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Anti EphA2 scFv (4HS5)-hCD28-hCD3g
Construction
Marker CAR-2A-GFP

Vector Type/Length Retrovirus / 9 kb

CD28:

CD28 (Cluster of Differentiation 28) is one of the proteins
expressed on T cells that provide co-stimulatorysignals required
for T cell activation and survival. CD28 is the receptor for CD80
(B7.1) and CD86 (B7.2) proteins which are expressed on
antigen-presenting cells(APC). CD28 modulates the primary
Description of TCR/CD3( signal in a different fashion than the late
Signaling Cassettes costimulatory elements OX40 and 4-1BB. CD28 enhances the
expression of downstream regulators that impact on T-cell
proliferation, death, differentiation, and effector functions.
CART cells containing the CD28 endodomain showed strikingly
enhanced sustained T cell activation, growth, survival. And
CD28 results in a brightly expressed, stable receptor as the

transmembrane domain. Including CD28 costimulatory domains

in CARs led to enhanced anti-malignancy efficacy.
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CD3¢:

CD3(, also known as T-cell receptor zeta, which together with T-
cell receptor and CD3y, o , & chain, forms the TCR-CD3
complex. { was expressed independently from the complex. The
zeta chain plays an important role in coupling antigen
recognition to several intracellular signal-transduction pathways.
CD3-zeta,which contains 3 ITAMs, is the most commonly used
endodomain component of CARs. It transmits an activation
signal to the T cell after antigen is bound. CD3-zeta may not
provide a fully competent activation signal and additional co-
stimulatory signaling is needed. For example, chimeric CD28
and OX40 can be used with CD3-zeta to transmit a

proliferative/survival signal, or all three can be used together.

Effector cell type T cell (human)

Target Homo sapiens EPH receptor A2 (EphA2)
Synonyms ARCC2; CTPA; CTPP1; CTRCT6; ECK
Target Gene ID 1969

Targeting Diseases

Hepatocellular Carcinoma (HCC), Lung Cancer, etc
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VGT-1969-18C6 hCAR-EphA2-GFP-T 4l 1 x 107 40
VGT-0000-18A4 GFP-hATC 4iijits. (f3ik GFP) 1 x 107 i
VGA-0013-0100 N T 20 58 4 55 7 100 mL
VGA-0036-0200 HAHN IL-2 ¥ (1000x) 100 puL
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Fig.1 CART 40 g% 5 Z A8

A. FACS taill CART 40 ff) GFP FHYEZ; B, Ot RMBikll CART 4i/fd GFP %1k C. R4l
A5 EphA2-CART 4 i %+ EphA2 BHYE ) HepG2 ¥E 40 M A5 4FH (E: T=2: 1, L83 24
h) ; D. 454kl EphA2-CART 4 fid %t #2408 il HepG2 A ffEH (E: T=2: 1, H#%5%
24h) .

PiB3: 1T Doner AN[F], LYK CART A FH LA AN T HE 0 220 o S2BRBAME S DL PR i ks
s e .
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1. Pkl R IR 55E5x

a) B T Uk R B G LB E T 37 °CKis, RBHESNGAE, BEENIRE
SRk (BRUFAE 1~ 2 min WARAD ©

b) BAEAAE R BT TIES, H 75 %l MRE SRS .

o) KA 2] 15 mL LW 0, 500, =i &0 5 min.

d) FAMGAFI, FH CART e 257 (VGA-0013-0100) 2t 5 24 M il i
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[E] ISP R IS AR IL-2 (1000 X, VGA-0036-001)

e) KA AR T A E A M R PR LB 30, SRS E T 37 °C, 5% COx K5 7R A5
Fo WHMEMMILE, WHRFIE, Flaysg, MEREZES, HHREIET,
Fbf SER SRR R
2. CART ZU#HBAER

a) 7 BEAL RIS AN R FRE L A 15 mL 55 50 mL B B0, 400 ~ 500
g BB O Smin, 7 HIEW; A PBS EELIM, FIXKEO Sming 7 RiEWH, FH
i CART 40 56 4 55 77 AL B 2 A, M5 2R E Dy 2 X 109/mL,  [R] I s N5 id 44
U IL-2 (1000 X, VGA-0036-001) ;

b) K iR SR E S FR L, BT 37 °C, 5% COx B 7R R 9% .

3. CART ZHfI5TF
Wetedn i, 500 g, B0 5 min, FF EIHHR, MALMEHEFABE (VGA-0046-100)
BRBIFAN, KRR R A, ARG SRR B R AT T-80°C,
#1E 1: CART A RAFEE N 5~10 X 10%mL;
U 2: N THEE CART UM E 77303, IR H H4-80°CA I % 7% 2 I AUIRAT

7N~ BRI B AT

D A7 g SETT BT, AR AR S =T A . ek B s

2) A7 LS S ARSI A, ANREF TR RSS2 8T, BUE
(EEISFSAEREH

3) Wbt 48 h Wl KB, T RINERRE S, @I R

4) TR AU A, NG R RIS Y, A T IR BN A RS
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