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CEn

BBHHRIK ( Single-Chain Fragment Variable, scFv ) FIZK3{A ( Nanobody ) B FER T 2K, BT
NADFRE/N, FELE, ¥R, RREME, ELERRBER. 128, arSErmEaEE(ERF @
FRI=.

INTFERR, TEAOTARRFRERNMFEEEMN, BIATXE, aERATEMANEERERSTAER
AL XMREARXIEENEARR, RZEARRFARNTUSHTIRRIETUR (scFv) , scFviRER T EEAMERES

AiElt.

Light chain Antigen binding site

Heavy chain

ScFv

EMIE. FIRABEFERRIMIRIESFEFMFAREZEEN 196 Fiik ., —X2HRE B IEAMAIEMR
IgG1HUA (MW~150kDa ) » B—FPEBIELE 19G2 1 1gG3 (MW~90 kDa ) , BAiIER/DEREELAR SBHERI— MBEELS
tots, (CH1 &5#ale ) o IXEEHFUMBERFRAENERIR (HCAb ) . HCAb BB EEFR DB TIA, R sdAb B
VHH, VHHAFEA/IMUEBHARN1/10, #1215 kDa, EILLRIUMAKTUR . DKIFEHIAS 2R/

REERER.
V H
V. H
- @
Cc3
Conventional IgG Camelid Ilg G2 or Single domain
(Camelid Ig G1) Ig G3 antibody (sdAb)
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scFVIIVHHYE =

scFvAlVHHEREETER TE/N\DFil, aNBLEGRMZLL, BAEESHWMIENHER EANEEER
&, BARMEIEERN TR,

{354 scFv VHH
KN 28-35kDa 12-15kDa
Mik==HA <1h K 1h
B3 NR. KRE JeRl
Fr&RATIE) ®wig B
KA KIBMERSF (+) IBMESF (+++)
RE&E ZRE JUFARERE
Shalks REEPE (+) TREMMN (++)
TARiRER R ENEN G sl TE= BN H RIS
EnEE EEEEMR (++) BNEHEIEER (+++)
FAAH FHAE (+) FIAES (++)
N (=3 K
TREHHE REZHE (+) REASHGE (+++)
EvEZ =20 S5EHRH— AR
PRRRAIRSY BRHRBIIS RN RGPS
RIEKER Bz, B, HIEY

. B, THELEh

* T RFRZEATAREE,

“+ BERBRENE.

scFviIVHHM

scFvﬂ]VHHEE DFES/IN.
BIZHT . 99D . RS R

H.

FiESR. FIEEEE. SRR, BT IREANESMR, ERERT. &

CEYEN. EYERER. BRI RS ZER. BEEXS scFvAlVHH if
RAIRBTRN, BEEFRABIGEK, scFv MIVHHEEEBSRINE

, EEZ Rl TWERHAEEE XA

02



scFvRRVHHIRRE A BRE

scFVvilVHHEBIEE AN BRIS, SEMRBZSHIIMARIETRIFIHABAIXRE. AZRFscFVvIIVHHZSYIM
1HAAT, SRR E T scFVRVHHIFREBAEBRSG R . BIMRH T —BEscFvRVHHIAR TEIXF, HE T
scFVRVHHIRAIENIATS, BFEMNTUALIL. . INeeLERIBRSESREENE, IRRERICAR-THIEXRE
558. FMEEXBRNNSYNEESTRNE (WTEFFR) , EEAMMARARRBHEENZE, BHEE
scFvR VHHIAZR A ES AL

I RIS

mSESEENE s Em FHEE% BN
BURABMECARBRIEER VHH+PBMCH'E AAVXZEFIEC ST

zucK: e - Detection of AAVX Ligand

150K % o

20
- AANX-AAV2 Com lex
% 15 e RAVH-AAYS Complax
E.n - ARVKAAAVE Complex
- ARVX-ARVE Complex
0.5
2!

Comp-B572-A : PE-A

% % 4
CAR-THRRAE nESisREsEd HYRIEE DR

CAR-T#AEFAMER VHHEF S AL Sandwich ELISAIGI_E5EVHH
= 1973% 2a0kpa ‘1 23 % > ¢ 7 Sandwich ELISA for VHH Detection

140kDa- | b
115 kDa- [
80kDa- |

= 8-
R

-+ AD1BE0+A02016
6 = AN2165+A02018

400

50kDa- | 2
L
o

2.

31kDa-

- v
< =3 }
-1 '] 1 2 3
= Ty 15 kDa- Monomer Lg (ngiml)
-1072 10% 104 10° 1087 —

200

X/ s
B e —_—
CAR-THIISE NARINREETE
CAR-THIfRE £ scPvXT¥ B S RE I
§ T anti-CD20 scFv+AD2284
o S
200K .
150K .
58
100K |
50K 1 ]
o v T -r -
010 10° 10" 10° el
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( EE—RERN )

scFVAIVHHIUA KM E B BT R E A RRRATBMAE S ER AR . FEVHHUALKINZRES, BT EM=MPEE
EEIGETE, ELSMVHRFUARFIEFETIN, —EREE LREET VHRTUARIIAINER . MAnti-VHHIEUARLL
SiEREEEVHH AR SIEQNVHRTUARIZRE, ELRILIEREINVHRFUFRIAI .

=1 IeRIBMIEEE R ARl

LB e R AR THRIEVHHIUAR FEEBAFVHHFIIR T, BREZR BT EIMIEIRAINFLIES Ik
SEMRVHHFEIIRIEE . mAnti-VHHILAEN T LABIE E & VHH+ BRI ILIX—I312 . BTz EEE5EIIB4E
WRSWVHRTUA, ELCAT AR AMPRER TR, DLMAS, FHESHIZEIBRVHHRIZER . t5h, Anti-VHH
FURE AR se B R BRAGE IR, LABRRISEIRIRAM e A VHHITEL,

Sequencing

AT I

o,
IOOOOO. - I -
— VHH —
§8§§§ Optimization 3
Single B
cell culture Optimization 1 k -
IJI e
Recombinant 2‘
}& v oy expression Purification -
= = m Y r 4
- e o = T v y \
= O8O Sequencing ﬁ ®
=) —VHH| — — ®

Immunization Antigen
enrichment

—_re
T

Optimization 2

Anti-VHH < Single B

antibody cell culture
enrichment | ¥ -)

S 0wy oy Y ¥ Y e N @

Antigen-specific Antigen-specific Antigen-specific Anti-VHH Anti-VHH Anti-camelid Target Target Anti-VHH
memory B cells camelid 1gG1 camelid 1IgG2&3 antibody antibody antibody antigen VHH Resin
antibody antibody [HRP] [HRP]
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ZHEE — iEFRIAVHHAIPBMC

NC: PBS Anti-Camelid VHH antibody [PE]

250K = 250K =
200K = . - 200K =

150K 150K =

. Positive -
100K =* 0.031% 100K = -

SSC-A

-Rositive
23.579%

50K 50K =

Y

PE-A

FACS#Hi%3ESREI&IEHVHH+PBMCs . H4ASE2 ug MonoRab™ Rabbit Anti-Camelid VHH Cocktail [PE] (GenScript, A02018), #5540
Elffi~, VHH+PBMCHIHE%523.579%, SIEICE—X ., FHA02018%VHH+PBMCEBRSIEEM, Al HFVHH+PBMCHI%®
J\&O

( EA2—RARESLAE )

AR VHHIERERS, FEEXVHHEITEN . VHHREA BT FMENTHT, EREERNFRE®EISI
ANFcakHisFERE , FEMProtein ASUNITEFAL(L . AMIZTIES|IANRItagn[FHRVHHESHIRIFF &R T B TERIN
. ZOPATREEENRERN, Be%2lt, BT ARNVHHEYEEZEHRHITARKKE, XEHVHHATL
WSINTHFRIBEE . ETAnti-VHH FUAERIFFARNENN R, JUBERE. SRtLIAKEitaghIh N ERNER
FREFRIAES (WNAE . BEEMBILMAR ) PEUIERVHHRARVHE, RVHHESYIRRBIAFAIEE T,

Anti-VHH Affinity Resin

Bacteria AN
N\,
\\
{ \\ ‘
\,
\\
Transfection/Transformation Production &( Purification -
() v
S = \
%
Yeast Mammalian cell j ﬁ
VHHE R EE
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=1, BRVHHESSRIELY

240 kDa-
140 kDa-

115 kDa-
80 kDa-

Lane 1: 1# Camelid VHH whole cell lysate
Lane 2: 1# Flow through

Lane 3: Eluate 1# Camelid VHH with LOO905

50 kDa- Lane 4: Broad Multi Color Pre-Stained Protein Standard

(GenScript, M00624)
31kDa- Dimer

Lane 5: 2# Camelid VHH whole cell lysate(wih Dimer)
Lane 6: 2# Flow through

Lane 7: Eluate 2# Camelid VHH with LOO905

15 kDa- Monomer

{EFAMonoRab™ Anti-Camelid VHH Affinity Resin (GenScript, LOO905)ME.coli ZUERPEBWIERIVHH# FIVHH#2ER . £RERNZT
A LS S A B AR ZBRAAI3ERIVHH

2. NIFEVHHTIE SIS S

240 KD

140 KD
115 KD

80 KD

59 KD

50 KD Lane 1: Broad Multi Color Pre-Stained Protein Standard

(GenScript, M0O0624)

Lane 2: Whole cell lysate
31KD Y

Lane 3: Flow through
25KD | . . . .
Lane 4: Eluate of target Humanized VHH single domain

antibody-1
15 KD

6.5KD ==

{EFAMonoRab™ Anti-Humanized VHH Affinity Resin FF (GenScript, LO0951) ME. coliZfiR et B VHH#1 BH . ERE L™
ma LA S At R VHH
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( mAEs—RgheEsE )

MANEEIEE R HINERVER, EItEscFVvElVHHEH AR, TGN scFvalVHHITEEE S H1RAVES
Ao IS, TEscFVvERVHHIATFIZRITRES, HESEEEERNEENEIRZ—. SHinianti-scFv LA
anti-VHHFUARIEE MEH Taghy o TG MscFvalVHH, MFTANERscFvERVHHIFUAZSYRIBT AHAE o

261, 480 scFvERVHHITEBIR BRI S RED

SITFEFTR, Anti-scPViiRal TR ARMscFy . RiiscFviIRUS BIERAT BB RIE AR (EIA);
anti-VHHEAA BT AR IIVHHI BB MRS & 850 (21B)

A Binding curve between scFv/bispecific antibody B Binding curve between VHH and its target antigen
and its target antigen detected by A02282 detected by A02016
8+ 5-
-8~ Humanized scFv #1-Antigen #1 4 o i3
6 -8 Mouse scFv #2-Antigen #2 < —— A02016
2 =%~ Bispecific Antibody #3-Antigen #3 Q 31
g+ g
(] O 24
2 1
0 T T 1 0 T T T 1
0 1 2 3 4 -2 0 2 4 6
Lg(ng/ml) Lg (ng/ml)

AfEEFanti-scFviL At liscFVIT EEERRISE 588, $Em M scFVERANT:

Humanized scFv#1:anti-VEGF scFv; Antigen#1:VEGF; Mouse scFv#2: anti-BCMA scFv; Antigen#2: BCMA; Bispecific Antibody#3:
anti-CD19xanti-CD3, BITE; Antigen#3: CD3.

B. f#Aanti-VHHIIKRA02016#& Manti-HIV p24 VHHITEEBIARHIV p24I5E 58577,

=612, t2llscFvII LRI SRED

fEscPvalE T scFVAIUS SRR AT RS, EERMEEEER, THEQNESHERIEEEE, LUE
AEEMREM . RUARARERETAti-scPVUAIE S scFViIAIRIME RSN RIEES, KRGS scFVRY
MEFRIDEREIREREES, B BT ellscFvd EEEMIBRIZESEET -

=
&
5

[ anti-CD20 scFv+AD2284
[ AD2284
[ Unstained

240

{EFAMonoRab™ Rabbit Anti-scFv Cocktail [FITCI(GenScript, A02284)%>
Hranti-CD20H ARSI RajidHiBAVE S BED . HAPEESLLERERREM

B, TESARERIAA22BAHLEN, BELEARZENAanti-CD20
scFVAA02284f94MA .

160

80
L

T T T T T
1024 108 104 103 108 107 1073
FITC-A
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N4 — RS ESEENE
C )

BRiscFvAIVHHER AT ZRIN B EEMIEIaT T PIEACARRIFURIRBIZEMEL, T Tk MRS SRR AE
REMRABEN, UREMESSIERARESTE . BHRSECAR-THARSTHNERET EEEZ2NAE, MISHSE
ENERIHHISHRSRENMENXELEZ—. BTISRSHAEFEEEHED, BB ERAMIERE
FHITRSEERNNE, MmERERANMEEESHYE 5731’E73F SHIAEE, ERRSHAESEEARREEN
HpefE, NN CAR BRI CAR EFIENY, HEHESHEE (TU/ml) .

¥

®, )
—) —)
@
, A
: . ©<®
"@,’@ rt; ((::(. Ol
Transduce cells FACS Count fluorescent cells

=. anti-scFvinffAF SRS SR ENE

BIETBECARERNIERSHITHERRE, HATEABBRMAMARHEK-29340iE, JRIEFRIACARFIHEK-2934
i, 1ZCARBIRIRIRBIEHag oscFv, BERERFITCARICAYanti-scFviLiR ( GenScript, A02284)LLU|LEEQHHH@7HA
MCARAIPAMR ( BISCARRE SRR E DL ) , HRIERSH R SRR AR ERSESRE.
RETRIFRIACARIMISRIACARIMIEAT LARITRIFAISEE, FBHanti-scAviAa] LS IIERSESHE

== TR sk,
RS EE
Negative Control 1: 81 1: 243 1: 729 1: 2187
250K -] FITC-A, SSC-A subset 250K | FITC-A, SSC-A subset 250K -] FITC-A, SSC-A subset 250K - FITC-A, SSC-A subset 250K | FITC-A, SSC-A subset
0.040% 62.1% 31.1% 133% 5.55%

200K - 200K ] 200K 200K 200K -]
150K 4 150K -]

100K 00K o

SSC-A
g

50K 50k -

FITC-A

RIBATL:  ( CARBRMEAAMELLA SAMRE HRERRER ) / (SRR ) |, TEZIBRSEHSHEH2.19E+08 TU/mL
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C RIF5 — CAR-TZHBRZE1E )

TR s, iR MEscFvalVHHRIRIZKFEEAFRACAR-THEAMENFTELX, HRNFEEE,
2018561, TEEMRARIGEMRRIRAMT 7 ( CAR-THEETT - REEEFICNARKIEIRKAREERER ) , X
HBRFAIR H CAR-TAABAIBR A U R 4B = A F RIEE RS R . CAR-TIT AR B IZ e R IFECAR-TH
fEREARNMEEZ —, EARNEEAEMERBIERNBIMS ECARBMETHN, EtFTICRIGRRISEINMEE, &
EIRRRFEMER, CARPEMERAIENERCAR-TEENGREEFIEA . BT SREFFHREEES, InFRXEM LS
ERMLRE T HREEERNE. CAR-TEARY IEMFEEENSZ T ENMEELER, (EAFRISA TN
FRo MIXEHEKITARNBEMCAREHIHMEFRERIT(L . FLt, CAR-THEmMIGKRBIFREI_ EHEIbETS, D
EAFIFCAR_EscFVERVHHAHE .

Z501. EF scFVvRICAR-THRRRIRAE

EEFIFAYANtI-scFVIIARITE FscFVAICAR-TAE R BB S H Mt . LR B RABEREELAIAYANt-scFv
AR RS TICAR-THERIPAMR, BiZ AN R B RENTHEERMEENIEEREES, FILLeTBEF
CAR-THHEHIZRAE

Anti-scFv cocktail-iFluor 647 Isotype control-iFluor 647 Anti-scFv cocktail-iFluor 647

Dilution 1:50 Dilution 1:50 Dilution 1:50 Dilution 1:100 Dilution 1:200 Dilution 1:500

0.36% 1.80%

39.27% 3973% 38.22% 3745%

600 787

o
%]
=
=)
=g
=3
=)

4.00 GEJO 787
4‘00 6.00 787
400 600 787
400 6?0 787

200
200
200

o . - o o - o o o

1012 102 104 105 1087 -1072 103 104 105 1087 10" 102 104 105 1087  -10'2 102 104 105 1087  -10'2 102 104 105 1087  -10'2 103 104 105 1087

Naive T cells CAR-T cells

SSC-H

iFluor 647
FERABEELLE (1: 50-1: 500 ) BMonoRab™ Rabbit Anti-scFv Cocktail [iFluor 647] (GenScript, A02288) & MI1EREIFICAR-T4H

i, MonoRab™ Rabbit IgG Control [iFluor 647] (Whole Molecule), mAb (GenScript, AO2026)3FCAR-T/RIEAIZE LUK A02288Xdnaive T
BRI E ORISR
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22(512. EF scFvICAR-THREF TELLER

BaimmE LB 2MAFCAR-THIEERMIENTE, WIS « FiERIProtein L, LAKEIRIFabF ERfYanti-FabiiiiR,

BRIXLET R NFEMscFVAAE, MIEESMEH T scFVvAIRENITFER . £HiIBAIMonoRab™ G&i1 scFv MUAZRE R
FscFvBITUA, TEscFvAIIGNIR CAR-THEAVERAE FEBE ZHMA . MIVHEIEARER E/Ranti-scFviL{iAEEL T
Protein L¥anti-FabL A BB EMAVHIE S BHIRNE SR HER,

Comp-Alexa Fluor 647-A:: CAR+

Anti-Human IgG F(ab’)2

Q1
30122%

Q2
38.6%

Ja4’
J0514%
oy

0 102 103 10

Comp-PerCP-Cy5-5-A1 CD3

Protein L

[+1]
107 30.208%

Q2

37.5% 10° 3 0.149%

Comp-FITC-A:: CAR+

1073
p H04

30.416%
e

0 1(12

Comp-PerCP-Cys-5-A:: CD3

Comp-Alexa Fluor 488-A
=
w
L

Anti-scFv Cocktall

e]]

Q2
54.5%

0 Jae L
J0683%
e

0 102 10

Comp-PerCP-Cy5-5-A: CD3

{FEFRHEERERIMonoRab™ Rabbit Anti-scFv Cocktail (GenScript, A02282) . FITC-Labeled Recombinant Protein L #1 Alexa Fluor® 647

AffiniPure Goat Anti-Human IgG, F(ab')2 f&MIfEEI A SMEAICAR-TAE . H, Anti-scFviLiRHIR LSS HAlexa Fluor®
488-Labeled Goat Anti-Rabbit IgGIEfit,

213. EFVHHAICAR-THRZRALE

GenScript Anti-VHH FUAX3E5ME S VHH A9 CAR-T MiERIMEESIERE, FRMRELLOIRITIAIIRETS i

M EAEZHVHH CAR-T 4HIEASEIE .

SSC-H

2 3 4 5
010 10 10 10

2 3
010 10

4 &
10 10

2 3
010 10

4 5
10 10

Jurkat cells Jurkat-CAR (20%)

\ Dilution1:100 Dilution1:100 Dilution1:400 Dilution1:1600
250K 0.030% 20.3% 250K 1 20.8% 250K7 20.5%
200K | 200K | 200K |
150K | 150K | 150K 1
100K 100K 1 100K |
50K ] 50K | 50K

0 0 0

2 3
010 10

5
10 10

Anti-VHH cocktail-PE

\4

FACSHS AR B EELL FIFIMonoRab™ Rabbit Anti-Camelid VHH Cocktail [PE] (GenScript, A02018) fJurkatAE ( £&20%EFVHHAY

Jurkat-CARAARE ) FUEEIEME . ERERA020185FRMESE T VHHAYJurkat-CARME, BT CAR-TAREAVFEIAFIAEN
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Zl4. EFVHHAEICAR-THEE(L

E7R CAR-T 7 A a7 FLL R BURVERE /S EES 7 Ak, BUaneEERRIMmeS, (EEAAT LB EAY T
MABR . FTERFZCAR-THIBEXBEILABIMIERE . AT A CAR-T HILURBEART, &l
CAR-T AR FHNOHIFEEE., tHh, CAR-TAMIS TR e RRAFRM TV ENER .

GenScript MonoRab™ Anti-Camelid VHH Cocktail 452445 &2 HENCG/N R AN PDX/NER ATAEFAIVHH
BSCAR-THE, B R ieRA ot lZELR A CAR-THEMN S .

VHH-CART infiltrated liver

RRAUDHTZIBEPDX/NRATARPHIFESVHHAICAR-THM . —uEAT ug/mLAIMonoRab™ Rabbit Anti-Camelid VHH Cocktail
(GenScript, A02014), —Hi{FEA2.5 pg/mLAIEMIZEARICAIANtI-Rabbit IgG (H+L), FREENESTIEFEAABC (FEHE-AM=E481Y) it
XE, FRAABHTESR, ERERSEEFELHESVHHIICAR-TEAMIE e AiER T LAMEREIPAEES .

1



200X APC hCD45 Merge(hCD45+A02014)

Untransduced T
cell-infiltrated NCG
mice spleen

VHH-CART-infil-
trated NCG mice
spleen

BRI D ITRETENCG/NR AR FHIESVHHRICAR-TAIE . —HfEMAO0.5 ug/mLAIMonoRab™ Rabbit Anti-Camelid VHH Cock-
tail (GenScript, A02014), Zi{#A4 ug/mLAYANti-Rabbit IgG (H+L) [Alexa Fluor 488] (2 ) ., 0.5 ug/mL APCHRICHINCDA5EE
BTN ESENTAR (46 ) . HRERGERSEENCC/NERAELNHESVHHAICAR-TABHIMILE h RN EAEES .
BRI ETHEENLRMLES.



( 6 — CAR-TZHESES

EREaT R, BEEREMBERMEBNEMMS RCARMBMTHE, BIIERIZIMIKSHICAR-TMIBLLAIF A
BECBARIFUAR, NEEIFRSHMARSRS, CARRIMAMRSER. FILFEXNCAR-TARHTESE, KISSHH
MERAICAR-TAEEBIHITH I8, LIARIRERTETR

2. EFVHHEICAR-THRES

Anti-VHH cocktail [Biotin] (Cat.No. A02015) 10 pl

Neg population Pos population
A NC Jurkat-CAR .
250K 250K 250K 250K
200K 0.00% 200K 9.43% 200K 0.384% 200K § 88.9%
150K ] 150K | 150K 150K ]
T I
(') 100K ] 100K ] (') 100K 100K
A sokd - sok| A | sk 50K |
0 Sl i} T T Ty 0 TN e A ™ 0 AL B T T T 0 T T T T
2 3 4 5 2 3 4.5 2 3 4 5
0102 103 104 105 010 10 10 10 010 10 10 10 010 10 10 10
> >
Anti-VHH cocktail-iFluor 555 Anti-VHH cocktail-iFluor 555
Before MACS cell separation After MACS cell separation

FACSH&IMonoRab™ Rabbit Anti-Camelid VHH Cocktail [Biotin] (GenScript, AO2015) #0anti-Biotinf#Ek (Miltenyi) 1BIIMACSTIARIGE
FVHHRICAR-THREAI D IEER

Hrhnaive THIVERBMEITER, FACSH TR NIHTASZAMonoRab™ Rabbit Anti-Camelid VHH Cocktail [iFluor 555] (GenScript,

A02020), dNEIFx, FEERAMACSHESEE, HtECAR-TAEAILLAIMNI0%IZSEI90%, FIHA020152CAR-THEMACS EHIIEE
TE,
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(W7 —SAEEZEEN )

FHENT SR REBEFEMNEERFEARM N RABER, FHRM B, FEErEoBEtRIEE
iE. VHHERFI—REWEEEGESNE, BiESERE. SFEN. S0RE. SHES. ThermolEl T
CaptureSelect™ZR3IF=, HRUVHHEAFEMEER, BrRIS/ ZRAFIA. 8. B5. AAVERIAK, T34
WERFEYRF AKNETH, AT EBEEERES AN, BERNEW=RPFMEENILE . MERHRIENKE
—FABVHHERBE, EEFSMHstanti-VHHIL AT AZRIVHH Affinity Ligand ELISA kit , BEfEHGINZ 59
VHHECE X R, ERIESRBAER, &AREHHEZE.

2Z611. AAVXEFECEZ RSN

FEHETEWEAAVAENERTE 22—, BHBFPOROS™ CaptureSelect™ AAVX Affinity Resin (Thermo,
A36739) AJ S BIEAAVIZIAAVSFIAAVIMIOTENRISFAAVIEER!, EIE AT 2R ATAAVAL, . AAVIER
HEATHEERE, RESEENATAE, EIENAAVEARRAAVXENEENAE2IEEVERN .. SHIRH
VHH Affinity Ligand ELISA kit FESEAAVXIRER, STAAVXHIREIESIA20 pg/mL, BEAAVXSAAVIERES
YfE, HELEFEIMGUAAVX, ZRERIICV <10%, ALiZr=gma] AT CaptureSelect™ AAVXEFIACEAITXERIC
iU

Detection of AAVX Ligand

2.51 - AAVX
20 -5 AAVX-AAV1 Complex
’ - AAVX-AAV2 Complex
8 141 -~ AAVX-AAV5 Complex
8 1.0 - AAVX-AAVE Complex
05 -+ AAVX-AAV8 Complex
0.0 : r ; .
1.0 15 2.0 25 3.0

Lg (pg/ml)

EAAVT, AAV2, AAV5. AAVEHIAAVBHFINIAZEIAAVXHIZENEEME, HMVHH Affinity Ligand ELISA kit (GenScript, LO1033) X
AAVXTNAAVX-AAVE SR AR A —EU4E .

22f5J2. AAV8. KappaXP. AVBFEFIEEIZRC

VHH Affinity Ligand ELISA kit B& T & LL B8 F CaptureSelect™ AAVX 5% BB R M, M BE 98 W AB F
CaptureSelect™ AAVS8 . CaptureSelect™ KappaXPF1Capto AVB SEFEFNECEILXRBRIEN, REUEDBAZE 40

pg/mL . 31.25 pg/mL#1312.5 pg/mL , Ett VHH Affinity Ligand ELISA kit 2/ VHH EFECEXBRIIEE T
=]

=0
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Detection of VHH Affinity Ligand Detection of VHH Affinity Ligand

3 31
-o- CaptureSelect AAVS -e- Capto AVB
¥ (CaptureSelect KappaXP
2 2
(=] o
wn n
< <
Q [=]
(o] o
1 14
0 T T T T T 1 0 T T T T T 1
1.0 1.5 20 25 3.0 35 4.0 20 25 30 35 40 45 50
Lg (pg/ml) Lg (pg/ml)

VHH Affinity Ligand ELISA kit #&i1] CaptureSelect™ AAV8 . CaptureSelect™ KappaXP#1Capto AVB #r/ErZLE .

yERSIRN )

FEImPRBI R I ER RO — LBk EPKII SR, EREITLIAE . AR TUIRSETUAERT B A LGRS E R
=, BEFHanti-human 19G FeitifGNIAE AT ERIPKIER . (BETFHKRARZSFCHER, 1ZHREMAKIRAIPK
K EHAER . GenScriptAIAnti-VHHIIAEFIGIETA . &, B ESSHYIMIIgCRFERN KM, FIbkk
T 1EIR AR R HIN R R T ISGNKUARIPKIAZRS,, IRR] ATE— B2 E_ B HUIRIF B G MK I (A T AR
it .

Z2(51. Sandwich ELISAEASTNVHH

Sandwich ELISA for VHH Detection

8-
-e- A01860+A02016
64 -= A02165+A02016
(=]
g
a 4
o
2_
04 . . . .
A 0 1 2 3

Lg (ng/ml)

VHHIZHELISARRAERZL . {EEFMonoRab™ Rabbit Anti-Camelid VHH (GenScript, AO1860) 2MonoRab™ Rabbit Anti-Humanized
VHH (GenScript, AO2165)/EHEEHIA, MonoRab™ Rabbit Anti-Camelid VHH Cocktail [HRP] (GenScript, A0O2016) {EJot& A, R
HERSAIA137 pg/mL,
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Cross reactivity of AO1860 with IgG

of different species of different species

Z412. Anti-VHHIA S HF LT X %

Cross reactivity of AO2165 with IgG

B -~ Camelid VHH 8 e~ Humanized VHH
-+~ Mouse IgG -+~ Mouse IgG
-8 Human IgG 6 -# Human IgG
2 - Goat IgG - Goat IgG
34 - Rabbit IgG § 4 ¥ Rabbit IgG
o -~ RatIgG o -+ RatIgG
2 2
L]
0 o= 0. —]
-1 0 1 2 3 -1 ] 1 2 3
Log(ng/ml) Log(ng/ml)

Cross reactivity of A02014 with IgG

of different species

-8~ Camelid VHH
~+ Humanized VHH
~o- Mouse IgG
Human IgG
Goat IgG
Rabbit IgG

-
—
-
-+ RatIgG

0 —
-1 0 1 2
Log(ng/ml)

MonoRab™ Rabbit Anti-Camelid VHH (GenScript, A01860) & $25&38RI VHH;  MonoRab™ Rabbit Anti-Humanized VHH Antibodly,
mAb (GenScript, A02165) 4&SH4E4E AJRILVHH; MonoRab™ Rabbit Anti-Camelid VHH Cocktail (GenScript, A02014) 454454558
BIFINBMEVHH . =FANti-VHHTUAST/NR . KB R WFEFIAIQGRERNME, AIEZMERFBATEAYNEED TN,
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( FREFHES

EHRAY Anti-VHH LA R B SMESI SRR AT —E B el VHHR S EFURE S,
Anti-scFv JiAR & —H BN sc PRI R R TUA R G — B S A RMEIgCIRRX X MR ZR G . FmikiF
[TiZ, FIEREINE scFv A VHH RUEINIEER . LEoh, ERMEFMBEIRITE m, LIBESLIIRITAIREE
Ko

Anti-VHHF0anti-scFviik %3

Conjugated
Species :
Unconjugated
Product Type Specificity = 0 Bioti iFluor iFluor iFluor
SHE 488 555 647
Anti-Cameid VAR | ama, Camel, Alpaca A01860 AOI861 AO1995 AO1862 AO1863 AO1994 AO2227 A02226
Anti-VHH Anti-Humanized Humanized, Llama, A02165 A02167 A02166 A02168 A02169 A02170  A02171  A02172
antibody VHH, mAb Camel, Alpaca
Anti-Camelid VHH, Humanized, Llama, A02014 A02016 AQ2015 A02021 A02020 AQ2019 AO2018  A02017
mAb Cocktail Camel, Alpaca
Anti-scFv Antibody Humanized, A02282 A02289 A02283 A02286 A02287 A02288 A02285 A02284
X Cocktail Mouse
Anti-scFv
antibod . . .
d Anti-scFv Antibody Humanized, A02306 A02303 A02304 A02305 A02315
Cocktail (MinX) Mouse
Application
Flow cytometry Vv Vv v Vv Vv Vv Vv
Western blot / Dot blot Vv Vv v
ELISA N Vv Vv
Immunohistochemistry v 4 v
Immunofluorescence Vv Vv Vv Vv Vv Vv Vv
Cell sorting 4 v Vv v v v v
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Anti-VHHFANti-scFVitiA 68 = moIE

Bs 2R

LO0905 MonoRab™ Anti-Camelid VHH Affinity Resin

L00946 MonoRab™ Rabbit Anti-Camelid VHH Antibody Plate (Clear, 8x12 strip)
LO0951 MonoRab™ Anti-Humanized VHH Affinity Resin FF

LO1008 MonoRab™ Rabbit Anti-VHH Microbeads

LO1033* VHH Affinity Ligand ELISA kit

LO1034 MonoRab™ Anti-VHH Affinity Magnetic Beads

*L01033 VHH Affinity Ligand ELISA kit FEE2& CaptureSelect™ AAVX #R/ESR , 1= MCapto AVB. CaptureSelect™ AAVSEY,
CaptureSelect™ KappaXP , NIFEZEEMIGILIRERAVB Affinity Ligand Standard (GenScript, Z03794). AAVS8 Affinity Ligand
Standard(GenScript, Z03795) Bk KappaXP Affinity Ligand Standard (GenScript, Z03796)

Bx=milE

Conjugated

Unconjugated

Product iFluor iFluor iFluor

BiotiA 488 555 647

Mouse Anti-Human IgG Fab Antibody

(12H3C4A6), mAb A01855
protein L MO0098 | MO0097 | MO0921 M00922 M00920
Mouse Anti-Human IgG Fc Antibody
(S0BAAS), mAb A02257 AO01854
Streptavidin 202043 M00091
e el A02022 A02028 | A02027 | A02026 | A02025

(Whole Molecule), mAb

Human Kappa Light Chain (2F1C1),

mADb, Mouse V06801

Human Lambda Light Chain (2D54),

mADb, Mouse V06901

18



( Anti-VHHIA RS S kAL

(kLSS
Antibody Anti-Camelid VHH, mAb Anti-Humanized VHH, mAb Anti-Camelid VHH, mAb Cocktail
A01860, A01861, AO1995, A02165, A02167, A02166, A02014, A02016, A02015,
Products A01862, A01863, A01994, A02168, A02169, A02170, A02021, A02020, A02019,
A02226, A02227 A02171, A02172 A02018, A02017
Binding compatibility * % * & L & ¢
Affinity to certain VHH L 8 2B ¢ L 8 2B ¢ * W
Specificity to Humanized VHH * * NN * %
Specificity to Camelid VHH L & ¢ * * %
VHH Discovery * % * * NN
Detection and S:al_I'ysis of certain Ak K A kK P

MonoRab™ R{RIEFEFFI/Kd = 10" M

The Affinity of AO2014
2500+ 100- —
~~ o 954
2 X
& 1
7]
a £ 90
<] =3
o @
a3 Q
.2 X 85+
L) T T L] 80 T L}
0 100 200 300 0 100 200
Time(s) Time(s)
— VHH#1 — VHH#2 — VHH#3 - VHH# — VHH#5
— VHH#§ — VHH#7 — VHH#8 — VHH#3 — VHH#10

— VHH#11 — VHH#12 — VHH#13 — VHH#14 — VHH#15

BiacoreZ552 B/ ~"MonoRab™ Rabbit Anti-Camelid VHH Cocktail (GenScript, A02014) 5155 BN FZIHIVHHs EE R SH9FEM .
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TENF R IE—RESER R

ELISA binding of A01860 with different ELISA binding of A0O2014 with different
subclasses camelid IgG subclasses camelid IgG

31
- 1gG1
—— IgG1 -~ 1gG2
- IgG2 2- -+ IgG3
-¥ [gG3 §
[}
(o]
1-
04 -
4 -3 2 - 0 1 2
Log(ng/ml) Log(ng/ml)

MonoRab™ Rabbit Anti-Camelid VHH (GenScript, AO1860) 1 MonoRab™ Rabbit Anti-Camelid VHH Cocktail (GenScript, AO2014) 4%
FHEERIEERE (196283 ) FAIERX, MANRBIEBEFIAEEAIgGITE,

=iE Ak

Binding Compatibility with Camelid VHHs Binding Compatibility with Humanized VHHs
Anti-VHH: % % % Anti-VHH cocktail: ~ # # &
1600.0
1400.0

140.00%

160.00%
1200.0

120.00%

1000.0 100.00%

800.0 80.00%

60.00%

600.0 40.00% I I
400.0 20.00% I
0.00% —N —_— — . —_—
200.0 Caplac [ ized VHH #1 + ized VHH #2 + ized VHH #3 + ized VHH #4
(Cablivi)
0.0 i .
#3

VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH VHH

#1 #2 #4  #5 #6  #7 #8 #9 #10 #11 #12 #13 #14 #15 #16 #17

= AO1860 m A02014 m A02165 m A01860 m A02014

MonoRab™ Rabbit Anti-Camelid VHH Antibody, mAb (GenScript, AO1860) XJIERIVHHAVIRBBAMRYEF, MonoRab™ Rabbit
Anti-Humanized VHH Antibody, mAb (GenScript, A02165) X3 MR VHHIRBIBAMREF, MonoRab™ Rabbit Anti-Camelid VHH
Cocktail (GenScript, AO2014)I3ERFNA RNV HHIRBIE FEMHEIERSTF o
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Real-time stability of AO1860 Real-time stability of A0O2014
37 3+
&= LotA
24 =+ LotA 21 - LotB
o o
i ¥ LotB =i
= °
o , -
0 i = = - i i 0 T T T T T 1
2 <4 0 1 2 3 4 2 -1 0 1 2 3 4
Log (ng/ml) Log (ng/ml)
« Lot A was produced in 2018 - Lot A was produced in 2019
- Lot B was produced in 2020 « Lot B was produced in 2021

MonoRab™ Rabbit Anti-Camelid VHH (GenScript, AO1860) #1 MonoRab™ Rabbit Anti-Camelid VHH Cocktail (GenScript, AO2014) &
RS EFRRISIRE o

RYE

Western Blot of A01860 with VHHs Western Blot of A02014 with VHHs

Lane 1: VHH #1100 ng
Lane 2: VHH #150 ng
Lane 3: VHH #1 25 ng
Lane 4: VHH #2 100 ng
Lane 5: VHH #2 50 ng
Lane 6: VHH #2 25 ng

VHH #1 (ng): 100 50 256 - - - VHH#1 (ng): 100 50 256 - - -
VHH #2 (ng): - - - 100 50 25 VHH#2 (ng): - - - 100 50 25

WBZE R E7~MonoRab™ Rabbit Anti-Camelid VHH (GenScript, AO1860) #1 MonoRab™ Rabbit Anti-Camelid VHH Cocktail (GenScript,
A02014) FFHAVHHEBRSHIREE
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( Anti-scFviiiA R 517 R HEAE

MonoRab™#Z R{RIESFEFH

The Affinity of A02282 with scFv/Bispecific Antibody

~— Humanized scFv#1 — Mouse scFv#11
—— Humanized scFv#2 —— Mouse scFv#12
Humanized scFv#3 —— BITE#13
~— Humanized scFv#4 —— BiTE#14
’E\ —— Humanized scFv#5 — scFv-Fab-Fc#15
£ — Humanized scFv#6 — |gG(H)-(scFv)2#16
= — Humanized scFv#7 — 19G(H)-(scFv)2#17
5) — Mouse scFv #8 — (scFv)2-(H)lgG #18
— Mouse scFv #9 — (scFv)2-(H)IgG #19
— Mouse scFv #10
"o 100 200 300 400 500
Time(sec)

EMRRTERA (BL) ERERanti-scFVHIANARRERIR. REIEZINF (VH-VLEVL-VH ) AscFVIAR AR AR FscFVRISUS =
MR EBRSHIFEMI.

Binding Compatibility with
Humanized scFvs

Binding Compatibility with
Mouse scFvs

Binding Compatibility with
Bispecific Antibodies
Binding Compatibility with Humanized scFvs

Binding Compatibility with Mouse scFvs Binding Compatibility with Bispecific Antibodies

8
7 o Mouse scFv #9 A
- Human!zed schv #1 6 2 -#- Mouse scFv #10 6 — scFv-Fab-Fc #19
- Human!zed scFv#2 —+— Mouse scFv #11 u - S:;F:,F:bFf; #20
—+ Humanized scFv #3 2 ~4~ Mouse scFv#12 3
~ Humanized scFv #4 44 = 4 —e- scFv-Fab-Fe #21
i b - Mouse scFv #13 a = |gG(H)-(scFv)2 #22
- Humanized scFv #5 ] o gG(H)-(scFv):
= Humanized scFy #6 I Mouseschvitd - IgG{H)-(scFv)2 #23
: 2 ~+ Mouse scFv#15 2 - (scFv)2-(H)IgG #24
~+ Humanized scFv #7 - Mouse scFv #16
- Humanized scFv #8 @ (scFv)2-(H)lgG #25
0 . y 0+ T T 1
: 2 0 2 4 2 0 2 4

Lg (ng/ml)

Lg (ngfml)

Lg {ng/ml}

ELISA%5ER B7RMonoRab™ Rabbit Anti-scFv Cocktail (GenScript, A02282) Al4FSIHRBIRERE. REEEZIRF (VH-VLELVL-VH ) |
AscFVLAR AR ROE T scFvAIXUS R MR, T0BITE, IgG(H)-(scFv)2, (scFv)2-(H)IgG, scFv-Fab-Fc&,
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il
Al
a
Nt

M12345617829

%ﬁg . : ._' 4 M: Protein Marker (GenScript, M00624)
115 — = . Lane 1: Humanized scFv 50ng
80 — - Lane 2: Humanized scFv 25ng

Lane 3: Humanized scFv 10ng
’ Lane 4: Mouse scFv-Fc 50ng

Lane 5: Mouse scFv-Fc 25ng

Lane 6: Mouse scFv-Fc 10ng

Lane 7: BiTE 50ng

Lane 8: BiTE 25ng
Lane 9: BiTE 10ng

WBZ5ER Z7"sMonoRab™ Rabbit Anti-scFv Cocktail (GenScript, A02282)3J A B FKiRscFv i NE R ETIABTENEERSINIREE .

BitRIEEE

Lot-to-lot consistency of Anti-scFv Cocktail

6+
-~ LotA

4 - LotB
3
< - LotC
[a]
o

24

04 T T T 1

-i 0 i 2 3

Lg (ng/ml) of scFv

=#t"MonoRab™ Rabbit Anti-scFv Cocktail (GenScript, AO2282)¥fscFvRIIE—HAVES L%, SIRESCV<10%.,

RIS S FEER

Binding efficiency between scFv/bispecific antibody and its target antigen

1.4+ —=— Humanized scFv #1-Antigen #1
1.2 —— Mouse scFv #2-Antigen #2
1.0 -+ Bispecific Antibody #3-Antigen #3

0.8
0.6
0.4

Binding Efficiency

no
V.44

0.0

0 0.013 0.047 0.12 0.37 1.11 3.33
Anti-scFv cocktail (ug/mL)

ZHELISAZER E/RANti-scFVHLATE S scFVRIEE S R FF A0 sc PV ELEBIRAVEE & o
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