for cancer treatment, and we hope to furhter develop the antibodies into feasible and effective

cancer therapies in the future.
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(=) BHERFEFE (Cancer immunotherapy)
M S8R S 1Y e AR TR T - R AT & R 5R (4 LR AR 28 2 F 1Y
PSR VORI - BE AU G FRIEIE

PRURs e 4Rt (T 40M)ZRmA PD-1 &0E - T4l A PD-L1 &0E

» & PD-1 B
PD-L1 5 &l ook T i A R B ARt - R E et AR I

(checkpoint inhibitors){s F 1% > R RARIRE WERSEHT SRIEHIHITE A - (Eo ) T QIR 5 &
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(=) FEEEFEEE (Tumor microenvironment)
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(—) TPEHEEGE (Western-blotting)

1. PBS (BhEEEIS AR & H/K)

2. Eppendorf tube (f{ &8k 0 E)

3. Nonidet-P40 (ZEAFFTE 2 B2 FEIK
(1) NaCl (Z1L#)
(2) NPAO (ZEFFEE L RS)
(3) 50 mM Tris-HC1 (= ¥% FHEL R H)5E) pH 8.0
(4) B EEHHIE



RIPA $RENR (BUH R B SRR ER)
(1) NaCl (B L8

(2) NP-40 (ZEARE L )
() KR EHERE

(4)  SDS (-+Je kb i& i)
(5) Trs-HCI pH 8.0

(6) & BEHIHIE]

Tris-HCl 4R

(1) Tris-HCl pH 8.0

Laemmli 2x 4Ef&/ AR ENR
(1) SDS

() 2-5iALEE

(3) H

4) AEEE

(5) Tris-HCl

EIKGRENR (Tris-HH#%/SDS)
(1) Z=FEHEREE e

() Hhak

(3) SDS

AL AR (R

(1) Z=FEHERE A e

() Hhak

(3) HEE
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AR ER (FEzE)

(1) =FCHARE R

(2 Hhel

(3) HE

4) SDS

FIPASE ER

() FMEEZEE Bovine Serum Albumin, BSA)
(2) NI TBST 4& R - S0 8

RIHH 5 & Bl gH s % (QRT-PCR)

HCT116 F1 HT29 A9 cDNA A

10 mM dNTP (Wi Ef%ti%H =BhER)

Forward & Reverse primer (HI& 5| F & KKE5|F)
SYBR Green Master Matrix

96 FLEZ &ETHE

ddH:0 (Z5K)

i IrEn s

24 FLER

EEREER

(1) Dulbecco's Modified Eagle Medium (DMEM)
(2) 10% Ba4-Mm% (Fetal Bovine Serum, FBS)
(3) 1% penicillin/streptomycin Hi4Z (PS)

10% WST-1
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6 FLEx

EfERER

(1) Dulbecco's Modified Eagle Medium (DMEM)
(2) 10% RG4-M% (Fetal Bovine Serum, FBS)
(3) 1% penicillin/streptomycin 42 (PS)
LEERRAY (Crystal Violet)
HHREESRS B ARE ) 0T

Transwell

24 well plate

10% Matrigel

PBS

0.5%Crystal violet+10%MeOH

Dulbecco's Modified Eagle Medium (DMEM) (‘K& [I7F)
EERER

(1) Dulbecco's Modified Eagle Medium (DMEM)
) 10% P47 (Fetal Bovine Serum, FBS)
(3) 1% penicillin/streptomycin P2 (PS)
ddH20

DAPT (GSI-IX, LY-374973)

TAPI-1 (ADAM17/TACE fIIF{ET)
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(—)
(=)

ARG e
24 FLEE
Dulbecco's Modified Eagle Medium (DMEM) CR&115)
10x $HRF4EENR (binding buffer)
ddH20
7|_\‘FIIJ

Annexin V. ZLF

~ 4REEEE (cell culture)

AR KPS E RS ANAE HCT116 B2 HT29 4Rt
Fz3& ELDulbecco's Modified Eagle Medium (DMEM) » (N& 10% Pa4-IS%E (Fetal

Bovine Serum, FBS) Ei 1% penicillin/streptomycin Ji4 2=

(=)

HEBR(:37°C, 5%CO:

7G5 S5 % (Western-blotting)

(—)

1.

BdIREEYIREY) (cell lysate)

MR RS R M E YK L > FZK2HY PBS ZEAHHY

i PBS Wt - MBI A KA HYSRR ETR

FTESHI SR AR SRS N REEEARE - 2R S R AR R E TR 1Y
Pl E R LB T

£ 4 C T RFETH: 30 i

£ 4 CHAHIEELETLL 16,000x g HYEEERREE L) 20 4558
RSN R OB P EUHBE OS> BERVVKE

R BB R 2 EAE K EAVHEE O E T AR



(Z) BB
L HUHVINERSY (50 wL) 248 - FRNEE T - W SRl In E A R
J&
2. [ARIERR RIS I ARG TRAY 2x Laemmli B an & #IR
3. BEMEAE 100 C TR R R T B R AR R Y S v o T
° 1E-20 'C TORFRI) -
4. A£37 C MR OE o EMIEE T L 16,000 g Bl
5 o
(= EEFIEE K (SDS-PAGE)
I HEEEEEMT 254 FEF] SDS-PAGE B2l < ACHH AR #Y)
SRSV E A PR B 20-30 we o ALEAM BEEE F 10-100 ng
2. FE 100V NHEFTEEVK 1 £ 2 /N

() BHEAHEEEN GRS E KR 2] PVDF (polyvinylidene difluoride) #E#E[IfE

L AR E SR RS

Foam EE
Filter papers EZ:F

Gel BAFEREREELR
Membrane PYDFS¥EMNRE

BEEN Transfer
FMA direction

Filter papers B
Foam ]

v

+

B H HEE * https:/tw.sinobiological.com/category/wb-wet-transfer

(1) FEEEE(E PVDF (polyvinylidene difluoride) 1 4388 » W AF B HEEEE > 71 F
R AR TR PVDF
(2) Ft#: PVDF #EIRE n] FI R Hiae st
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https://tw.sinobiological.com/category/wb-wet-transfer

(1)

0.
7.

h~ RIS

(—)

1.

2.

71N -2

H S%ESPAEENRAT 206 NERARE 1 /NI - BUfE 4 °C N ERAEKR

FH & MRS N — SR EURB AT S%B 2% T 4 ClaRiFEE

FH TBST LA 50~60RPM &% PVDF $#E[15% 3 X » &4 5 7§

FHHEBE MRS VI aC R PR TE & S%EIPAGENRAY TBST = Rl S 1/
i3

F3 TBST LA 50~60RPM 7L 3 2K » &K 5 708 - FA TBS Mk
TR 2 BRANERA - I P 25 AH SRR R 7 5 B

Al Z SR P S o i

Wi §H 7 (QRT-PCR)

FCEREA

A cDNA A © LA ddH:O 1 cDNA BEAREFRE K 10 ng/ 1L

Fc#d S «M forward primer (FIES[F) * B9 wL ddH:0 % eppendorf tube > FEI
A1l uL50 pM forward primer stock

fc#d S 1M reverse primer (R E5[F) * B9 1L ddH:0 % eppendorf tube > FHil
A1 ©L 50 1M reverse primer stock

Bc®Y 1.2 mM dNTP : EY 88 L ddH.O % eppendorf tube » FAIA

12 1L 10 mM dNTP stock

N RTE .
ACELE AR

A A p3ic HETE

forward primer 5uM 0.2 ©Liwell
reverse primer 5uM 0.2 uL/well
dNTP 1.2 mM 0.2 ©Liwell
ddH-O - 4.6 pLiwell

(FLp iR R R — (il well HYE - 17 EIREEFIHY well BfEEE)

11



(=) 4t
1. HUH 96 FL#E > & well {IRIFIIA S p L EEAR

=3

2. B 96 FLEEIE K L » #-20C /KFEEUE SYBR Green Master Matrix > =22 {& 5
well {8 IIA 10 L SYBR Green Master Matrix
3. HUHETRERGAGTY 96 FLER | - ZERESE 212 BT R B Sl s U S FE R T
[ FE
(=)  Real-Time PCR (B[ 55 & iy 2 85 S ) T HR U [
. 50CKZFE 2 578
2. 9SCKJE 10 77
3. OSCKRIE ST
4. 60°CKZJE 1 7y
5. EHEAOX
AN~ AR SRR
(—) P4
L HU=A{E 96 LA
2. B well A Ix10YEZHAE - KL A RS BRE AR E 1~3 K
(=) MERLHE
. Fc#d WST-1 747 * B 4.5 mL &RaA-IEHE &L 2 eppendorf tube » FEAILA 450
L WST-1
2. Wbk 96 FLER Y FIER
3. A well LA 100 ¢ L FRECIFAYA RILICHICHE 5%
4. MASTERFRFE 1 /N
5. RHLEEHELH
6. {FEFIEEESLL OD 450 nm JIMHERE
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t -~ 4HREEEE E S
(—)  HErEAA
1 HU—fE 6 FLER
2. R well SYRIIIA S10°(EAHAE - ARSEFE R B —(EEFE
(=) 4Rt
1. RBR 6 FLEE Y AR
2. well 22BINIA 1 mL #Y Crystal Violet <] - [Z LY 15~20 43§
3. BRI FACEE - Iz R AT R R R
J\ ~ 4RREEERS B2 ABE JT 530
(—) FcBAEREE Matigel)
I ¥ Matrigel H-20°C JKFEHLH - B 4°C fFHR
2. 10 pLEI90 uL Fé& FBS AURSEERS
3. JOA transwell H* > & transwell JBUA 24 well plate B> 37°C 558246 30 778
(=) PEfEAe
1. BHIRELIR & FBS MRS B AL EA %8
2. IAE FBS MEERE transwell ZNE (750 1« Liwell)
3. EHA transwell {REEAIA 2x10°[E4HAE (500 « Liwell)
4. FEHP B RINA 2.5 £ L DAPT A1 TAPI-1
5. T 3TC BFEAHARE 24 /NIF
(=) 4
. EREEEER - DRGSR D& PBS 84 transwell Y5
2. M tranwell FIHILA S00 L & 10% MeOH &9 Crystal Violet 47 » 235 52 € 30
oy |
3. DL ddHO 5% transwell » 58Z7% B o] 457

13



T~ 4R T el

PEfEARE

B —{& 24 7L

T well JOA 2x10°{E4HAA > KA B BFE B

A

3R Normal mouse IgG (NM IgG)F1 EpCAM 11447158 (EpAb2-6)
FEAR& FBS /Y DMEM B8R - 55 6 /NEf

A E S

FCEUSHERAR DR © HL 6.3 mL /Y ddH20 ZEE0VE > FFIIA 700 1 L 10xSEREE
K

A —{EHTHIEE O > SEIA 1.25 mL BCBraUsEiesg % (binding buffer) - 5
SYRIMIA 25 1L Y PLEAYHIRT Annexin V 47

i pipette 95 R & 1% KL BT RSB K 3l H A5t

L

e BRI - IIA 500 « L PBS JeikamAt

i PBS BIEEAIA 300 L trypsin » A 37°C HEEFE S NE 3~5 7o

A S00 uL SMUERVEFEE - HMEREREEENMAE &9 InA
1.5 mL H9BE0E

B ABE LM > 3000 RPM Bl 5 478

RAEE OV E R EIBRE - LA 1 mL Y PBS /&L

[E]45% 3000RPM FE#fE s 5 5788

NS

TR CVE Y PBS (4

FHESE L EMIA 100 1 L BB a4

TERRCRRRIE 15 538 - B0 FAEECERaE R

14



2~ WREREN R
— ~ FEJ7EEEDE (Western blotting)

(—) &SRy

HCT116 HT29
WT KO WT KO kDa
EpCAM | - — —35

a-tubulin w _d—so

& — ~ WT J KO HCT116 #1 HT29 4fiftl~ tubulin A1 EpCAM & HEFKHE

(WT B[l & wild type » KO B[J & EpCAM knockout)
(Z) TS

& ~ WT kK KO HCT116 1 HT29 i1~ EpCAM/ « -tubulin EEHERIAE -
ik p <0.001
(WT E[I & wild type » KO B[l & EpCAM knockout)

Ry T e 1% BB EpCAM knockout 4HREATEERF EnCAM HiF% - F-AFIFIFHPE )T &
BEEAIEAHREPA tubulin F1 EpCAM HYZRIR & - HHIE—FIE — 7] PAEIZLE tubulin FVRIR =
AR K > BV aliEE AT AU E 0 E B R REEENY - AL H B — knockout sliE)2 A
EpCAM K& - 1 wild type AlIA - K&EREEIHE - B =t 5] DI ZEE] wild type 1Y
EpCAM 3 & BHFALL knockout = » B AT HERE & B Y EpCAM knockout 4HFEA BLIEF

EpCAM Zi5 -

15



» B SR E (QRT-PCR)
HHAfIRR - HCT116
(—) Ct{EEE

EHEME | 5 1 2 3 ]
AE&EH WT 17.01 17.13 17.08 17.07
(Actin)
KO 16.92 16.89 16.92 16.9
EpCAM WT 20.1 19.95 19.99 20.01
KO 27.58 26.56 26.49 31.54

(Z) MHEFRREHE
BAP5e 53 BT HLEN 2 H (Actin)Bd EpCAM #Y Ct {6 » FIIFH E—FEEEAHT Actin
JEE 0 L WT EpCAM MHEFY Actin Z UK MER Z FISURIRAE » FHHARA
EpCAM MR Actin Z RS Z EIBHIMHESEER] -

s 2 (BIIHEA Ct - Actin Ct {5744
FRRIR - >(WT EpCAM Ct {&:5— Actin Ct &)

GvES 1 2 3 B
WT 0.940793 1.043876 1.015331 1
KO 0.004706 0.009543 0.010017 0.008089

16



(=)  HLl BRI pER R E LR

1.2 1 *ok

1.0 - L

0.8 1

0.6 1

0.4 -

0.2 ;

EpCAM mRNA expression

0.0 . .
WT KO
EPY ~ WT k& KO HCT116 #fiftl EpCAM mRNA & -
*xp < 0.001
(WT B[l & wild type » KO B[} & EpCAM knockout)
By T HER R B BRI EpCAM knockout 4HREAREEKF EpCAM 5B - F-AFIFI RN
e B il 2§ K7 ESHIT & wiild type 1 EpCAM knockout 4 Actin 1 EpCAM fy Ct {5 -
B RSAHERIA R - HE YA E B #ER knockout AHRE A LLfgRIA & - (HAHEHR
wild type HUELRFRIRE A T BAEHYESR - e DUETTREE R -
= - Wi ERE R
(—)  1x10* {E HT29 4fE/well £ 10%FBS #%#& k. 5x10° i HCT116 4fft/well 1F
S5%FBS F&
1. WSREEIEEL WST-1 FREFF L OD450 )
YR AR — R AL - RIZALEY BTSSR PR - gBlE
BT R2 R R IR Y (B (absorbance, U £y optical density OD )AX—IEELRA (% » ERIELAF]
FH 73 65K B (spectrophotometer) HIEWRSEAE TS » BRI HERIEZ LAYV B SR YR
RE o
({EEYE N | HYEAE (AL absorbance) TEFR A Ar = log(I/) » Lo (incident light
density): Ry7rCCERERTIHIR & 1 WYOEIRGRE - T (transmitted light intensity) &y To&%
WIEIRA% 0 FTERE AR R -

17



1 FH-K
AMpRERE | HUA |1 2 3 4 5 6 7 8 9 10 |FHE
10%FBS | WT | 1.246 | 1.592 [ 1.385 | 1.827 [ 2.014 | 1.817 | 1.460 | 1.528 | 1.049 | 0.857 | 1.4775
HT29

KO [0.584 [0.599 [0.561 |0.597 |0.595 10.573 10.663 | 0.511 |0.783 | 0.633 | 0.6099
5%FBS WT 10.393 [0.441 [0.489 [0.463 [0.554 | 0.473 1 0.678 | 0.603 | 0.633 | 0.411 | 0.5138
HCT116

KO [0.373 {0.351 [0.350 [0.417 | 0.413 | 0.414 | 0.400 | 0.373 | 0.466 | 0.389 |0.3946

Q) HFZKR
AR | &lEE | 1 2 3 z 5 6 7 8 9 10 ]
10%FBS | WT |[1.331 | 1.194 | 1.018 | 1.518 | 1.109 | 2.123 | 1.965 | 1.750 | 2.070 | 1.579 | 1.5657
HT29

KO [0.942 [0.710 [0.724 | 0.746 | 0.754 1 0.949 | 1.031 | 0.786 | 0.948 | 0.823 [ 0.8412
5%FBS WT 10.479 {0.578 [0.685 [0.597 [0.728 [0.621 [0.863 | 0.787 | 0.734 | 0.462 | 0.6534
HCT116

KO [0.470 [0.424 |0.466 | 0.438 | 0.515 | 0.430 | 0.503 |0.435 |0.345 | 0.423 |0.4449

B B=XK
AMpEREERE | A |1 2 3 4 5 6 7 8 9 10 |
10%FBS | WT [2.365 | 2.771 | 2.484 |3.132 | 2.783 | 3.139 | 2.191 | 2.686 |2.080 |1.624 |2.5255
HT29

KO [ 1.196 [2.456 |1.910 |1.838 | 1.527 | 1.240 | 1.495 | 0.772 | 1.245 | 1.108 | 1.3787
5%FBS WT | 1.234 [ 1.599 [ 1.635 [1.846 [ 1.815 | 1.619 | 1.963 | 1.397 | 1.431 | 1.039 | 1.5578
HCT116

KO [0.772 {0.902 [0.925 [0.893 | 0.977 | 0.846 | 0.820 | 0.639 | 1.444 | 1.256 | 0.9474

18




2. HPLERRE R R IE LR

HCT116 5%FBS
2
1.8 4
o 16 - I awr
o 14 BKO
O 1.2
3
c 14
2038 -
(=] T
2 06 - -
< 04
A m [(m
0 . : '
1 2 3
Days
E7 - WT K KO HCT116 22 WST-1 % (E 8
(WT Bl & wild type > KO B[l &5 EpCAM knockout)
HT29 10%FBS
3 -
2.5 - I awT
2 I
§ 1.5 4 I
8
2 1
£
<
“1lm [N
0 . : :
1 2 3
Days

& 7S ~ WT K KO HT29 2 WST-1 WRB{EEEE
(WT H[I & wild type » KO B[l & EpCAM knockout)
fifeie. EnCAM knockout 4HREATEE 7R EpCAM 1% » £ T AREAIH AR &5
s %2 EpCAM /25 & B AIHAY IS A= 35 R 2 - SeAlA ELISA Reader M2 4HHE
IBOCAERER - (R R ARIEI LR - MRIRE 10 R B/ e DU E] > A dm2 HT29
2% HCT116 4P &4 wild type AHAEAG I HYBOEEEE#REE EpCAM knockout
= 0 A LS E EpCAM & e K1 B AR 4=

19



V0~ SHAEE R EER
(—) Btk

&t ~ HCT116 cell &/~ HT29 cell
(=)  HEfss ~ g
KO

HCT116

HT29

&L ~ HCT116 1 HT29 #9 wild type 1 knockout B¥3% £ R IHFMN
Fy 7Y EpCAM B &g i ARV ER S A& - IR 4R A S Bkl
22 o Pt Z R R A E R DINIR PR S 2 25 - FIR S IR 2= 5
fitim e HCT116 F1 HT29 MEEE A RIE M wild type ##Z2 EpCAM knockout 4H712% - H]
LIitERR EpCAM e i e 4R % A &

20



1~ B ELUR ARETI T
7 -secretase = TRALN YA N AVIE G E BN - RIERSHAGT i N AR AL e U) I B
RESHED - 2 & EpCAM » 1 EpCAM 2 EpICD £ T #Eifi Af% 5 T ADAMIT (A
disintegrin and metalloproteinase 17) RE{{HEHALS = EHRR% - 4 EpCAM Z EpEX D) NiEAY
DAPT A1 TAPI-1 HII53 Bl By 7 -secretase 1 ADAM17 B9 > FeFHELHEFIIALE
W FEE EE ) DA o -secretase 1 ADAM17 HIFER > { EpCAM #6253 # £ EpEX £
EpICD - BiZ2/E & & HYHRAV IR BUS ARET TS plise B -
AHREAR - HCT116
(—) HEpes ~Ha
L EREETIHT

WT

DAPT TAPI-1

&+ ~ HCT116 &Hff L DAPT 1 TAPI-1 BEEEAT KO 4HAtEERS 50

21



2. RABESIHT

WT

DAPT

[E-+— ~ HCT116 4Hi LA DAPT A1 TAPI-1 JEEEAT KO dHifffz AL

(=) HifEE
1. ERERE I

GV 1 2 3 1
WT 379 232 299 303
KO 110 64 132 102
DAPT 117 75 82 91
TAPI-1 151 164 139 151
2. RABENIHT

ERYES 1 2 3 15
WT 1651 1294 1422 1455
KO 396 269 344 336
DAPT 1019 817 1143 993
TAPI-1 804 684 820 711

22




(=)  HLl BRI pER R E LR
1. ERE S

140 |
120 | W
100 |

80 -
60 -

Migration (%)

40 1

20 -

0 : : : .
WT KO DAPT TAPI-1

&l ~ HCT116 4HAELL DAPT 1 TAPI-1 FEHEAT KO 4HpEiEfs =455t
*p<0.05
2. BEABESHT

120
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Ry T TifERd EpCAM /2 & &g iR AHREAVEERS R A= A Bl A 4 AtEs B
= ARE VLTI - BARSERE THYIRR T Ry R AT AERE RN Ry A RS R A AR
GRHVAHIAE - S E R PRSI 225 o A Image j 5T8ERES 7] DU EIRED]
AUATREE E - AR RIRE % - HET — & E - =FT DUEERT EpCAM & HEHE
AREAVEERS K2 A > H DAPT I TAPI-1 S295h 8] LUARAIHIH] EpCAM AYERE
(8% > R DR B A -

7S~ AHRELE TS

TIEEKEH G (Immunoglobulin G, 1gG)/&—TEHTAGIAAY » 1gG &M ARGIME TTAGHY
75% > fE MR TEER T i RAVHTAS R B Normal mouse IgG FifigAl EpCAM FflIPET
B85y AN AR A b O Ry B AH R B BeA - FELUBIEE EpCAM R MEHRS 24 o] DAY
AHREAE T -

DU =CABE 8 o i - fsiiil By Annexin-V ZEEF00 » Hiedil Ry PL A EFN - BERHS Y
BE oy B VO RIR - BT — SR K P1ERLAYEE — SRR Fyhth BA 8 TSR SE4RR
(Annexin-V', PI') (Annexin-V-,PI) » #EJL (1758 = SR BE4HHE (Annexin-V', PI) > Annexin-
V BB U R AN R AT T4 (Annexin-V', PT) -

(—) A AREERCsREER (BT N AR A EHHIEELA)
1. HCT116 4HAELL normal TeG HifkpzHE

10 100 10" 100 10° 10" 10 10 10 10 10 10 10 10 10" 10 100 10 100 10 10
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B+ ~ HCT116 %540
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. WL 7T
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100 100 3
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10 10¢ 10‘3
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(=) HUTHIREEERT (100%-F S4HHEELA)

AMpErk | PR 1 2 3 g

HCT116 | Normal IeG b1 | 4.2% 4.4% 4.8% 4.5%

EpCAM $iks 21.6% 20.7% 23.71% 22.0%

HT29 Normal IgG $ithe | 10.5% 10.5% 11.6% 10.9%

EpCAM $ifis 48.4% 50.4% 52.0% 50.2%

(=) Rl EER R R R E b
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o

40

30 *

20
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Necrotic and apoptotic cells (%)

[&--PU ~ Control IgG 1 EpCAM AT HiAGERHE HCT116 A1 HT29 4Rt~ 4HAEERSEEL
JETERRT - *p<0.05
By 1 HfEsR EpCAM s itdiae 2 & v] DUe AR A T - FefIF A= 4 e
JHFEAEREE TR - HrfE - PU AT DAEEE (4 HCT116 F1 HT29 4HAE /A EpCAM
ORI HTRS EE D AZERI4E normal TG HUASHYARAEE CEEBIRARA BT > HT29 2 |
FHIT 40% 2 2% > WESE EpCAM FHARIMEDTEE o] DA SOt (R EAREA T
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L hExA
él:l afff

FERRZERIEE > B3 A HCT116 821 HT29 WifE ARG 4RIk EpCAM knockout {F
B EERAH - S iBPE T EEE % (Western blotting) BiLE[IRG B AEE IS E (QRT-PCR) WY
FHE R HTAMAE AR EpCAM Y B LR ZRETLE - L wild type B2 EpCAM knockout
ARRERAY B R4S B n LLZEEE - wild type Y EpCAM #Exm 2 H B AN SR IR &M
knockout FH & 5-FIHK - HEZIAHRAEAY knockout HEARHEEE SR EnCAM -

P > IR ISR 4TAEAY wild type 2Kz EpCAM knockout #EAHEF THALA: £
SRR BN - O TAREAY A RAR - TR ERI2 HCT116 %2 HT29 4lifakk - #BAE
BIZ250 wild type FYA RR TR Ry > MEMMTHEET EpCAM RES(E EERE 4TAEATIY 4- A
FELAFEIEERY wild type B2 EpCAM knockout K AT TATPRBEAS BLIS ARE 1534 » T EEBR4S
P53 wild type FHEERS BT ATHSAVARBRER 2  HEBTH EpCAM JNEE S (I 3 e 4TAETY
EEFE B A o AN DAPT (7 -secretase fIIfHIE]) €1 TAPI-1 (ADAMI7 IR BEEE > 4H
REBE A HE R B AL AVANREE S i) - HEEZ R R 7S 5 EpCAM S HETT
B o FELUH] BpEX (B FBCas4S & PHET EnCAM SEMYEE - Kb BpICD #E A4H
Bt - (S AMRE RS B E ARE TS -

b FEH & — (S B AP R fE R S 2 4R (HCT116 ~ HT29) » EEa4H L EpCAM
RIS AR R > PEHIAILL normal TG HLESHEE( TR EE - 1 F LR VAR EE (Flow
cytometry) A Annexin-V/PT 828 E L TAINLE T ot - BIZEEIANIA EpCAM HRARIMES L
ST AR AR SE B CLL I A IR BRI 1372 » el R Mg e
%[ HET EnCAM sREAYEIETS [FEARLE T -
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KI5 BT R ER R RAV MR — » MEPAT AR B - [HE SR
AR E A RS o BAPTEEEERET EpCAM (EREE RIUIER » A S o] DR B E
TEAE - WA KRS AVRESE - 5351 > BpCAM P Mg A pshpiift s Ak - thiEFk
IR 56 B HAE B v DU ROtIE RO RS B 4R T IR PRk RE B Z B
FEREIERY BT« ZRIAMTRHE#E—25 734 EpCAM ¥f Programmed cell death ligand 1 (PD-
L1) ~ 2R F(growth factors) FIARAEEZ (cytokines IIFHRIL 2 228 » DL K ZaRERnIRE N &
HERERF R T A2 - FIL ] DUBIZEE] EpCAM ¥R ERIR N2 » R AN
PRt EpCAM > Rtk e A R AF— 10T -

h- 2FEH
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