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(57) Abstract: The present invention relates to the technical field of vaccine preparation, and in particular to an immune-enhancing
delivery system formed by targeted antigen delivery by CCL11. The system further enhances immunogenicity by fusing a chemokine
CCL11 with a corresponding antigen molecule, and adding a T2 label at a terminal of the antigen molecule. The system can be a nucleic
acid vector or a fusion protein or the like to be applied to prevention and/or treatment of diseases caused by a corresponding antigen.
According to the present invention, by utilizing a chemotactic binding capacity of CCL11 with a surface receptor of an immune cell
such as a DC, different antigen proteins are transported to the surface of the DC, so that the efficiency of phagocytosis, processing and
presentation of the DC on various antigen proteins is improved, and the effect of preventing and treating related diseases is improved.
The key point of the present invention is that a T2 sequence added to an antigen can enhance an immune response.
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CCL11 # A&
AWHERT 2022501 A 24 BRXFEEA 5. ¥i#F55 % 202210076816.7.
KA LARACCLS AR FEAEA P HHNLLER, LN EZBLINALESER
HiEP,

B R AR
AE R H BB G FEBEAMAR, LHF A CCLI feh)if E FUR T R 4 LRI %

FEHAR

ARE 2] B3t B IRt R M A FUBR A S EF AR, £ REZAEAA
PR ST o R VA BB & AP B e I KB . RE ARG E AR ORRF, A
AR ZANAME. BANEOARLARLERAARGETS, @0, AEFBEWA
Tk BEABERRFHRINR, LERAAT 2N AFREFRRETRS, A
S AN B H R E, RAIBELHRNAAMNHERRORENE, CHEFEXRZTNE
B CABAE R it X R G Fo dn O BT B R R BT 7R R T AT ST AR AL R R
8 % FBlT.,

FE O AERFERFREMAENZ T RRKIBATEAER . 24w 2019
FRIBK 4 SARS-CoV-2 LR ELRTEE AL, RERBMEDBRAARER HFL—
WM KR REARKIBR, 2F 6RBARSEAREIL, BRAKFERITI LM
B k%, BfE 2R R G R RN IR, &2 BEGEFFERRA
RBEMFF B @I, XEELRELZAATERBRIBAR BRI ERL ., figiE
AR 8 B e S LR RS ARG | R BEIRS. FF ARG R L RN
AL 84 S o B AR GR W) B 3 Y TS Aid 57 BORARST.

CCL11 BT CC R#&AMEFRRA . EE2RZXAE DM, SIEF B IR B . TNFa
Fa IL-4 ¥R X E e B -F T A L8 CCL11 #9 %3k, CCL11 X #4283 i
4K CCR3. AFEA&9 CCR3 R X4 DC fufth B Bk it DC it % IR
BREMPIENGRBEGIRA, SR E AR LT Z2RRAEAN, TTUEH
BHFMET @R R ENFRIBRERL. ETFALERRES TS CCLIL A8k
ALWBRRBRGRERY, BIHERARIBEEE, HERBIGEGFERABELE,

HERK@IE (DC) REBRRRR ISR, RABRLERAAHNERZRLY. AINE
R FPRARHELREGELHFEIL, TRAFTAE, Il ZERR. ELERNH
BEEZREZNER. DC @t fBR A IRANZERZE SER AR,

I FB AL BT 8 F 8 A B o ARARAR S A AT IR A, 128 s AR v T 4R
BapAFTEFREARE R E L TR A R MTH IR mR o8 7h ., AiE. XEFHER
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RRAREGERE il REARBORERME, B Aa5| BRGNS E L%
HIRIX e RFJBE s it. B el 3h 98 B 4075 L 58 1 64 o B BURL R & TR PP 8 4 %
4k,

PP 98 % B 1 R 3 IR O TR R B S Tk %S & H T
ML, HREFHCDS+EERTHREMIE (CTL) ARIPBIETLEET 2%
. DCafe R —e &M CDS+Tafot) BRI R 2k e, sHafesl it Bk
BHEMHC-IHATHEIR. IR XRE, sSEAABNCTLEAAET R, B, @S
BDCE & @ 45T ¥ b8 3R ik % 2 DCa A A i CD8+T & Ml % 55 2064 B
&6 57 R %,

B, S2FAMEBADCaMNE 2R EMEA NS T EIEXCL-1, {2455
AR E % e Bt iE 2R WDCER R T ST .

AAANE

HETFh, REAERBRABARFPMAE TRAE T2 / BA=/R CCL11 @it
JRH b S B BB R

AEARET

1) ~VI) PHES—FARSGWREZRRFHEA;

I). 4= SEQID NO:4 Ff =R ILBF 7| 44 T2 k K&;

M. #E-F CCL11;

o). 51) K1) £ 80%A LE Rbk, HEA AR AR L4 H B

IV). %#1) R 11) i a-T;

V). EIV)E TR S TS BRA T F 2R, SRR AREAZH
B, FLAL% AL B RABAT) L Z @ WA R T

VI). §V) ZAEZAKIFSELAMNIZRST.

AEAF, T2 A& IIARERAR, £57)% SEQIDNO4., HREEH, &
HATBEEN T2 F BB B BARA LEAGRER.

ALKHAE, Pk CCL11 A#4E-F CCL11, £k b FALERENHY, £HE
KA 5, REH CCL11 FMe3a,hkE. AEALI, CCLI stttk 3 DC
Mg, NmRGHHEZRR, BREBERE.

AEPERBET —F8SKE, L6 CCLI ARAR. NEFE CCLIL. REFR
T2 h &.

AK R, TR RRAEE A N 3#—C 38Rk @35 IgE 5% k. CCL11. linker.
HRA T2 R K.

AEAF, FrAFBR A RE. RRE /XA .

AL+, Pk CCL11 YA CCL11 £%|, Friddu& % HPV16 ¥ E6 & & =/
3 HPV16 #) E7 & 4.

— ik PR, TR BRAZE A N 3#%—-C 3HIRK 3% IgE 125 K. CCLI11. linker.
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HPV16 #) E6 % & . HPV16 % E7 Zéa# T2 K &.

— i BAR M), Frik IgE 135 A6 R A B A 7 4= SEQ ID NO:5 Ff F;

B CCL11 4 8L BUF 5 4= SEQ ID NO:3 A F;

Bfi& linker # (GsS) n, E ¥ n# 1~10; AKBAE#EB T, A& linker 55| 4
GGGGGSGGGGG.

Frid HPV16 #) E6 %& & 69 RIBF 7] 4= SEQ ID NO:1 A F;

FriZ HPV16 #) E7 & & #9 &AL B 7 4= SEQ ID NO:2 A7 F;

Frid T2 ki B REBF 5] 4= SEQ ID NO:4 FfF;

—sb BAR R EH) P, FTARRER G W CHiE i FLAG #5451, LR8EBRA
)% DYKDDDDK, 42/ 5| R A% 2 &G RENGIFE R RAF 5] 69 B8R,

AE AR RAET b P ik BB B MR,

KK B P ) S A Bk AR &) 49 4% B BRF 5 4= SEQ ID NO:9 B &,

AEPRBT —HHERBRAE, LOELHARLPIIERESEEWER. 5-UTR.
3°-UTR #= 3°-3% PolyA. H¥, A& 5°-UTR #p-globin-2, Ffik 3’-UTR 3 2B-globin,
Bf & 3- 5% PolyA # K E h 120bp . Ff &£ A B K B ¥ & M %
5°UTR-CCL11-E6E7-3’UTR-A(120).

AERERBET 2K BT RASEONERET.,

iR B AT OB FARATABRSEGGHR.

— b AP, TR FETLCIELET.

— sk BRG], TR B3TH CMV 34 CMVRR B3F.

AEPERBET ZBBAR, LOHEFTREBFZAITLBREEE HER,

ALRF, FFRTRBIRLH pVAX] A7 HIR. R pVR A7 HAK,

AEPLRBT MR R R ETRBARGELRF L,

AL PR EURE LM E LIk md Ra il saie.

AEPRRAZEANRET %, LOIBERRLAMEELREE, KFLHFT
RS A NI,

AEPRBT —FWERF. @8, LF. WEBFREMAH£E] CCR3 FaFLR
RE@WMBPHEZRL. ZALIGALEF CCLU AR REST, FERERS
FR#BFA T2AFEAN SR —F B EFERY, HEAGATUAREBRIRIE ZRAOEY
7% XA T A8 B3RP 5| Ak g TR RIEHT .

AEPRBT —FHRRBERGCEFETG NG T RS PG AL, it
4% €.3%: 5 CCR3 #4#Heik CCL11.

AEPPEGRREEZE. BB, REABIK, BL. RATASET 4 A0REE
B, F/BRTRBEF RRHRNAETRBRASREOVIERYESNEHLRFY T T

AEPERET — e EARA T, L0 RGBS EE. BB, XK
K. BE. TRKEFEHFORESTE, F/RTEREF ERFHEH LRSS
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FEOERY.

AR PERBET — e R AU T ik, FALTREPPTEET G KRR 5,

AEAF, FrkBEOERGA/RET, BROERGLET T RAKTE. BB
BB A FHIITB K, RGHIRT I 6 %2R 6L

AL T, FFERRBOIEDRER/BRRAB TN RGER. A TEERYIFE.

AL, BTk B & kA 7= de QIES Y Fe/ BB G . REA P, Arid & %4 DNA
. EHZEHZ YA mRNARY.

AERF, RS THH XNOFEOIR, EHf/R B,

F R Ao % F IR T A IEFTA CC RAALE T RAFTASREST
RO R BELERMY, RAXSXERES THBE LM BRBHLERY, BHE
B LR EE, HRBBAGEG S SR LE, Hloia XA R EH 4-1BBL-S.
4-1BBL-Fc. CD80-Fc $ 5B FHBALSBRKBENBZRRALERME, 122
GM-CSF. mlL-23. IL-15SAG1 53R 5 TR R LA W% LR R MGIER.

AEBAFA CCLIL 5 DC e % B ml g @ TR LE S HHE R R
REOHEIXEHI| DC ek dm, #5HTEHRRZEGMDC @AM, L,
EHARE, RETHABGEAARROER. RAVTH T2 AA 25BN L AR
FHIBA LA ZER, TUAERBIRR 2% 691342 F 3 — F U ARR Ao 40 I B R
B, RAEB|Felra K ArE £ KRAGRR.

B B HLEA

AT EFRERBARLPBEARERT XIAFBARF GBRAFTE, TEEFELA
KHF AXIA RARGE b TS B4R A0 AR L3NG, R, TaMHE
A B AR A — LG X, A TARAUREBHEAAR R, AR HedH
FHEIRT, BT AARIE 2 B AT R A A

B 1 7~ CCL11 A4k DC #mfiteAag B M4 s i 48 ) o4

B 2 T ARk AR A B E R 6 BARE 3 A B 2 ¥ 49 AF pVR-CCL11-E6E7-T2.
B 2 %44 B 7 pVR-CCL11-E6E7. B 2 ¥ & C & pVR-E6E7 #4/% ¥ B 3%;

A 3 7~#:) pVR-CCL11-E6E7-T2. pVR-CCL11-E6E7 #= pVR-E6E7 #) =# Jf %
B R B2, FIAERELZPERAR (Westernblot ) # C 3#% 4 A Flag 174
8RR G o AL B R AL,

B 4 7 AFEREA AR BTG R L&A T8 Bl X4 0 T 40508 5 44 B
JE] 4y

B S AR AR BES ) RIATLBEEHFE T MR GAXS L E;

B 6 7 B 824 A B 2 s AT R RS 4 A TR B 694 I 4 R

B 7 *AF AR E . mRNA fo & & & 5 50555 s RATE 7 A & A= 78 if 19)
4

B 8 T &-2n AL 32 o tm B ARAR,
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FAREHF X,

AEARET CCLI 2t E R RN LR REE AL, FMIBEAAR
TAEERAL NS, ELRBILAKEN. HANEEHRENR, A ERGEEA
BT FABBAAR kAR R GG, SNARRY CIEERALH. KREAHF
SRR G2 A AT T A, MAATARBRERBLERLBAL. H
AAFEE A AL T kAL BT EAHRE SR ESHE, RERFEARLAEK
P

WAk B A Z S, AIARR 6 PTA AEAE LA AFIBREBHEARA TR BT AR 648 F)
3. A FAABYZXEARE, FIAREKRTRE Current Protocols in Molecular
Biology (Ausubel). £ABRZRIKAGHE T REARART ATA 43K 20 MFA L-BARZ
—89AFAR 3 FRAR 1 FERA,

AEAATE CCL11 Z—FARA EZHALE T, €_ T CCAMEFR#%E(CC
chemokines ) ¥ &5— i, LT AEFHGEARCERTESHKELEA, ALBHR
AW CCL11 88 A TR EHR B L+ RNRRZmIC, K5 E DC @feford Btk
BTG 3% DC et i 2R T | BEKER.

AREZBPP, B CCLI1 TAHAARA K, ©TAHLSWRBGH K, iR,
KB R BRF, LT AHTEN CCLIL, £TAHEYEA CCLI MM R ER
REAK, AW RAKIRZ, AWiFFEAES T, AAR CCLIL A st ., BiE
CCL11 st R #hik 2R R R 5. PriEAR CCL11 $RABF 5] %: SEQID NO:3.

AL RSO EOT, MET2AH R T4 XFRTEES C Runth—FE
Bk (T4 phageheadfibritin ) Z&Emsk, FERRETINRAFT], EFFNEARNTE
BA, RRBAN BRI AR AT G A F 8 . A HRE KA 51Tk
AEXERATRAZEZOHZRAM. ALAPRFEA T2 XABREAZIALRRS
8 % A5 B AP QLRI BBR., ALAF, T2 ARE 31 /MNAEARAR, H
J%) 4 SEQ ID NO:4.,

AL PP ERBERAOTFTHRBANKEY H 1A Hldm, TH LA 24 34
A4 SAL 64 TAS 8 9AR I0AMRA L., ERZAHALT, 3 1AK2
MNRBE SRR AT R, RIS BT,

AEPHRARBREBRE. W, LH. FALAZNR/INBHEE. —% L0
¥, FEARERBRFNREEOIFELEMNTE. REFOETES. HEEGINB
BEBIR. L TANZERE, LCTHERBRREK. L TEH —ANRER I K,
ETAHENRRAEZEERAR, LTAA—ANARBREAZEETEL FBHEHARUL,

AEAF, Pk mF 32 T HPV %&. HCMV. EBV. HCV. HIV. HBV.
VZV Fa/ R AR R F T £V —H;

AKEPF, FrEMBOEERRTHE. THE. WELRE. R, LFR. W5
M. FUMRE. RME. REEE. FREA/RELMETES—FF.

— b MR, FTIRFR A HPV #3449 E2. ES. E6 #2/R E7 ZAORE R E R4,
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Pk HPV # 3 QL& &F 2R 4 HPV %4, #l4=, HPV6. HPV11. HPV16. HPVI1S.
HPV31. HPV33. HPV35. HPV39. HPV45. HPV51. HPV52. HPV56 #+/% HPV58
A,

—sk L, PR A EB %H45 LMP1. LMP2. EBNAl RER LT &1,

—®ERAT, FRRABRABKRFAEZN SEE. NEE. EEG. MEBAXRER
15, PP IR FH SARS-CoV. MERS-CoV #=/3 SARS-CoV-2.

—sb a6, PTiEIR A VEGFR2, Survivin, FAP $2 &% G

— A, FTRFR AR GPC3 &G F2/3k AFP & 4.

— 3k A F, BTiR AR A FT 7 BRSE 49 PSA, PSMA, PSCA, PAP #+/% STEAPI.

—sk Y, PTR IR A LR ¥ Her2/neu #2/3, BCAR3 #94k % R4,

— 3k AP, PTRIR A B &4 B4 MAGE-A3, ISR2, NY-ESO-1, Melan A,
gp100, Tyrosinase, TRP1 #=/3 TRP2.

— % ZEH F, FFERRKR NI L E 4 Immunoglobulin idiotype ,
Immunoglobulink-chain ##/3% Immunoglobulin A-chain.

—sk TP, PTRIR AL EAMR Y AIM2, HT001, TAFIB, Micoryx 2/
TGFpRIL.

—sb ZEA Y, BTEIER A 9P £ 5% 4 folate receptor-a.

— s | ¥, FTAFR A S A RB AR . 398K E o/ R4 AR 6 P53,
IDH1/2, BAGE, GAGE1l, GAGE2, CAG3, RAGE, CEA, CDK4, CASP-8, KRAS,
ber/abl F2/2%, MUC-1,

AL AAA CCLI1 5 DC /e % %% ek @ LR AL A % LR 047
BEOHBERXZ2#3) DC @l k@, MhRE T EFRREGH DC @A E. v
I. ZHMARE, RETAGEMAARORR. AiTHRERY, LEZGTE
# HPV16 89 E6 3L E7T B A AN 3 N B it 28R O 28I E 84 CCL11
RE. REAE#S P, vA HPV16 #) E6 = E7 B & A E4), iE8 CCL11 st B &G
BERENREZR, ENEZEE Y CCLI AL aR5 RIFHHE.

ALAFHTRIERESEG FEH A BT RN R fmR A&, £4
B I8} i Am linker, 3 , CCL11 5 HPV % #3408 & & Z 1] &) linker % GGGGGSGGGGG.
TREFBRZ T AEE (GsS) nF/s AGA #aik.

BEALAF, ATREBESRGMERABKE, /£ CCLI1 ¥ N 3R iniiftaab &

LB RSN GIE TR, — R kA Y, PTAE SN QE1E T K. BRey, LRA
BUF %) % SEQ ID NO.5

BEREAY, HT FRBEFOHEA, EESEOY CRFPMFE., TEARE
it | AR BS N TER G RS, — B RE&HB P, FriEFREAH DYKDDDDK.

— ik BARRAEH] P, AT RS RO HLEMA A N #HoCHIRR O GEEF T K.
AR CCL11 & & /7%, linker 5% (GGGGGSGGGGG ). E6E7 & @ F5]. T2 &4 /F
). Flag /255, B4Ry, ELRABRAF 5|4 SEQID NO.15.



10

15

20

25

30

35

WO 2023/137947 PCT/CN2022/097092

g

AEOPFTA G A% G A% B TvAZ DNA. RNA. cDNA 3 PNA. £AZ% 9%
B P, Prid B DNA K RNA % X. F7i& DNA # X .35 cDNA. A F 4L DNA
RA LA R DNA. FTiE DNA TTA R L4860 RA R4 . MBI LIELH KR
BB FRT T, ehARFdERAS R eifliEF (BB sh FREFLLET). BB
3B BT AR o R IR GG . A B 7T v 2 A5 de BAR (o A R BAR) 8 —F 0,
R—ANHE. FFRBBRTABEARRRERFES, XA THEL, BEIFEAKA
#14&. Frid RNA B X b b A& F 4 FH 454 mRNA %,

BAARLRF, s £AERRAE K G 65 DNA F 3| #AT T 40, XEpib atsfa RikF:
BT R, HRAATRARN —BEM(EL LEMH), XL GC4A4E, CpG
ZHEFRAEE, mRNA =B EH, BRETEGEE, FHERERRFREE, AFREHE
RFNAL A%, fCpG &, RNA REEKX, €EA4(ALTE. RAEE
F) AT 487 vh 6 6 TR A M &

AR BT 6 TR R 48 1 RF B K A BT 48T KK 9 P ik 64 25 4 s B AL B R AT 8
RAEREGER . REPFTRGETRISEMNBLAEZ ST REPTAGHY, 4%
BIHIBAER, BAMBARIIEEIFBOERZE . REPEEGF, UNEB
B MM TC-1 A KRB R, BIERESEA R B HRR.

AEPPRRET BEBOHHREL, IR RTEARRD T AL ELLT
4% R4 DNA F5|. B TR FRMRZINET @47 B, ik BT
ABIEEHBF T TREREBH BT, BT, HRLEET. SRFBLFF.
AHRE. BBIREIBRAE, RRREEMLE, BB THEET, poly (A) 17
5%, REVREHEZTETFY, 83 CMV R CMVR BT, CMV ¥ &FF5H
AR A GHER A K.

ALY REEBAR, RHRELGHBREA, T—FHELDNA ST, LasH
B %R F 5 Fexd T RFEZEN HALR A LKRRE AN A GREFTSRT Ve§é
EHEBTS . S REZ@mIOT HRESENHEBAFI OERHT, TR OFERIAR
B3, BBAELSEEATROGLECHT]. CrRZaA R BshT, HRTFURL
EFE RFBRILES. —SHALHANSENF L, BATURL T I ARARST
FFe X FHR, XA, E—RHEAT, fHOEo#AANLFA, EALABF, “Fk”
F BRI TARBER, BARER S WRLBEAGEABX. R, KRLH
BHOHERABARGEIHGLEEX, RLEFMEA, LEAMBEZ LW RBEE
A Ckaty, QIARRT: A, HAARRE, RESRP/ RS BEGER LS
AW, BARFEHB P, S RKE RGBT G NERTHETEFEAZELBAR
B, Blde, EERBARTUR pVAXI A5 HAR, K pVR RFIHEAK (KL E £ F
ZL 202110624820.8 ).

AREPITREE T mIe, HEFBREBEARF/REAFEBGREREABEE. A
1% F) €40 DNA B AR BB RS LB Emie. I LB IRl i
B RAEOROBAIEZHLEOR.
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ARP RO T, TABRERONHNETERAFFEAR TRAXQFT X, ATk
BHRWTAAEFRRBOER. @K, 3FRER. REAH LEIZHRY T BRRF/K
LK MR .

AE PR EERG TR NSRS, B, REBK. B,
Bk &5 ik B R B AZ 8, F/RPT RS T R RN SA AR EGHIZR
M. REAT, TABFEERG T ROESHF/REG. TAREPLEOESHFE
THEZGERA. BH RN Fo/RAER . PTRBY L Q34T ETHT G HM.

AP R GG TRy R4 K W4T RK AT 6985 36 R R 64 7= 5, AT B,
BARP| KRR R AR A . RE PTG TT RIBAEKRRE EZEETREN
TR 6905 6 R a8 7= e, BRI ESRE, WHRIRALE, REFRIEE. #Fld, ¥
AL RATREG 5B TG, RRBRZME P FAKF . B AEK, BRA
BRBRREE B AERKRE., ALPEREE T, A RBHE ML TC-1 4 £t
%, KRS G R W HBORIF R RIFHHR.

AEP RGN Y, PRARBRHBEBT I FRBAGEBRA Bk 1:
A 1 RRAPEAREABRF I ARLGERA K
SEQIDNO.1 | HPV16 #) E6 & & # R B A 5
SEQIDNO.2 | HPV16 #) E7 & & ¥ R M A 5
SEQID NO.3 | CCL11 # & B A 7
SEQIDNO.4 | T2 3 RALBAF
SEQIDNO:5 | IgE {25 Ak
SEQID NO.6 | f&i#: pVR-CCL11-E6E7-T2 #94% 5 8 /4 7|
SEQID NO.7 | fi#: pVR-CCL11-E6E7 #44% 3 B4 A- 71|
SEQID NO.8 | fi#i pVR-E6E7 #4% 584 7 7
SEQID NO.9 | /fi#: pVR-CCL11-E6E7-T2 ¥} %A #:4-% & 4 DNA A %)
SEQ ID NO.10 | fi#: pVR-CCL11-E6E7 ¥ % &k 4% & &) DNA 57
SEQID NO.11 | Jfi#: pVR-E6E7 ¥ 4 &k 4% & 49 DNA /71
SEQ ID NO.12 | /& #2 pVR-CCL11-E6E7-T2 ¥ % &A% & #) mRNA & 5
SEQ ID NO.13 | /& #: pVR-CCL11-E6E7 ¥} 4 Ah Rk 4A-% & % mRNA 57|
SEQ ID NO.14 | i #: pVR-E6E7 F %20 &k4-%& & 49 mRNA &7
SEQ ID NO.15 | fi#: pVR-CCL11-E6E7-T2 ¥ @A % & t4 RAE BT 7
SEQ ID NO.16 | fi#: pVR-CCL11-E6E7 F @:A-% & t9 R LB A 5
SEQ ID NO.17 | fi#: pVR-E6E7 % &A% & ¢4 R BT 7

T @S FABIA AL 0 R AT R L, LR RAEHAAT 2
B, FHEASN THARLY, AAEALBAALAQEE, LT RE
B RS, BREASIFE T ED ST, TARFN RN BRIEAL
FHA, HH TR E R R EALS .
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g 1

My BB A BRI -3 2B DC daffncg BUM A e 6 AT 3, #
AN E (B BR P BE Transwell J~E: 5um; Costar, Cat: 3422)8 EEFHA LA S B H
Wi, MRIEERF AT IR e A A E A 1% 105/100ul/30. AL EHRNAS
A 600uL ZHREMTE, FHRLAFAHALET CCLIL. FHEAE L EAHTBE
VAR CCLI11 #afe B -F40, PiieAthwmiedc B4R, &KE 3 ANAELI. CCLII BFRA
E.coli %At &40 & CCL11 & ¢, AR4E LR E 8T H A 6 T4 a8, 100ng/ml 4 RAE#
R EHNE., 4 PBEKESRLTEF @I, FATRAXSH CCLI 34K %% 4
bR . R BT CCLI e A MMM LT PR ELS X SR M mis T £+
(P<0.001)(H 1),

R#kH| 2 BREEXBARXRFGRG AR T REBILH WAL RAGH
#2544

#13 pVR-CCL11-E6E7-T2 i #i: RIFEAI K% & LA HPV16 4 E6 #= E7 &
B, AR CCLIl HE A T2 % KA 5| M @4 %8G CCL11-E6E7-T2. E@&4%4
CCL11-E6E7-T2 & N K iE 3 — /AL A 5 5 MDWTWILFLVAAATRVHS #9 IgE
1&5Ak; fE#4S% 8 CCL11-E6E7-T2 4 C R3%i%4—/ DYKDDDDK # 8 MR A
28 B 1Y Flag A72%,

BRAFHHBRAEY, § NRoCRRA e IgEE 5. AR CCL11 B4 4
3|, linker 5%| (GGGGGSGGGGG ). E6 &4 47|, ET &% 4@ /F73|. T2 %4 /7). Flag
BT,

H ok A E G 0 RIABUT 5] R AT7H LS W SRR AR KT 64 B AT 4RAL, R H ks
£ B A5 % SEQID NO:8 iz rk a2 B & 7] A7 B A k., 25 L Bk M £ 2] pVR
BRI S AR, LB LAY ERTEHERSRABLSESY.
BRAM BT R K4 % H pVR-CCL11-E6E7-T2 i, 4ol 2 $4 A BiF,

#E ¥ pVR-CCL11-E6E7: RIA 494 RAMZHRAEE f N3H-C Rk e
¥#: IgE4E5 K. AR CCL11 & & /45|, linker /% (GGGGGSGGGGG ). E6E7 &
@ 5. Flag #=% /7 51.

Rk A B G 04 RA B 5] SHATH LS W 0 IR AR ST 0 BALFARAL, AR HRkd
A B A5 % SEQID NO:10 #i% o A B 45| AT A B AR, X EHEEhMEs)
PVR Sk BARGI 3T B % LA B IR, R 68 B VAE A 0 B A0 T 80iR A Ak ek ok
8. REMEH R FFH % H pVR-CCLI1-E6E7 fii. B 2 + B A+,

#)# pVR-E6ET Fi¥i: HAI KB RHFTA HPVI16 4 E6 #= E7 B 55 Z 3 E
EHB-NMNRABRAFF) H MDWTWILFLVAAATRVHS % IgE 2 5k, X &% 8
DYKDDDDK #§ 8 A&k B2 48 2% 8 Flag A7 %,

I RAIFE RS EG A N #oC iRk eis: IgEE 5. E6ET &4 475,
Flag #7255, 4B 2 $# C A%,
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F ek A G ¢ RIABT 5] HATH IS W 0 SR AR ST 69 BASFARAL, % s
A B A5 %4 SEQID NO:11 #aka A B A 5 #ATE R R, ZE¥LH8ARMES pVR
RABMRG3TE S LEALE R, RERBSAEAYTDSTEDNFREREED.
RAM BT Rk 4 ) pVR-E6ET Fi ki,

By, EARERGPTHEG KB Y HEG RN LR EA: pVR-CCL11-3
J&-T2. pVR-CCL11-#Z &R H 2t Bk pVR-R . A EHESI 6 LB FHRIER
7% HPV16 & &g E6E7 B2 ,

o X K]

MR 6 RS s e SRI(VA 52364 2 M2 84 LR HPV16 B6 A= E7 & @ ¢
BARAH], TR FARTR G BRI L6075 X 5 bAaR):

BT 24 N BY, R 6 LIRS A AT 1x106 4 HEK293T @i, Fréamie i
KE| 80%A Lo T 4444 XA, S RMRAMAE ITCREBET TR @MEERE, b
#89 Opti-MEM 3247 k. #0943 MEFHIR (Vector), pVR-CCL11-E6E7-T2 %
ik 4K, pVR-CCL11-E6E7 & A #4k, pVR-E6E7 & X #H kA 12uL PEI %% XA &5
FeAZ] 200 pL £ iF 4 Opti-MEM , RA¥4E, TRTHE 1004, BE2
HANmERAeRAL, BN LRE LKA, BREY. Bl e mgd
FABPRES 6 PEBEHRIR, 5 48 | BT BRG] Western Blot # E6E7 a4
B & 42 HEK293T st ¢4 R A R

Wk E e, smA 60uL #94% PMSF 3 Cocktail & & 8474|7169 0.5% NP40
RBENR, ANERWL, 4°CRIELB@E 30 44F. 12000 rpm, 4°CH SZE
& 10 o4F, KELEFEHG 15mLEP £, FIRINR. RBEHSEFERRA
5xSDS-PAGE & & EHLZ 4%, BREHHERFRAAE 100°CERBFmH 10 4
4%, SLPP#EAT Western blot, #)A Flag #7& #i4k(Sigma, F3165)#AT40 M), 45 R4 B 3
B REHAK (Vector) £ & & &k, pVR-CCL11-E6E7-T2 # pVR-CCL11-E6E7 XA &
AKX\ EHREGTF pVR-E6E7, #L9 % ¥ 41 T # pVR-CCL11-E6E7-T2 .
pVR-CCL11-E6E7 A=} BB 4R ¥ pVR-E6E7 AR 4% 45 I A £ ErE $Lah M e b KiK.

F264) 4

Wk CCL11 #4LE FHe T2 2 ko A5t TR A B R B FF @S AHE T @R
MG ra(VASLR A HPV16 E6 #= E7T &K@ 898G A 4], TR FAmReOGESHST T
IR R 4 R 5 seAR )

(X FTRAsiREdAl Y mETAERREA., KRNMBRED
pVR-CCL11-E6E7-T2. pVR-CCL11-E6E7. pVR-E6E7 fi#3:, #|/ TERESA E/ALH
FAPAT N BT R AR, RN E 25ug, m ERAMS R PBS 4k 440, &
485 R, BPBE 4 64018 $hATE ) R KRB REATRR, X5 D14 #8480 K
AT R A A A T £ 4 PBS A& T . B S EAK#AT 3000rpm % Smin. F £
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., FERERAESETERE A InL Z 4%k FEEREM Imin, BHLFRERLE
47 1200rpm %~ 6min. % L&, 42/ 700uL # PBS #&& sbik—K. F =& 1200rpm
%5 6min. Fk _EF A 300ul REiLH) 10%FBS # 1640 3244, ERRRE,

e 1uL E7 %& & tetramer( E7-tetramer )4 &, 1h, /X % & : CDS-FITC; E7-tetramer-PE.
RALERWB S ATFw. £RX8F, EHRNFHF 4L T FTH CCL11-E6E7-T2 42
METHAHRT @K EIRAIZE T EET 4. EAMBANZTARNG KR T HAH
CCL11-E6E7-T2 4864 E7 45+ T 40 /e F4F % T CCL11-E6E7 41. AARR H F45)
8 Ed% BT A CCL11-E6E7 4864 E7 4 f e T 4 S48 % F E6E7 4. X #.90, CCL11
BALEFTEREZEG Y NEZTUABFEFRELSTEHRFRLR MRS, AT K
XAk T RESTFRXEZHNARKR, #43 CCLI RAL B FFHEAERLS T LR
FHEREBIL, FHI, T2 3REREEE CRTUABMEBERES T EMEIZIT
BPHEERZRE, KRERTHFET @RZEANKT, T LEEZRRTFHEL
MAER .

LB 5

& CCL11 A4 B o T2 % kA5x4 T @A A B & 95 F KRR LR R 6 %R
(AR A HPV16 E6 Fo E7 Z & 8RR G A B, sHaA HRRGE G HF T SR
8T RS RAR):

BTFTREMNFMTRAE CCLII T A BIRR KL E L E. RATRIR L pk
pVR-CCL11-E6E7-T2. pVR-CCL11-E6E7. pVR-E6E7 Ji 4%, #|/ TERESA /& H
AR RARAT R BT s, A F 25pg, m ERMAT B PBS Ak 4, &
485 R, BB 4 640 18 $A7E 6 LR KRB AT R, 54K D21 A& K
AT R, RAATEA . BAE R AT 3000rpm & & 20min. R EF. #IT—K
¥ LB E f AT E6ET B24-% & ) PBS #%, 4k%| ELISA #&-F_E, #3L 200ul
SH %A 10ug, AT R, F_RAERTHAHARIAZIE2 . HRK
& R iF 1: 100 #AE Am 100p] 2|FLFP BT 4CE&R. F =KX ELISA 6. &
R4l 6 Fiw. &R 27, EHRRNZLA MR ¥ FTA CCL11-E6E7-T2 4444 E7 4%
FMFARSEARILIL % T E6ET 40, AEARR A B85 ¢4k & BT CCL11-E6E7-T2
46 BT 7K A S F CCLI1-E6E7 4. AAFF ZH5 6 ik & B A
CCL11-E6E7 4849 E7 % A M 5k EF4 % F E6E7 48, XH5L9, CCL11 &/ B -F AR
REOU NETAREZEFRES T ERAELE M LEE, A K X3k T HUR
A FRXZHGBR, 8 CCLI RARBFFERAS T ERGHFBLER .
A, T2 3 RERREEG CotTUH BB AR ST EERSE TP LERE,
KK A 7 B FHAAR AR E, RBT XA BR TR BEA.

EHp 6
Gk A2 B B3 RASHUE M TC-1 Rl A A5 M8 6496 77 BCR (ARB h HPV16
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E6 #= E7 & & 64 RS KB E H A4, TR HALFR GG E G 2T I8 T IR G BIE S
5 A FE):

BF e e Ao AR S E 8 CCL11-E6E7-T2 ¥ S o9 RM R, KA AxTEx
AL S8 TC-1 R A A58 6976 75 MR AT B3k . KRR A DNA EEH X+
FANEA MR T CCL11-E6E7-T2 #) mRNA & & X A ook Bk e, Bkidf bk
5’UTR-CCL11-E6E7-3’"UTR-A(120)5 R A L EF AR pGEM-3Z{(+) (promega) ¥,
TSI TR E R Gt M2, 4 4% ) pGEM-CCL11-E6E7, kM4t & £ %449 UTR A
54T

5-UTR (B-globin-2)

agagcggecgctttttcagcaagattaagecccagggeagagccatctattgettacatttgettctgacacaactgtgtteact
agcaacctcaaacagacacc

3-UTR (2B-globin)

agctcgctttcttgetgtccaatttctattaaaggttectttgttccctaagtccaactactaaactgggggatattatgaagggec
ttgagcatctggattctgcctaataaaaaacatttattttcattgcagetegetttcttgetgtecaattictattaaaggttectttgttcecta
agtccaactactaaactgggggatattatgaagggccttgagcatctggattctgcctaataaaaaacatttattttcattge

FHREEEN, LBIIR AR TR REEMH 37°C, 3h

2B AR, AR (ul)
Xho I 4
THFH 12 ug
10xCutSmart Buffer 5
dd H>0 FMpa
Total 50

PRI 46 R :

1. i/ T7-Flash Scribe™ Transcription Kit (Cell script) #H47iRsM 4R, &
oM EEFAR R BRI EAR T, & UTP #4434 N1-Methylpseudouridine-5’-Triphosphate
( Trilink Biotech ).

BRI FRFTT, RS F—FRE%RE, 35°C, 30 min; %=,
R ELJ, 35°C, 15 min,
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—13—
Wil #A&F2 (pL)
Rnase-Free Water X
& 1% DNA 1ug
10 xT7 36 R is&k 2
100mM ATP 1.8
100mM CTP 1.8
100mM GTP 1.8
100mM UTP 1.8
100mM DTT 2
Script Cuard Rnase In hibitor 0.5
T7-Flash Scribe Enzyme Solution 2
Total 20
L&Y 20
Rnase-free Dnasel 1
Total 21
mRNA Aetg: %A XA & ScriptCap™ Cap 1 Capping System ( Cell script) #4T

#IE.
Cap-mRNA %84k

%A MEGAclear™ Kit Purification ( Invitrogen ) X3 &3t 47464 B AL,

B8 R Ak K ks LNP-Man #4414

DOTAP ((2,3-=#BtA-AK) = F A R4 ). DOPE (= BtAEIEBE LR % ).
DSPE-PEG2000 ( —A2ig Bt A BEAS B CBEME-J =B 2000) 4 A LAEL F4HED
F£A FR23) ; DSPE-PEG2000-Man ) § 54 2 5K A S AHH A TRAF)

R R RL R G FA, LNP-Man 4] &6 B ARt 3 24T

1) #Z AR DOTAP: DOPE: DSPE-PEG2000-Man=50:50: 1, &K AN &
BT, A 6mL ZRFi, HEEKALLSER;

2) KBAFE 15 min;

3) FERBAMBEANRGERLNF, BREMAEEYE R TKERAT. ik

# 100 rpm, 7%3%& % 15 min;

4) IRF B &R, REERBA, A 8 mLHEPES £+4%&, HHAREZ LY

MBLERT K,

5) AKBRFE 30 min;

6) R EFIFHEREL 022 um #IRE, IR =K, BPIRRATE IR RARARIR
# LNP-Man.

LNPs/mRNA #44]%&

F #1444 F0 B F I8 4 KA LNP-Man 5 mRNA #RBi&Z 24 N/P=10:1( ER
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W) B, HHATE ) LNPs fr mRNA #94K4; 3§ LNPs 5 mRNA RAF 5540
AFk#RH 10 mM HEPES 4 74%; RA /G4 LNPs/mRNA E#BEHBELES 1
min, FiB#E 30min. F R &KNELT CCLI1I-E6ET-T2 Zé@ A -FRGTR. R
R Jm B 7 % 64 0F ) 4ty RATHB A RALE T M RE . BREBIEFH 2508,
BB JE T35t BT R R A5 4 D4 A= D11, ZEHBARF ExiHITERE,
Gt BrBARAR, 8B A KB EwE 8 7. £ R EF, pVR-CCL11-E6E7-T2 /&
#i. CCL11-E6E7-T2-mRNA VA& CCL11-E6E7-T2 % & %) = 40484 pVR-E6E7 /i #240
F 5%k BPig %k k4%, B pVR-CCL11-E6E7-T2 fi#:. CCL11-E6E7-T2-mRNA A &
CCL11-E6E7-T2 ZBa ¥ 4 EERHE 1T RNERHBLALH K, KRBT L0 E
B RR.

R BB A LS REHUR AR R AGHERFE, mIEst s
R B BATR B ARSI RLARAT T H @i, ARG SEHAAR L SH
R BARART AT IR & LRSI IL B BAGT RRATER, A HETHRIRA L
FPANFELATF R, AXEBRRATR, FREAERART RGOS K
RNEFAEBIBART EWGTLE.



10

15

20

25

30

35

WO 2023/137947 PCT/CN2022/097092

R # & R

1. 1) ~VI) ¥ 2 —FHERSGWEZIRRTHEA,;

). %= SEQ ID NO:4 Ff = RIABAF 5145 T2 k K

M. #{LE-F CCLI1;

o). 51) K1) BA 80%A LR B, EEA AR KA 4669 K &,

IV). %A41) R 11) LT ;

V). £ VSRR ST ETRA T T 2K, X R Bhe— AR EAMHF
B, EL8L% A0 F RAMAS) e Z & BT

VD). §V) T2 EZARKLLANGZERST.

2. B&%4, L& CCLI diR; R &4 CCLIL. REFT2 K.

3. REFEAFER 2 FriEegasEa, ARFELET, A NKoCHIRKROK: IgE
155 Bk, CCL11. linker. /&A= T2 K K.

4, RFBARF)IEZR 2R3 ARG RBETE, LRIEET, IEREBERORE. A
JB ) Fol S TE

P if #% & €L.4% HPV % &. EBV. HCV. HIV. HBV. VZV X BRBHHEFE S —
5

Pk P8 L4E/T . BHE. WEE. ME. LB, TRE. JURE. 0.
WRE. LHAMBYE S —FF,

5. B FER 24 E—FPTRBRESEG IHER,

6. MBAK, LOERFNERSHIENEE. 5-UTR. 3’-UTR #= 3°-3% PolyA.

7. REBKR, LOEFTRBEERFBAER 5 TEANER, IEBFNER6FTE
B R K.

8. HALRIEBRANER T TR RERKRE B .

9. RAER 24 E—RATRBESEANHEST %, LHELET, BHRRAER
8 ATiRIEE, RS HIRRASEAWNIERY.

10. RF| B K 24 E—RATR G BRESFEE . RAIZKSHTEANER. BRAIER6
TR e A B BRAIER 7T TR A BAR, RAIZR 8Tk ey E. RAEKI
TR &5 i Bl R G, F/ABAER RS &7 RFF0G K Tk as
EBQ ARG ER G BRI/ TP AR .

11. — B #EERG TR, LHELAT, a4 BRAER 24 E—FATE 68
FE. BARR S TSR, RAER 6 FTEMHEBRA B, RAZR T AT eg &R
BEAR. BRAZRSATENFL. RAZLITEFET HFFGRBREEE, /R
A ZR 9 BTk &7 ik FAR 0K TR ARG 3R,

12, —FPBrib RANFT %, REEET, S TFTRAZR 1 AR =R,
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Description

[0001] This application claims the priority of Chinese Patent Application No. 202210076816.7, filed with the China
National Intellectual Property Administration on January 24, 2022, and titled with "USE OF CCL5", which is hereby
incorporated by reference in its entirety.

FIELD

[0002] The present disclosure relates to the technical field of vaccine preparation, and in particular to an immune
enhancement delivery system with targeted delivery of antigen through CCL11.

BACKGROUND

[0003] The human body is always facing the attack of external pathogenic microorganisms and carcinogenesis of its
own normal cells. The immune system is a powerful weapon of human body against pathogenic microorganisms as well as
its own tumor cells. The immune system response has a process including three stages of recognition, response and
effect. Each stage is completed by the coordination of the proteins, cells, tissues and organs that constitute the immune
system of human body. During the recognition stage of the overall response process, the immune system needs to
distinguish between self-antigens and pathogens to avoid an attack on the body. The recognition stage is followed by the
response stage against specific pathogens, which includes the production of a large number of proteins and specific cells.
These proteins and cells eliminate pathogens and form immunological memory against corresponding pathogens in the
effect stage.

[0004] Pathogenic microorganisms such as viruses, bacteria, fungi, and parasites often cause large-scale epidemic
diseases. For example, SARS-CoV-2, which broke out at the end of 2019, has spread globally. After pathogenic
microorganisms invade the human body, some induce transient diseases without long-term incubation in the human
body, but some pathogens can incubate in human cells and tissues for a long time and cause corresponding diseases.
Therefore, prophylactic vaccines are required to prevent the spread of pathogenic microorganisms, and therapeutic
vaccines are required to treatand eliminate the cells that are host to pathogenic microorganisms. This requires the immune
system to generate humoral as well as cellularimmune response, which is realized by the measure of injecting the human
body with specific antigens of pathogenic microorganisms to cause immune recognition. Besides, it can be known from the
past experience that the stronger the immune response, the better the prevention and treatment effect of the vaccine.
[0005] CCL11, as a member of the CC family of chemokines, is mainly expressed in small intestine, heart, kidneys and
pancreas. Pro-inflammatory cytokines such as TNFa and IL-4 can upregulate the expression of CCL11. CCL11 plays a
chemotactic function mainly through its receptor CCR3. Studies have shown that CCR3 is expressed on DCs and
eosinophils. DCs are professional antigen-presenting cells, and mainly mediate antigen recognition. Eosinophils, in
addition to the classic antibacterial effect, can also mediate anti-tumor immune responses by enhancing specific T cell
immune responses. Based on the above, the fusion of antigen molecules and CCL11 will enhance the immunogenicity of
antigen, which initiates a stronger immune response and provides options for the preparation of more effective vaccines.
[0006] Dendritic cells (DCs) are professional antigen-presenting cells and an important component of the immune
system. They circulate in the blood and reside throughout the body, where they are primarily responsible for phagocytosis,
processing and presentation of antigens, and play a crucial role in the immune recognition stage. The recognition degree of
antigens by DCs determines the strength of the immune response.

[0007] Tumors originate from autologous tissue cells and are thus difficult to be recognized by the immune system.
Compared with normal tissue cells, however, tumor cells usually have certain highly expressed or mutated oncogenes for
the proliferation and survival of tumor cells. These highly expressed or mutated gene products usually have only weak
immunogenicity, which will not cause a strong immune response to eliminate the tumor cells. Therefore, how to mobilize
the immune system to generate a strong immune response has become the key to eliminating tumors.

[0008] Tumor vaccines induce the effector T cells in patients to exert functions by potentiating the existing anti-tumor
response or activating naive T cells. Antigen-specific CD8+ cytotoxic T lymphocytes (CTL) play an important role in the
anti-tumor process. DCs are the only professional antigen-presenting cells that can activate naive CD8+ T cells. They
uptake, process and cross-present extracellular tumor antigens through MHC-I, and are crucial for the production of
effective CTLs. Therefore, delivery of tumor antigens to DCs by conjugating DC cell surface molecules is an effective tumor
therapy strategy for inducing CD8+ T cell immune responses.

[0009] Atpresent, the proven molecules that can enhance the presentation of DCs include XCL-1, but itis still urgent to
find out more DC cell surface molecules that can promote the presentation.
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SUMMARY

[0010] Inview ofthis, the technical problem to be solved by the presentdisclosure is to provide animmune enhancement
delivery system formed by a T2 fragment and/or CCL11 targeting delivering antigen.

[0011] The present disclosure provides:

Use of at least one of 1)-VI) in improving antigen presentation effect;

I) a T2 fragment with an amino acid sequence set forth in SEQ ID NO: 4;

II) chemokine CCL11;

[l) a fragment being more than 80% homologous with and functionally identical or similar to 1) or Il);
IV) a nucleic acid molecule encoding I) or Il);

V) a nucleic acid molecule that is derived from the nucleotide sequence of the nucleic acid molecule in 1V) by deletion,
addition or substitution of one or more nucleotides and encode a protein functionally identical or similar to the nucleic
acid molecule in 1V);

VI) a nucleic acid molecule fully or partially complementary to V).

[0012] Inthe presentdisclosure,the T2 fragmentconsists of 31 amino acids, and has a sequence setforthin SEQ ID NO:
4. Studies have shown that the artificially modified T2 fragment has the effect of enhancing immunity in the human body.
[0013] Inthe presentdisclosure, the CCL11 is a chemokine CCL11 derived from humans or other animals, and is a full-
length sequence or a fragment with CCL11 activity. In the present disclosure, itis found that CCL11 can deliver antigens to
DCs, thereby improving the presentation effect and enhancing immune response.

[0014] The presentdisclosure also provides a fusion protein comprising CCL11 and an antigen or comprising CCL11, an
antigen and a T2 fragment.

[0015] In an embodiment of the present disclosure, the fusion protein, from N-terminal to C-terminal, sequentially
comprises an IgE signal peptide, CCL11, a linker, the antigen and the T2 fragment.

[0016] In the present disclosure, the antigen is derived from a virus, pathogenic microbe and/or tumor.

[0017] Inthe present disclosure, the CCL11 is a humanized CCL11 sequence, and the antigen is E6 protein of HPV16
and/or E7 protein of HPV16.

[0018] In some embodiments, the fusion protein, from N-terminal to C-terminal, sequentially comprises an IgE signal
peptide, CCL11, a linker, E6 protein of HPV16, E7 protein of HPV16, and the T2 fragment.

[0019] In some specific embodiments, the IgE signal peptide has an amino acid sequence set forth in SEQ ID NO: 5;

the CCL11 has an amino acid sequence set forth in SEQ ID NO: 3;

the linker is (GsS)n, wherein n is 1-10; in the embodiments of the present disclosure, the linker has a sequence of
GGGGGSGGGGEG.

[0020] The E6 protein of HPV16 has an amino acid sequence set forth in SEQ ID NO: 1.

[0021] The E7 protein of HPV16 has an amino acid sequence set forth in SEQ ID NO: 2.

[0022] The T2 fragment has an amino acid sequence set forth in SEQ ID NO: 4.

[0023] Insome specific embodiments, the fusion protein further comprises a FLAG tag sequence at the C-terminal with
an amino acid sequence of DYKDDDDK, which is only a tag for identifying protein expression and does not affect the
immune effect of the sequence.

[0024] The present disclosure further provides a nucleic acid encoding the fusion protein.

[0025] The nucleic acid encoding the fusion protein of the present disclosure has a nucleotide sequence setforthin SEQ
ID NO: 9.

[0026] The present disclosure provides a nucleic acid fragment, which comprises the nucleic acid encoding the fusion
protein of the present disclosure, 5-UTR, 3’-UTR and 3’-end polyA, wherein the 5’-UTR is 0-globin-2, the 3’-UTR is 20-
globin, and the 3’-end polyA has a length of 120 bp. The nucleic acid fragment has a structure of 5’UTR-CCL11-
EBE7-3'UTR-A(120).

[0027] The present disclosure also provides a transcription unit encoding the fusion protein.

[0028] The transcription unit comprises a promoter and the nucleic acid encoding the fusion protein.

[0029] In some embodiments, the transcription unit further comprises a terminator.
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[0030] In some specific embodiments, the promoter is a CMV or CMV/R promoter.

[0031] The presentdisclosure further provides an expression vector, comprising a vector backbone and the nucleic acid
encoding the fusion protein.

[0032] Inthe presentdisclosure, the vector backbone is selected from the group consisting of pVAX1 series vectors and
pVR series vectors.

[0033] The present disclosure further provides a recombinant host transformed or transfected with the expression
vector.

[0034] In the present disclosure, the host cells of the recombinant host are bacteria or mammalian cells.

[0035] The presentdisclosure provides a method for producing the fusion protein, comprising culturing the recombinant
host of the present disclosure and collecting a culture containing the fusion protein.

[0036] The presentdisclosure provides a delivery system for delivering antigenic substances such as viruses, bacteria,
fungi and tumors to CCR3-positive antigen-presenting cells. In the system, the antigen molecule is fused with chemokine
CCL11, and a T2 tag is added at the end of the antigen molecule to further enhance the immunogenicity. The system may
be in the form of a nucleic acid vector or fusion protein for the prevention or treatment of diseases caused by the antigen.
[0037] The present disclosure provides use of an antigen delivery system in the manufacture of a preventive or
therapeutic vaccine, wherein the delivery system comprises a ligand CCL11 to bind to CCR3.

[0038] The present disclosure provides use of the fusion protein, nucleic acid, expression vector, host, fusion protein
prepared by the method, and/or the culture containing the fusion protein prepared by the method of the present disclosure
in the manufacture of a product for preventing and/or treating a disease.

[0039] The presentdisclosure further provides a product for preventing and/or treating a disease, comprising the fusion
protein, nucleic acid, expression vector, host, fusion protein prepared by the method, and/or the culture containing the
fusion protein prepared by the method.

[0040] The present disclosure also provides a method for preventing and/or treating a disease, comprising adminis-
tering the product for preventing and/or treating a disease of the present disclosure.

[0041] Inthe presentdisclosure, the preventing and/or treating specifically includes increasing antibody level in serum,
preventing tumor formation, inhibiting tumor growth, and improving immune response ability of the body against tumors.
[0042] Inthe present disclosure, the disease includes diseases caused by viruses and/or pathogenic microbes, or the
disease is a tumor.

[0043] In the present disclosure, the product for preventing and/or treating a disease includes a medicine and/or a
vaccine. In the present disclosure, the vaccine is selected from the group consisting of a DNA vaccine, a recombinant
protein vaccine and an mRNA vaccine.

[0044] In the present disclosure, the administering includes oral administration, injection and/or electroporation.
[0045] Relevant studies and multiple experiments have shown that not all CC family chemokine members fused with
antigen molecules can enhance immunogenicity. Only some are used to be fused with antigen molecules to enhance the
immunogenicity of antigens, initiate a stronger immune response, and provide options for more potent vaccine prepara-
tions. For example, relevant studies have indicated that the fusion of 4-1BBL-S, 4-1BBL-Fc or CD80-Fc with antigen
molecules can greatly enhance the immunogenicity of antigens, but the fusion of GM-CSF, mIL-23, or IL-15SAG1 with
antigen molecules does not have the effect of enhancing immunogenicity.

[0046] Inthe presentdisclosure, the chemotactic binding ability of CCL11 to surface receptors onimmune cells such as
DCs is utilized to transport and cross-present various antigenic proteins to the surface of DCs, which improves the
efficiency of phagocytosis, processing and presentation of various antigenic proteins by DCs, and improves the effect of
preventing and/or treating related diseases. The T2 fragment of the present disclosure has been determined to have an
extremely strong immune enhancement effect, and can further stimulate humoral and cellular immune responses in the
process of promoting antigen presentation, finally achieving the effect of inhibiting the growth of related tumors.

BRIEF DESCRIPTION OF DRAWINGS

[0047] Inorderto more clearly illustrate the specific embodiments of the present disclosure or the technical solutions in
the prior art, the following will briefly introduce the drawings used in the description of the specific embodiments or the prior
art. Apparently, the drawings in the following description are some embodiments of the present disclosure. For those of
ordinary skill in the art, other drawings can also be obtained according to these drawings without making creative effort:

FIG. 1 shows the analysis of the ability of CCL11 to chemoattract DCs and eosinophils.

FIG. 2 shows the vector maps of nucleotides encoding the fusion proteins; wherein A shows the plasmid map of pVR-
CCL11-EBE7-T2, B shows the plasmid map of pVR-CCL11-E6E7, and C shows the plasmid map of pVR-E6GE7.

FIG. 3 shows the expression of the target genes of the three plasmids pVR-CCL11-E6E7-T2, pVR-CCL11-E6E7 and
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pVR-EGE7, whichis obtained by detecting the expression of the nucleotide encoding the fusion protein with a Flag tag
at the C-terminal using Western blot.

FIG. 4 shows the timeline of the prophylactic immunization performed on mice with different fusion genes for later
testing of specific T cell responses.

FIG. 5 shows the results of flow cytometric detection of specific T cell responses after immunization of mice with
different fusion genes.

FIG. 6 shows the results of detection of specific antibody responses after immunization of mice with different fusion
genes.

FIG. 7 shows the timeline of tumor inoculation in mice with different fusion genes, mMRNA and protein vaccines for
therapeutic immunization.

FIG. 8 shows the volume of cell tumors treated by each group.
DETAILED DESCRIPTION

[0048] The present disclosure provides an immune enhancement delivery system with targeted delivery of antigen
through CCL11. Those skilled in the art can learn from the content herein and appropriately improve the process
parameters for realization. It should be particularly pointed out that all similar replacements and modifications are
apparentto those skilled in the art, and they are all considered to be included in the present disclosure. The method and use
of the present disclosure have been described through preferred embodiments, and it is apparent that relevant persons
can make changes or appropriate modifications and combinations of the methods and use herein without departing from
the content, spirit and scope of the present disclosure to implement and apply the present disclosure.

[0049] Unless otherwise defined, all technical and scientific terms used herein have the same meaning as commonly
understood by those of ordinary skill in the art. For definitions and terms in the art, those skilled can refer to Current
Protocols in Molecular Biology (Ausubel). The standard three- and/or one-letter code used for expressing one of 20
common L-amino acids in the art is adopted as the abbreviation of an amino acid residue.

[0050] The CCL11 of the present disclosure is an important chemokine in the human body, belonging to the CC
chemokine family, and can be specifically expressed at a high level in human heart and kidneys. The present disclosure
shows that CCL11 can be used to deliver substances to professional antigen-presenting cells, especially DCs and
eosinophils, so as to enhance the presentation effect of DCs and the recruitment effect of T cells.

[0051] In the present disclosure, the CCL11 can be a humanized fragment, or fragments from other animals, such as
murine, rabbit’s, simian and porcine fragments. It can be a complete CCL11, or a fragment or mutant with CCL11 activity,
which is not limited by the present application. In the examples of the present application, humanized CCL11 was used as
the experimental object to demonstrate the improvement of the antigen presentation effect of CCL11. The humanized
CCL11 has an amino acid sequence set forth in SEQ ID NO: 3.

[0052] Inthefusion protein ofthe presentdisclosure, the T2 fragmentis modified from a short peptide at the C-terminal of
bacteriophage T4 fibrin, and is an exogenous sequence in terms of species source. This sequence is completely absentin
the human body, and will not cause problems of killing other human proteins after immune enhancement. It has been
reported that this sequence can promote the trimerization of certain proteins under certain conditions. In the present
disclosure, it is found that the T2 fragment, as an artificially modified polypeptide sequence, has an immune enhancing
effect in the human body. In the present disclosure, the T2 fragment consists of 31 amino acids, and has a sequence set
forth in SEQ ID NO: 4.

[0053] The fusion protein of the present disclosure comprises at least one antigen. For example, it may comprise 1, 2, 3,
4,5,6,7,8,9,10 ormore antigens. In the present disclosure, experiments were conducted on the fusion effect of one ortwo
antigens, which all showed good results.

[0054] The antigen of the present disclosure is derived from proteins derived from viruses, bacteria, fungi, parasites
and/or tumors. In some embodiments, the antigen is derived from capsid proteins or non-structural proteins of viruses,
membrane proteins or flagellin of pathogenic microbes, or surface antigens of tumors. It may be a complete fragment oran
antigenic determinant thereof. It may contain only one antigenic determinant, or may be composed of multiple antigenic
determinants in series, or may contain two or more repeats in series of one antigenic determinant.

[0055] In the present disclosure, the virus is selected from the group consisting of HPV, HCMV, EBV, HCV, HIV, HBYV,
VVZV, a coronavirus, and a combination thereof.

[0056] Inthe presentdisclosure, the tumor is selected from the group consisting of liver cancer, cervical cancer, ovarian
cancer, lung cancer, head and neck cancer, prostate cancer, breast cancer, blood cancer, melanoma, nasopharyngeal
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carcinoma, and a combination thereof.

[0057] Insome embodiments, the antigenis E2, E5, E6 and/or E7 protein of HPV or a mutant epitope thereof. The HPV
includes viruses of various HPV subtypes, for example, HPV6, HPV11, HPV16, HPV18, HPV31, HPV33, HPV35, HPV39,
HPV45, HPV51, HPV52, HPV56 and/or HPV58.

[0058] In some embodiments, the antigen is LMP1, LMP2, EBNA1 of EB virus or a mutant epitope thereof.

[0059] In some embodiments, the antigen is S protein, N protein, E protein, M protein of a coronavirus or an epitope
thereof. The coronavirus is SARS-CoV, MERS-CoV and/or SARS-CoV-2.

[0060] In some embodiments, the antigen is pan-oncoproteins such as VEGFR2, Survivin, and FAP.

[0061] In some embodiments, the antigen is GPC3 protein and/or AFP protein of liver cancer.

[0062] In some embodiments, the antigen is PSA, PSMA, PSCA, PAP and/or STEAP1 of prostate cancer.

[0063] In some embodiments, the antigen is a dominant epitope of Her2/neu and/or BCARS3 of breast cancer.
[0064] In some embodiments, the antigen is MAGE-A3, ISR2, NY-ESO-1, Melan A, gp100, Tyrosinase, TRP1 and/or
TRP2 of melanoma.

[0065] Insome embodiments, the antigen is immunoglobulin idiotype, immunoglobulin k-chain and/orimmunoglobulin
A-chain of blood cancer.

[0066] In some embodiments, the antigen is AIM2, HT001, TAF1B, Micoryx and/or TGFBRII of colorectal cancer.
[0067] In some embodiments, the antigen is folate receptor-a of ovarian cancer.

[0068] In some embodiments, the antigen is P53, IDH1/2, BAGE, GAGE1, GAGE2, CAG3, RAGE, CEA, CDK4,
CASP-8, KRAS, bcr/abl and/or MUC-1 of various proto-oncogenes, antioncogenes and/or tumor-specific antigens.
[0069] Inthe presentdisclosure, the chemotactic binding ability of CCL11 to surface receptors on immune cells such as
DCs is utilized to transport and cross-present the above antigenic proteins to the surface of DCs, which improves the
efficiency of phagocytosis, processing and presentation of various antigenic proteins by DCs, and improves the effect of
preventing and/or treating related diseases. In previous preliminary experiments, the presentation efficiency of multiple
antigens of the above proteins including E6 or E7 protein of HPV16 has been demonstrated to be improved by CCL11. In
the embodiments of the present disclosure, E6 and E7 proteins of HPV16 are taken as examples to prove that CCL11 can
improve the efficiency of antigen protein presentation, and other proteins fused with CCL11 can also have a good effect.
[0070] In the present disclosure, in order to ensure smooth folding of each functional fragment in the fusion protein
without being affected by steric hindrance, alinker is added between the fragments, wherein the linker between CCL11 and
the antigenic protein of HPV is GGGGGSGGGGG. Different antigens can be linked by (G5S),, and/or AGA.

[0071] In the present disclosure, in order to improve the expression effect of the fusion protein, a signal peptide that
promotes the secretion of the fusion protein to the extracellular space is added to the N-terminal of CCL11. In some
embodiments, the signal peptide is an IgE signal peptide. Specifically, it has an amino acid sequence set forth in SEQ ID
NO: 5.

[0072] Inthe presentdisclosure, in order to facilitate the purification of the fusion protein, a tag is added to the C-terminal
of the fusion protein. The tag is selected from recombinant protein purification tags well known in the art. In some
embodiments, the tag is DYKDDDDK.

[0073] In some specific embodiments, the fusion protein has a structure which, from N-terminal to C-terminal,
sequentially comprises an IgE signal peptide, a humanized CCL11 protein sequence, a linker sequence
(GGGGGSGGGGQG), an E6 E7 protein sequence, a T2 fragment sequence, and a Flag tag sequence. Specifically, it
has an amino acid sequence set forth in SEQ ID NO: 15.

[0074] In the present disclosure, the nucleic acid encoding the protein may be DNA, RNA, cDNA or PNA. In an
embodiment of the present disclosure, the nucleic acid is in the form of DNA or RNA. The DNA form includes cDNA,
genomic DNA or synthetic DNA. The DNA may be single-stranded or double-stranded. The nucleic acid can comprise
nucleotide sequences that have different functions, for example, a coding region and a non-coding region such as a
regulatory sequence (e.g., a promoter or a transcription terminator). The nucleic acid can be linear or circular in topology.
The nucleic acid can be, for example, a portion or a fragment of a vector, such as an expression or cloning vector. The
nucleic acid may be obtained directly from natural sources, or may be prepared with the aid of recombinant, enzymatic or
chemical techniques. The RNA form is mRNA obtained by gene transcription or the like.

[0075] Inthepresentdisclosure,the DNA sequence forexpressing the fusion proteinis optimized, and such optimization
includes butis not limited to: codon usage bias, elimination of secondary structures (such as hairpin structures) that are not
conducive to expression, changes in GC content, CpG dinucleotide content, secondary structure of mRNA, cryptic splice
sites, early polyadenylation sites, internal ribosome entry and binding sites, negative CpG islands, RNA instability region,
repeats (direct repeats, reverse repeats, etc.) and restriction sites that may affect cloning.

[0076] The prevention of the presentdisclosure refers to reducing the risk of tumor occurrence by administering the drug
of the present disclosure before the tumor occurrence. The treatment of the present disclosure refers to inhibiting tumor
growth, reducing tumor volume or delaying tumor growth by administering the drug of the present disclosure after tumor
occurrence. In the examples of the present disclosure, the mouse transplanted tumor cell TC-1 is used as the experimental
object to demonstrate the effect of the fusion protein vaccine.
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[0077] The presentdisclosure further provides a transcription unit of the fusion protein, and the transcription unit refers to
the DNA sequence beginning from the promoter and ending at the terminator. Regulatory fragments may also be
comprised on either side of or between the promoter and terminator, and may include promoters, enhancers, transcription
termination signals, polyadenylation sequences, origins of replication, nucleic acid restriction sites, and homologous
recombination sites, such as promoter enhancers and poly(A) signals, which are operably linked to the nucleic acid
sequence. The transcription unit provided by the present disclosure comprises a CMV or CMV/R promoter, a CMV
enhancer and a nucleic acid fragment encoding the fusion protein.

[0078] The expression vector of the present disclosure refers to a recombinant nucleic acid vector, which is a
recombinant DNA molecule that comprises a desired coding sequence and suitable nucleic acid sequences necessary
for the expression of an operably linked coding gene in a specific host organism. Nucleic acid sequences necessary for
expression in prokaryotic cells include a promoter with an optional operator sequence, a ribosome binding site and
possibly other sequences. It is known that a promoter, enhancer, terminator and polyadenylation signals are used in
prokaryotic cells. Once transformed into a suitable host, the vector can replicate and function independently of the host
genome, or, in some cases, it can be integrated into the genome. In this specification, "plasmid" and "vector" are
sometimes used interchangeably because plasmid is currently the most commonly used form of vector. However, the
presentdisclosure is intended to include such other forms of expression vectors, which serve equivalent functions, and are
or will become known in the art, including but not limited to: plasmids, phage particles, viral vectors and/or potential
genomic insertions. In a specific embodiment, the nucleic acid encoding the fusion protein provided by the present
disclosure can be constructed in various eukaryotic expression vectors. For example, the vector backbone can be a
pVAX1 series vector, or a pVR series vector (see Chinese patent ZL 202110624820.8).

[0079] The hostcell of the presentdisclosure is a prokaryotic or eukaryotic host containing a nucleic acid vector and/ora
target gene. The host cells are transformed or transfected with vectors constructed using recombinant DNA techniques.
Such transformed host cells are capable of replicating the vector encoding the protein or expressing the desired protein.
[0080] In the embodiments of the present disclosure, the fusion protein is prepared by a method of inducing the
expression of the recombinant host, and the obtained culture can be bacteria, cells and culture solution obtained from
culture, or substances obtained by extraction and/or purification from the above cultures.

[0081] The product for preventing and/or treating a disease provided by the present disclosure comprises the fusion
protein, nucleic acid, expression vector, host, the fusion protein prepared by the method, and/or the culture containing the
fusion protein prepared by the method. In the present disclosure, the product for preventing and/or treating a disease
includes a medicine and/or a vaccine. The vaccine further comprises a pharmaceutically acceptable carrier, an excipient
and/or an adjuvant. The medicine further comprises a pharmaceutically acceptable auxiliary material.

[0082] The prevention of the present disclosure refers to reducing the risk of disease occurrence by administering the
product for preventing and/or treating a disease of the present disclosure before the disease occurrence. The treatment of
the present disclosure refers to improving a disease, inhibiting the development of a disease, and restoring patients to
health by administering the product for preventing and/or treating a disease of the present disclosure after the disease
occurrence. For example, the use of the product of the present disclosure in preventing and/or treating tumors can
increase the level of antibodies in serum, inhibit tumor growth, reduce tumor volume or delay tumor growth. In the
examples of the present disclosure, the mouse transplanted tumor cell TC-1 is used as the experimental object to
demonstrate the effect of the fusion protein vaccine, and good effects were obtained.

[0083] Inthe examples of the present disclosure, the amino acid sequences of the fragments involved and the coding
nucleic acid fragments are shown in Table 1:

Table 1 Amino acid sequences and coding nucleic acid fragments involved in the present disclosure

SEQ ID NO: 1 Amino acid sequence of E6 protein of HPV16

SEQ ID NO: 2 Amino acid sequence of E7 protein of HPV16

SEQID NO: 3 Amino acid sequence of CCL11

SEQ ID NO: 4 Amino acid sequence of T2 fragment

SEQID NO: 5 IgE signal peptide

SEQ ID NO: 6 Nucleotide sequence of plasmid pVR-CCL11-E6E7-T2

SEQID NO: 7 Nucleotide sequence of plasmid pVR-CCL11-E6E7

SEQID NO: 8 Nucleotide sequence of plasmid pVR-E6E7

SEQID NO: 9 DNA sequence encoding the fusion protein in plasmid pVR-CCL11-E6E7-T2
SEQ ID NO: 10 DNA sequence encoding the fusion protein in plasmid pVR-CCL11-E6E7
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(continued)

SEQ IDNO: 11 DNA sequence encoding the fusion protein in plasmid pVR-EGE7

SEQ ID NO: 12 mRNA sequence encoding the fusion protein in plasmid pVR-CCL11-EGE7-T2
SEQ ID NO: 13 mRNA sequence encoding the fusion protein in plasmid pVR-CCL11-E6E7
SEQ ID NO: 14 mRNA sequence encoding the fusion protein in plasmid pVR-EGE7

SEQ ID NO: 15 Amino acid sequence of the fusion protein in plasmid pVR-CCL11-EGE7-T2
SEQ ID NO: 16 Amino acid sequence of the fusion protein in plasmid pVR-CCL11-EGE7

SEQ ID NO: 17 Amino acid sequence of the fusion protein in plasmid pVR-EGE7

[0084] The embodiments of the present disclosure will be described in detail below in conjunction with examples, but
those skilled in the art will understand that the following examples are only for illustrating the present disclosure, and should
not be considered as limiting the scope of the present disclosure. The examples without specific conditions indicated were
carried out according to the conventional conditions or the conditions recommended by the manufacturers. The reagents
or instruments used without manufacturer indicated were all conventional commercially available products.

Example 1

[0085] DCs and eosinophils were isolated from mouse lymph nodes and peripheral blood for chemotaxis experiments.
The above isolated cells were placed in the upper chamber of a chemotaxis chamber (Transwell carbonate membrane
chamber: 5 um; Costar, Cat: 3422), and the cells were added at 1x 106 cells/100 uL/well based on the previous work in the
laboratory. The chemotaxis chamber was putinto the lower chamber containing 600 p.L of medium containing chemokine
CCL11. A spontaneous migration control group and a CCL11 cytokine group were set up simultaneously, and added with
the same number of cells. 3 replicate wells were set up. The purified recombinant (E.coli) murine CCL11 protein was used
as chemokine CCL11. According to the previous work in the laboratory, 100 ng/mL was the optimal dose for chemotactic
efficiency. After 4 h, the cells in the lower chemotaxis chamber were collected, and the chemotactic ability of CCL11 to
various immune cells was analyzed by flow cytometry. The results show that CCL11 could effectively recruit various
immune cells from the upper chamber to the lower chamber (P<0.001) (FIG. 1).

Example 2 Antigen design scheme of fusion gene or protein vaccine and construction and preparation of
mammalian expression plasmid

[0086] Construction of plasmid pVR-CCL11-E6E7-T2: A fusion protein CCL11-E6E7-T2 was constructed based on E6
and E7 proteins of human papillomavirus subtype HPV16, humanized CCL11 protein and T2 fragment. An IgE signal
peptide with an amino acid sequence of MDWTWILFLVAAATRVHS was connected to the N-terminal of the fusion protein
CCL11-EBE7-T2, and a Flag tag consisting of 8 amino acids of DYKDDDDK was connected to the C-terminal of the fusion
protein CCL11-EBGE7-T2.

[0087] Thefinally obtained fusion protein, from N-terminal to C-terminal, sequentially comprised an IgE signal peptide, a
humanized CCL11 protein sequence, a linker sequence (GGGGGSGGGGG), an E6 protein sequence, an E7 protein
sequence, a T2 fragment sequence and a Flag tag sequence.

[0088] The amino acid sequence of the fusion protein was subjected to codon optimization for expression preference of
mammalian cells. The gene sequence of the fusion protein, determined as SEQ ID NO: 8, was then synthesized and
inserted into the corresponding polyclonal sites region of pVR plasmid vector so as to express the fusion protein in the
correctcodon translation sequence. The finally constructed plasmid was named plasmid pVR-CCL11-E6E7-T2, as shown
in Ain FIG. 2.

[0089] Construction of plasmid pVR-CCL11-E6E7: Similarly, the finally constructed fusion gene, from N-terminal to C-
terminal, sequentially comprised an IgE signal peptide, a humanized CCL11 protein sequence, a linker sequence
(GGGGGSGGGGG), an E6GE7 protein sequence, and a Flag tag sequence.

[0090] The amino acid sequence of the fusion protein was subjected to codon optimization for expression preference of
mammalian cells. The gene sequence of the fusion protein, determined as SEQ ID NO: 10, was then synthesized and
inserted into the corresponding polyclonal sites region of pVR plasmid vector so as to express the fusion protein in the
correct codon translation sequence. The finally constructed plasmid was named plasmid pVR-CCL11-E6E7, as shown in
Bin FIG. 2.

[0091] Construction of plasmid pVR-EGE7: The E6 and E7 protein sequences of human papillomavirus subtype HPV16
were preceded by an IgE signal peptide with an amino acid sequence of MDWTWILFLVAAATRVHS, and followed by a
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Flag tag consisting of 8 amino acids of DYKDDDDK.

[0092] The finally obtained fusion protein, from N-terminal to C-terminal, sequentially comprised an IgE signal peptide,
an EBE7Y protein sequence, and a Flag tag sequence, as shown in C in FIG. 2.

[0093] The amino acid sequence of the fusion protein was subjected to codon optimization for expression preference of
mammalian cells. The gene sequence of the fusion protein, determined as SEQ ID NO: 11, was then synthesized and
inserted into the corresponding polyclonal sites region of pVR plasmid vector so as to express the fusion protein in the
correct codon translation sequence. The finally constructed plasmid was named plasmid pVR-EGE7.

[0094] Specifically, the plasmid patterns constructed in the experiments in this example are actually: pVR-CCL11-
antigen-T2, pVR-CCL11-antigen and a control plasmid pVR-antigen. In the experiment of this example, the E6GE7 fusion
protein of HPV 16 subtype was used as the antigen.

Example 3

[0095] In vitro cell transfection experiments with the constructed plasmids were performed. The vectors comprising
antigens of HPV16 E6 and E7 proteins constructed in Example 2 were taken as examples, and the vectors comprising
other antigens were transfected by the same method.

[0096] 24 h before transfection, 1x106 HEK293T cells were plated in a 6-well cell culture plate. The transfection
experiment was started when the cell density reached more than 80%. Before transfection, cell culture medium and serum-
free Opti-MEM medium were pre-warmed in a 37°C water bath. During transfection, 3 pg of control vector, pVR-CCL11-
EGE7-T2 expression vector, pVR-CCL11-EGE7 expression vector, and pVR-EGE7 expression vector and 12 pL of PEI
transfection reagent were added to 200 pL of serum-free Opti-MEM, mixed evenly, and then left to stand at room
temperature for 10 min. The cells to be transfected were fed with fresh medium, gently added to the above transfection
system, and shaken gently. The cells were then placed in the cell culture incubator again for 6 h of culture and then fed with
fresh medium. After 48 h of transfection, the cells were collected, and the expression effect of the EGE7 fusion gene
plasmid in HEK293T cells was then detected by Western Blot.

[0097] The collected cells were added with 60 pL of 0.5% NP40 lysis buffer containing PMSF or Cocktail protease
inhibitor, resuspended fully and lysed by rotating at 4°C for 30 min. The lysate was centrifuged at 12,000 rpm at4°C for 10
min. The supernatant was collected into a new 1.5 mL EP tube, and the precipitate was discarded. 5XSDS-PAGE protein
loading buffer was added according to the actual volume of the sample and mixed well. Then the sample was heated in an
air bath at 100°C for 10 min, subjected to Western blotimmediately, and detected using Flag tag antibody (Sigma, F3165).
The results are shown in FIG. 3 that the control vector had no protein expression, and the position showing the size of the
expressed proteins of pVR-CCL11-E6E7-T2 and pVR-CCL11-EGE7 was significantly higher than that of pVR-EGE?7,
indicating that the plasmids pVR-CCL11-E6E7-T2 and pVR-CCL11-EGE7 of the experimental group and the plasmid pVR-
EGE7 of the control group can all be smoothly and normally expressed in mammalian cells.

Example 4

[0098] The effects of chemokine CCL11 and T2 fragment on cell-specific T cell responses induced by the fusion gene
vaccine were explored. The vaccines comprising antigens of HPV16 E6 and E7 proteins were taken as an example and the
steps for inducing T cell responses by vaccines comprising other antigens were the same.

[0099] Giventhatthe fusiongene canbe normally expressed in mammalian cells, plasmids pVR-CCL11-E6GE7-T2, pVR-
CCL11-E6E7, and pVR-EGE7 were extracted separately, and the mice were immunized with the plasmids of 25 pug by anin
vivo gene transfer instrument from TERESA. There were four groups including a negative control PBS group, 5 mice in
each group. The mice were immunized according to the immunization strategy marked in the timeline in FIG. 4, and blood
was collected from the mice in each group on D14 and added to the PBS solution containing heparin. All the samples were
centrifuged at 3000 rpm for 5 min. The supernatant was discarded, and the remaining pellets were dispersed by shaking,
and then added with 1 mL of red blood cell lysis solution for 1 min of lysis at room temperature. Then all the samples were
centrifuged at 1200 rpm for 6 min. The supernatant was discarded, and the remaining pellets were washed once with 700
pL of PBS solution and centrifuged for the second time at 1200 rpm for 6 min. After the supernatant was discarded, the
pellets were resuspended with 300 pL of inactivated 1640 medium containing 10% FBS, and added with 1 pL of E7-
tetramer for 1 h of staining. Flow staining: CD8-FITC; E7-tetramer-PE. The flow results are shown in FIG. 5. The results
show thatin the comparison between groups at the same dose, the number of E7-specific Tcellsin CCL11-E6E7-T2 group
was far more than thatinthe E6GE7 group. In the comparison between groups at the same dose, the number of E7-specific T
cells in CCL11-E6E7-T2 group was more than that in the CCL11-E6E7 group. In the comparison between groups at the
same dose, the number of E7-specific Tcellsin CCL11-E6E7 group was more than that in the EGE7 group. This shows that
chemokine CCL11 at the N-terminal of the antigen protein can effectively induce the binding of antigen molecules and
specificimmune cells, thereby greatly enhancing the effect of crosspresentation of antigen molecules, so that CCL11 can
finally induce a stronger specific immune response to antigen molecules. In addition, the T2 fragment added at the C-
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terminal of the antigenic protein can effectively enhance the immune strength against the antigen molecule in the process
of cellular immune, which greatly increases the number of specific T cells, playing a decisive role as an immune
enhancement factor.

Example 5

[0100] The effects of chemokine CCL11 and T2 fragment on the humoral immune responses induced by fusion gene
vaccine were explored. The vaccines comprising antigens of HPV16 E6 and E7 proteins were taken as an example, and
the steps for inducing T cell responses by vaccines comprising other antigens were the same.

[0101] Whether CCL11 can also enhance humoral immune responses was next evaluated. Plasmids pVR-CCL11-
EGE7-T2, pVR-CCL11-EGE7, and pVR-E6GE7 were extracted separately, and the mice were immunized with the plasmids
of 25 ng by an in vivo gene transfer instrument from TERESA. There were four groups including a negative control PBS
group, 5 mice in each group. The mice were immunized according to the immunization strategy marked in the timeline in
FIG. 4, and blood was collected from the mice in each group on D21 with no anticoagulant added. All the samples were
centrifuged at 3000 rpm for 20 min. The supernatant was collected. On the first day, the EGE7 fusion protein purified in the
laboratory was diluted with PBS, and coated onto an ELISA plate at 200 pL per well containing 10 p.g of protein. The plate
was then keptat4°C overnight. On the second day, the plate was washed and blocked with blocking solution for 2 h atroom
temperature. The collected mouse serum was diluted by 1:100, and added into wells at 100 wL per well. The plate was then
kept at 4°C overnight. On the third day, the color development was performed by ELISA. The results are shown in FIG. 6.
The results show thatin the comparison between groups at the same dose, the number of E7-specific antibodies in CCL11-
EBE7-T2 group was far more than thatin the E6E7 group. In the comparison between groups atthe same dose, the number
of E7-specific antibodies in CCL11-E6E7-T2 group was more than that in the CCL11-E6E7 group. In the comparison
between groups at the same dose, the number of E7-specific antibodies in CCL11-E6GE7 group was more than that in the
EGE7 group. This shows that chemokine CCL11 at the N-terminal of the antigen protein can effectively induce the binding
of antigen molecules and specific immune cells, thereby greatly enhancing the effect of crosspresentation of antigen
molecules, so that CCL11 can finally induce a stronger specificimmune response to antigen molecules. In addition, the T2
fragment added at the C-terminal of the antigenic protein can effectively enhance the immune strength against the antigen
molecule in the process of cellularimmune, which greatly increases the number of specific antibodies produced, playing a
decisive role as an immune enhancement factor.

Example 6

[0102] The therapeutic effects of fusion gene vaccines on mouse xenograft tumor cell TC-1 allograft tumor were
explored. The fusion gene vaccines comprising antigens of HPV16 E6 and E7 proteins were taken as an example, and the
steps for the demonstration of tumor intervention effect of vaccines comprising other antigens were the same.

[0103] In view of the excellent effects of vaccines such as CCL11-E6GE7-T2 in the cellular and humoral immunity
experiments, the therapeutic effects on the TC-1 allograft tumor after immunization with the fusion genes were further
explored by experiments. In addition to the DNA vaccine form, the mRNA vaccine form of CCL11-E6E7-T2 was also
synthesized, which was encapsulated with nanoparticles. The specific process is as follows: 5’UTR-CCL11-E6E7-3'UTR-
A(120) was connected into the cloning vector pGEM-3Zf(+) (promega) to complete the construction of an in vitro
transcription expression system, which was named pGEM -CCL 11- EGE7. The in vitro transcription system had a
UTR sequence as follows:

5-UTR (B-globin-2)
agagcggccgctttttcagcaagattaagcccagggcagagecatctattgcttacatttgettctgacacaactgtgttcactagcaaccteca
aacagacacc

3-UTR (2B-globin)
agctcgctttcttgetgtccaatttctattaaaggttectttgttccctaagtccaactactaaactgggggatattatgaagggccttgageatctg

gattctgectaataaaaaacatttattttcattgcagetegetttcttgetgtceaatttctattaaaggttectttgttcectaagtccaactactaaac

tgggggatattatgaagggccttgagcatctggattctgcctaataaaaaacatttattttcattge

[0104] The recombinant plasmid was linearized. The single enzyme digestion reaction system is shown in the table
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below, and the reaction was conducted at 37°C for 3 h.

Component Volume (pL)
Xho | 4
Recombinant plasmid 12 pg
10X CutSmart Buffer 5
dd H,O Balance
Total 50

[0105] In vitro transcription reaction:

1. T7-Flash Scribe™ Transcription Kit (Cell script) was use for in vitro transcription, and UTP was replaced with N1-
Methylpseudouridine-5-Triphosphate (Trilink Biotech) during the preparation of in vitro transcription system.

[0106] The reaction system is shown in the table below. After the first step of reaction was completed, the reaction
system was kept at 35°C for 30 min, and after the second step of reaction was completed, the reaction system was kept at
35°C for 15 min.

Regents Volume (pL)

Rnase-free Water X

Linearized DNA 1 pg
10 XT7 Transcription Solution 2
100 mM ATP 1.8

100 mM CTP 1.8

100 mM GTP 1.8

100 mM UTP 1.8
100 mM DTT 2

Script Cuard Rnase Inhibitor 0.5
T7-Flash Scribe Enzyme Solution 2
Total 20

The above products 20
Rnase-free Dnase | 1
Total 21

[0107] mRNA capping: The kit ScriptCap™ Cap 1 Capping System (Cell script) was used.

Cap-mRNA purification

[0108] Purification was performed using the kit MEGAclear™ Kit Purification (Invitrogen).

Preparation of liposome nanoparticles LNP-Man

[0109] DOTAP ((2,3-dioleoyl-propyl)trimethylammonium chloride), DOPE (dioleoylphosphatidylethanolamine), and
DSPE-PEG2000 (distearoylphosphatidylethanolaminepolyethylene glycol 2000) were all purchased from Shanghai
Advanced Vehicle Technology Co., Ltd.. DSPE-PEG2000-Man was purchased from Xi'an Haoran Biotechnology Co.,
Ltd.;

Nanoparticles were prepared by rotary evaporation method. The specific operation process of preparation of LNP-Man is
as follows:
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1) DOTAP, DOPE, and DSPE-PEG2000-Man were sequentially added to a round bottom flask according to the molar
ratio of 50:50:1. 6 mL of chloroform was added until the solid was fully dissolved.

2) Ultrasonication in a water bath was performed for 15 min.

3) The round-bottom flask was put into a rotary evaporator, and the dissolved matter in the round-bottom flask should
be submerged below the water surface. Then rotary evaporation was performed at a speed of 100 rpm for 15 min.

4) The round bottom flask was detached, placed in a fume hood, and added with 8 mL of HEPES buffer to dissolve the
film on the inner wall of the bottle.

5) Ultrasonication in a water bath was performed for 30 min.

6) The ultrasonicated solution was filtered with a 0.22 wm filter membrane three times to obtain the desired liposome
nanoparticles LNP-Man.

Preparation of LNPs/mRNA

[0110] The prepared cationic lipid nanomaterial LNP-Man and mRNA were mixed according to the set N/P =10:1 (molar
ratio), and the required volume of LNPs and mRNA was calculated. LNPs and mRNA were respectively added with equal
volumes of 10 mM HEPES buffer solution before mixing. The mixed LNPs/mRNA was shaken on a vortex shaker for 1 min,
and left to stand at room temperature for 30 min. Moreover, CCL11-E6E7-T2 protein was also purified as a vaccine control.
Mice were subjected to tumor inoculation and plasmid therapeutic immunization according to the timeline shown in FIG. 7,
with an amount of each immunization of 25 pg. After tumor inoculation, the mice were immunized twice on D4 and D11,
respectively. Afterwards, the tumors were measured in the same way, and the tumor volume was recorded. The tumor
growth curve was drawn as shown in FIG. 8. The results show that the three groups pVR-CCL11-E6E7-T2 plasmid,
CCL11-EBE7-T2-mRNA and CCL11-E6E7-T2 protein exhibited earlier tumor growth inhibition than the group pVR-EGE7
plasmid, and in the three groups pVR-CCL11-E6E7-T2 plasmid, CCL11-E6E7-T2-mRNA and CCL11-EGE7-T2 protein,
the transplanted tumors completely disappeared around the 17th day after tumor inoculation, achieving a complete tumor
treatment effect.

[0111] Finally, it should be stated that: the above embodiments are only intended for illustrating the technical solutions of
the present disclosure rather than limiting the presentdisclosure. Although the present disclosure is illustrated in detail with
reference to the embodiments described above, it should be understood by those skilled in the art that, modifications can
still be made to the technical solutions recited in the embodiments described above, or equivalent substitutions can be
made onto a part or all of the technical features of the technical solution. While such modifications or substitutions will not
cause the essence of corresponding technical solutions to depart from the scope of the technical solutions of the
embodiments of the present disclosure.

Claims
1. Use of at least one of I)-VI) in improving antigen presentation effect, wherein

1) a T2 fragment with an amino acid sequence set forth in SEQ ID NO: 4;

Il) chemokine CCL11;

1) a fragment being more than 80% homologous with and functionally identical or similar to I) or II);

1V) a nucleic acid molecule encoding I) or Il);

V) a nucleic acid molecule that is derived from the nucleotide sequence of the nucleic acid molecule in IV) by
deletion, addition or substitution of one or more nucleotides and encode a protein functionally identical or similar to
the nucleic acid molecule in IV); and

VI) a nucleic acid molecule fully or partially complementary to V).

2. Afusion protein, comprising CCL11 and an antigen or comprising CCL11, an antigen and a T2 fragment.

3. Thefusion protein according to claim 2, from N-terminal to C-terminal, sequentially comprising an IgE signal peptide,
CCL11, a linker, the antigen and the T2 fragment.

4. The fusion protein according to claim 2 or 3, wherein the antigen is derived from a virus, pathogenic microbe and/or
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tumor;

the virus is selected from the group consisting of HPV, EBV, HCV, HIV, HBV, VZV, a coronavirus, and a
combination thereof; and

the tumor is selected from the group consisting of liver cancer, cervical cancer, ovarian cancer, lung cancer, head
and neck cancer, prostate cancer, breast cancer, blood cancer, ovarian cancer, colorectal cancer, and a
combination thereof.

A nucleic acid molecule encoding the fusion protein according to any one of claims 2 to 4.
Anucleic acid fragment comprising the nucleic acid molecule according to claim 5, 5-UTR, 3’-UTR and 3’-end polyA.

An expression vector comprising a vector backbone and the nucleic acid molecule according to claim 5 or the nucleic
acid fragment according to claim 6.

A host transformed or transfected with the expression vector according to claim 7.

A method for producing the fusion protein according to any one of claims 2 to 4, comprising culturing the host according
to claim 8 and collecting a culture containing the fusion protein.

Use of the fusion protein according to any one of claims 2 to 4, the nucleic acid molecule according to claim 5, the
nucleic acid fragment according to claim 6, the expression vector according to claim 7, the host according to claim 8,
the fusion protein prepared by the method according to claim 9, and/or the culture containing the fusion protein
prepared by the method according to claim 9 in the manufacture of a product for preventing and/or treating a disease.

A product for preventing and/or treating a disease, comprising the fusion protein according to any one of claims 2 to 4,
the nucleic acid molecule according to claim 5, the nucleic acid fragment according to claim 6, the expression vector
according to claim 7, the host according to claim 8, the fusion protein prepared by the method according to claim 9,
and/or the culture containing the fusion protein prepared by the method according to claim 9.

A method for preventing and/or treating a disease, comprising administering to a subject in need thereof the product
according to claim 11.

13
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INTERNATIONAL SEARCH REPORT International application No.
PCT/CN2022/097092

A. CLASSIFICATION OF SUBJECT MATTER

CO7K 19/00(2006.01)i; CO7K 14/52(2006.01)i; CI12N 15/09(2006.01)i; A61K 39/39(2006.01)i; A61P 31/12(2006.01)i;
A61P 37/04(2006.01)i

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)
CO7K; C12N; A61K; A61P

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

CNABS, DWPL SIPOABS, CNKI, NCBI, ISI Web of Science: # 1L T, Bk, REER MR, iR, £, BllE, chemokine,
ligand, eotaxin, 11, 1, CCL11, antigen, presenting, fusion, t2

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category™ Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.

Y Sylvie Beaulieu, et al. "Expression of a Functional Eotaxin (CC Chemokine Ligand 11) 1-12
Receptor CCR3 by Human Dendritic Cells”

J Immunol September 15, 2002, 169 (6) 2925-2936,
Vol. 169, No. 6, 15 September 2002 (2002-09-15),

abstract

PY CN 114106207 A (NOXI TECHNOLOGY (BEUING) LTD. CO.) 01 March 2022 1-12
(2022-03-01)
entire document, in particular claims and abstract

D Further documents are listed in the continuation of Box C. See patent family annex.

*  Special categories of cited documents: «T later document published after the international filing date or priority
«A” document defining the general state of the art which is not considered date and not in conflict with the application but cited to understand the
to be of particular relevance principle or theory underlying the invention
«g” earlier application or patent but published on or after the international <X document of particular relevance; the claimed invention cannot be
filing date considered novel or cannot be considered to involve an inventive step
«L” document which may throw doubts on priority claim(s) or which is when the document is taken alone

cited to establish the publication date of another citation or other «y» document of particular relevance; the claimed invention cannot be
special reason (ﬂ§ specified) . . considered to involve an inventive step when the document is
“0” document referring to an oral disclosure, use, exhibition or other combined with one or more other such documents, such combination
means being obvious to a person skilled in the art
“p~ dncumexjr published prior to the international filing date but later than < g jocument member of the same patent family
the priority date claimed

Date of the actual completion of the international search Date of mailing of the international search report

15 June 2022 14 October 2022

Name and mailing address of the ISA/CN Authorized officer

China National Intellectual Property Administration (ISA/
CN)

No. 6, Xitucheng Road, Jimengiao, Haidian District, Beijing
100088, China

Facsimile No. (86-10)62019451 Telephone No.

Form PCT/ISA/210 (second sheet) (January 2015)

21




10

15

20

25

30

35

40

45

50

55

EP 4 474 396 A1

INTERNATIONAL SEARCH REPORT International application No.
PCT/CN2022/097092
Box No. I Nucleotide and/or amino acid sequence(s) (Continuation of item 1.c of the first sheet)

1. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international search was
carried out on the basis of a sequence listing:

a. forming part of the international application as filed:
in the form of an Annex C/ST.25 text file.

D on paper or in the form of an image file.

b. D furnished together with the international application under PCT Rule 13zer.1(a) for the purposes of international search
only in the form of an Annex C/ST.25 text file.

c. D furnished subsequent to the international filing date for the purposes of international search only:
D in the form of an Annex C/ST.25 text file (Rule 13zer.1(a)).
D on paper or in the form of an image file (Rule 13zer.1(b) and Administrative Instructions, Section 713).

2. D In addition, in the case that more than one version or copy of a sequence listing has been filed or furnished, the required
statements that the information in the subsequent or additional copies is identical to that forming part of the application as
filed or does not go beyond the application as filed, as appropriate, were furnished.

3. Additional comments:

Form PCT/ISA/210 (continuation of first sheet) (January 2015)

22




10

15

20

25

30

35

40

45

50

55

EP 4 474 396 A1

INTERNATIONAL SEARCH REPORT

Information on patent family members

International application No.

PCT/CN2022/097092

Patent document
cited in search report

Publication date
(day/month/year)

Patent family member(s)

Publication date
(day/month/year)

CN 114106207

A

01 March 2022

None

Form PCT/ISA/210 (patent family annex) (January 2015)

23




EP 4 474 396 A1
REFERENCES CITED IN THE DESCRIPTION
This list of references cited by the applicant is for the reader’s convenience only. It does not form part of the European

patent document. Even though great care has been taken in compiling the references, errors or omissions cannot be
excluded and the EPO disclaims all liability in this regard.

Patent documents cited in the description

* CN 202210076816 [0001]

24



	doc_1687376.PDF
	bibliography
	abstract
	description
	claims
	drawings
	search report
	cited references


