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WEHH KT EDER RELERAFTAH G L LTS 6T F O BBAETEE £ 9(PCSKO) W FA A ik RARABE ST
IR E A AW E T kAN E B R ARE L R A B L 3 3 A PCSK9 49 4] 7 #F PCSK9 # 3 F= F1 5 5K A %, J& 97 3 %
(Western blot) % #0 HepG2 4@ it ¥ 4K 55 5 & & xw(LDLR)éﬁﬁ:JML FEAF R EHRIEZ(0,6,60,180 pg/ ml)Ie 3k /£
By &40 A PCSK9(D374Y) 5 LDLR 9 &4k h R A @5 Sk Ae A R T M AF R B R4S PCSK9 ) -F 45 f#f 5
FEAH AN A 2.90 X 107 mmol / L #2 5. 05 x 1071 mmol/L;%%@$i15 T 28 A PCSKO(D374Y) 84 F An AR & L4049 1.85 45 .
2. 57 4%, SE A 09 30049 5. 38 45 4. T1 4 3635 B P4 T F 2BA PCSKO(D374Y) 5 LDLR 25469 3 404941 8 (IC,,) 4 64. 42 nmol / L,
5 F8A PCSK9(D374Y) % &k FAKE JE Mg & @ J2 B 55 (LDL — C) W AAE A 89 F Z0R RO R (ECy) %51 %4 (15.03 £0.63) wg/ mL
F2(7.22 +0.16) pg/ mL; Western blot X4 R E T, R M2 HRKE(0,6,60,180 wg/ mL)FE & 40P HepG2 20 J i AL H) A
0.76,0.83,3.21,3. 28 451 3£ W45 PCSKO 84 5 Feo /) 5% T I 4] 09 L LA AoARE 40, A TE LDLR 9 B, A i R AR 3
T H 3 e T 4w Bl @ LDLR 89 &GA
KGR AT E OB A R 0,40 R A ARE AR A 0 A FAR F A ) RSN
Characterization of in Vitro Activity of PCSK9 Monoclonal Antibodies

ZHU Xinting ,HAN Leng,GUO Cheng,YANG Quanjun
(Shanghai Sixth People's Hospital Affiliated to Shanghai Jiao Tong University School of Medicine ,Shanghai,China 200233)

Abstract: Objective To investigate the affinity of tafolecimab, evolocumab and alirocumab to proprotein convertase subtilisin / kexin
type 9 (PCSK9). Methods The affinity of three PCSK9 monoclonal antibodies (tafolecimab, evolocumab and alirocumab) for
PCSK9 was examined by the surface plasmon resonance and biolayer interferometry methods. The expression level of low — density
lipoprotein receptor (LDLR) in HepG2 cells was detected by the Western blot,and the ability of different mass concentrations (0,
6,60,180 pg / mL) of tafolecimab to block recombinant human PCSK9 (D374Y) binding to LDLR was investigated. Results The
equilibrium dissociation constants of tafolecimab with PCSK9 determined by the surface plasmon resonance and biolayer
interferometry methods were 2.90 X 10~ “mmol / L and 5.05 X 10~ " mmol / L, respectively. The affinity of tafolecimab to
recombinant human PCSK9 (D374Y) was 1.85 times and 2. 57 times higher than that of evolocumab,and 5.38 times and 4. 71 times
higher than that of alirocumab. The half maximal inhibitory concentration (ICy)) of tafolecimab for blocking the binding of
recombinant human PCSK9 (D374Y) to LDLR was 64.42 nmol / L. The concentration for 50% of maximal effect (ECy) of
tafolecimab for restoring low — density lipoprotein cholesterin (LDL - C) endocytosis by binding human PCSK9 and recombinant
human PCSK9 (D374Y) was (15.03 + 0.63) pg / mL and (7.22 % 0.63) pg / mL, respectively. Western blot test results
showed that the grayscale values of HepG2 cells in different concentrations (0,6,60, 180 pg / mL) of tafolecimab were 0.76,
0.83, 3.21, and 3. 28, respectively. Conclusion Tafolecimab, which has a stronger affinity for PCSK9 than alirocumab and
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evolocumab, can prevent the degradation of LDLR and increase the expression of LDLR on the surface of hepatocytes in a

concentration — dependent manner.

Key words: PCSK9;tafolecimab ; evolocumab ; alirocumab ; antibody affinity ;in vitro activity

I B8-S S0 Sl KA Ak 00 145 555 (ASC VD) B
FAER 2 W5 2030 4F , 15 5 6 B0k i
920 J3 il .o oL 45 T AR L b IR % B AR I
(LDL - C) /K FTH5 (= 3. 4 mmol / L)J&F& FLO ML & ¥
AT YA — R AG B8 PR 2, AU T & 0 R s A ik
B2 B LDL — C/KF- A 525080/ ASCVD 1 & 9 K
FET RS AT T 225 W 2R 7 LG S ) A 140 {H S
Oy B FAE BT P LDL - C IR BEIAFRD  BF 9 5
W, v B A VT 2 25 W iR T R BE A T A L B g
TR, 7 v AR 2 S oL iR A AR T A
W %= 9(PCSK9) & — P 22 24 1R & (i , AT 5 40 g o
I5 % THT A9 IG5 B IR A 11 22 AR (LDLR) 25 & 9% J LDLR /
PCSK9 & &%, P& 1 A T 200 B 4 37 e K 5 i, 32 3
LDLR 7 B P10 5 25 1 40 At 3% 180, ook 20 i 40 i =6 1l %)
LDLRY =81, WA -5 2068 128 - 41 i 55 46 B LDL — C
b ff LDL - CIEBR AL, JEER P #Y LDL - CoK-FHF2E
T X T A AT 28 259 Ta vk 38 209 i g B AR A
E, W G0 v IR 2 A S8 A 5 v S / s
PR IR A A 05 v e L e e AR, v [ T B
G PRTE R ) U FH At T 2 2459 55 4K HT 22 A5 5k PCSK9
P, 2015 4, 55 F & S 25 )5 2R (FDA) L i
PCSKO #l il S I T (7 44 Repatha) F B[ A1 PE L
Pt (75 i 44 Praluent) =TT A9 0 S PTBR BB B 25 R AIK
ASCVD B E ) LDL — C/KF-Ab iR il 5 25 R A0 i A =
A 4 DRS00 o BT ) PG 0 BB AS AN AT 8 3 PR AT S etk
KA AE R A LDL — C /K, i v] [AAI 5 & Pk e i,
P A B KU, 0 2023 45, F. [ [ 52 24 i B A
FJR (NMPA) HEAEFE ST sabr LT FESE PG S b ] i 3%
RAR =l 00 2 e L1 e ot AN % Sk e
[ B2 I £ 5 A LDL — C /KA, HZ8 4k RG24 AR
W5 o i R MR 50 5 14T 3 Rl 2 B T B PCSK9 H
FLRE PR S PCSKO 45 A i i, S LI R b FH 4R it S
Z AGEIT
1 B RGE5AMm
1.1 {4=8

Biacore® T200 SPR % 4t ( 3% [# GE Healthcare 2
7)) ; Fortebio® Octet RED96e &4t , AHC {5/84%% (Cat#t18 —
5060) , Y1) [ 75 [F Sartorius 2\ 7) ;96 FL 2 @ fik LA (3£
Corning 2 ] , Cat#7007) ; CytoFLEX 3 2 2 Jifg 1%
(3¢ [# Beckman Coulter A H] ) 3 B — D — W& TR IZ)Z )
96 FLAZ (& [H Agilent 23 7 , Cat#204626) ; SpectraMAX®
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13 BT BRI (35 [E Molecular Devices 237 ) o
1.2 iR%%

pcDNA3. 1(3[E Addgene 2 ), Cat#V790 - 20) ; B
Z N W (3 [# Polysciences 23 ], Cat#23966) ; HBS —
EP + 22 i (258 GE Healthcare 231, Cat#BR100354 ) ;
YL Fe ik (F2 [E Abcam 23 7], Cat#ab97221) ; A A
PCSK9(D374Y) & A (db it & % ZE W AL W R i A IR
A), Cat#PCY — H5225) ; H 22 (Cat#15527013) , BEIREh
ZZ R (PBS, Cat#10010023) , DMEM I B 1% 3% 3L ( Cat#
11885 - 084) , BODIPY — LDL - C(Cat#L3483) , 14 [
F[H Gibeo 28 H] 3 4 LT AR 1 (BSA, B4 T A9 T
ARG A PR T, Cat#A600332) ;1 20( Tween - 20,
g A RAEWH AR AR A, Cat#ST825) ;5 His —
PCSK9 (b 5% & 5 38 i 4B W) B A BR A Al Cat#PCY -
H5223) ; Anti — His tag — PE $T44& (3 [# Biolegend 23 7l ,
Cat#362603 ) ; FEH VT HLHT ([FIb AWl 25 < 700 > AR
/3], Cat#DPO3 — 306001BB, LOT#DP2110007) .
1.3 #patk

Expi293F 4f il (Cat#A14527) , ExpiCHO - S 41 Jii
(Cat#A29127) , ¥ H 3£ & Gibco 23 7l ; LDLR - Expi-
CHO - S (ExpiCHO — S 4l g i %3k LDLR, N R4
) s HepG2 21 i (v EI R} B L ifg A fiw Bh2 0F 55 Bt 240
Ja g PR L, Cat# TCHUT2) .
2 FHEEER
2.1 BTEREmEHE

P38 1R PR 8 (5N MER A R A B2
A PEATIE A B, SR 5 2448 2 peDNA3. 13k I ¥ ]
— BRI R PR S SRR R R 1 1 EER LIRS, &
BB 2 M e 3 Expi293F 40AE, 55355 ~ 7 d, 40HE T
THET 60% B W £ F 15 W, I 1 Protein A SR FIE: 4l fk.
REREAT 271 2 N
2.2 1 PCSK9 B [EHAFEMAINE

2% 11 55 B 7 L8R (SPR) 5 < SR HH Biacore® T200 SPR
ARG VEATREI SR T R 25 °CL i pH 7. 41
HBS - EP & 0BT Fe T iibe 20 1 i , 18
R EEZh 8 000 RUHUATR B 22 BT BN 1 g/ mL,
PL10 L / min A0S AR 22008 R 2, F KA R R 30 5
SR E A PCSKO(D374Y ) 5 [ F 217 e 5 Bk BE T B
PR 2 =ik (0,12, 5,25,50, 100,200,400 mmol / 1)
MR TEN , 45 A R A 180 s, i B FIR] M 1 200 s fit)m
FH 10 mmol / L HZ R (pH 1. 5) W51 30 s, %8 F #E47 1
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Tab.1 Antibody sequences
ik T4 233
#EBER  OLQLQESGPGLVKPSETLSLTCTVSGGSISSASY YWSWIRQPPGKGLEWIGSINYRGSTY YNPSLKSRVTISVDTSKNQFSLKLS  EIVLTQSPATLSLSPGERATLSCRASQSVSSYLAWY(QQKP
SVTAADTAVYYCARENSGVVPAAGPNWFGPWGQGTLVTVSSASTKGPSVFPLAPCSRSTSESTAALGCLVKDYFPEPVTY GQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEP
SWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSNFGTQTYTCNVDHKPSNTKVDKTVERKCCVECPPCPAPPVAGPSVE EDFAVYYCQQRRNWETFGGGTKVEIKRTVAAPSVFIF
LFPPKPKDTLMISRTPEVTCVVDVSHEDPEVOFNWYVDGVEVHNAKTKPREEQFNSTFRVVSVLTVVHQDWLNGKEYK PPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQ
CKVSNKGLPAPIEKTISKTKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPMLDSD SGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVY
GSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPG ACEVTHQGLSSPVTKSFNRGEC
ks L85 EVOLVOSGAEVKKPGASVKVSCKASGYTLISYGISWVRQAPGOGLEWMGWVSFYNGNTNYAQKLOGRGTMTTDPSTSTA  ESALTQPASVSGSPGQSITISCTGTSSDVGGYNSVSWY(QH

YMELRSLRSDDTAVYYCARGYGMDVWGQGTTVTVSSASTKGPSVFPLAPCSRSTSESTAALGCLVKDYFPEPVTVSWNS
GALTSGVHTFPAVLQSSGLYSLSSVVTVPSSNEGTQTYTCNVDHKPSNTKVDKTVERKCCVECPPCPAPPVAGPSVEFLEPP
KPKDTLMISRTPEVTCVVVDVSHEDPEVQFNWYVDGVEVHNAKTKPREEQFNSTFRVVSVLTVVHQODWLNGKEYKCK
VSNKGLPAPIEKTISKTKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPMLDSDGS

FFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

HA®ALR EVQLVESGCGLVQPGGSLRLSCAASGFTFNNY AMNWVYRQAPGKGLDWVSTISGSGGTTNYADSVKGRFTISRDSSKHTLYL,
(QMNSLRAEDTAVYYCAKDSNWGNFDLWGRGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWN
SGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVF
LFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEY
KCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDS

DGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPG

PGKAPKLMIYEVSNRPSGVSNRFSGSKSGNTASLTISGL
QAEDEADYYCNSYTSTSMVFGGGTKLTVLGQPKAAPS
VTLFPPSSEELQANKATLVCLISDFYPGAVTVAWKADS
SPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHR -
SYSCQVTHEGSTVEKTVAPTECS
DIVMTQSPDSLAVSLGERATINCKSSQSVLYRSNNRNFLG
WYQQKPGQOPPNLLIYWASTRESGVPDRFSGSGSGTDFT
LTISSLQAEDVAVYYCQQYYTTPYTFGQGTKLEIKRTV
AAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQW
KVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADY
EKHKVYACEVTHQGLSSPVTKSFNRGEC

Wi {H / RU
150 -

400 nmol / L. 100

200 nmol / L. 20 nmol / L
10 nmol / L

100 nmol / L 50 4 5 nmol /1,

50 nmol / 1, 2.5 nmol /L
1.25 nmol / L,

25 nmol / L, 0.625 pmol / L.
7/'s

12.5 nmol / L 0

TR / RU Tl 7 / RU
400 - 500 =
300 4 400
100 nmol / L. 300
50 nmol / L. =
200 25 nmol / L
200
100 - 12. 5 nmol /L
6.25 nmol /L 100 -
3. 125 nmol / L
0 T T T T T 1t /s 0+ | .
0 1000 2000 3000
-100 - ~1004 0 1000
A

B

T T 1078
2 000 3000

500

1000 1500

-50 -

A REBER B RBLER C FAHLER
El1 RESETFIHIRENFEI TR R S I B 50 75 I 2R 51 e B (&
A. Tafolecimab B. Evolocumab C. Alirocumab

Fig.1 The response values of tafolecimab,evolocumab and alirocumab detected by the surface plasmon resonance method

= . F Biacore® T200 SPR & 4t H 5 - Hr 4 44 (3. 1 /) 43
BT 2R S B 0 B0 HE L SR 10 1 455 45 18 %o B 3 kA4
B G5 ALV T 5 AL PCSKO 1Y% A1 7 24K %
JCHAPTAY 1. 85 4% , J& BT A P4 JC BTN 5. 38 % TR ULIAT 1
k2,

H Y R E ¥ (BLID) % @ 2% JH Fortebio® Octet
RED96e Z Ge it A7 Kl , 150 i 4 25 °C o FH IC il 41
W 2% wh ¥ (1 X PBS, 0. 1% BSA, 0. 05% Tween — 20)
FERTHE AHC AZ B g8 T 20 min 5 5 A5 0 B 44 FN 8 4\
PCSK9 2K P AL 5 6 B 2 100 nmol / L, FiHEA A 96 £L
AL b 5 3 B I R AR T, P B[] 54 120 s,
AGEF ] 120 s, 456 R 100 s, ff 2SR 120 s,
JH Fortebio® octer RED96e 2 4% 1 5 /0 M1 544 (10. 0 i)

R2 REESTHIREQNIERE R RE L BHMTF]
ALEREEHANPCSKIRIFEF S
Tab. 2 Affinities of tafolecimab,evolocumab and alirocumab to
recombinant human PCSK9 detected by the surface plasmon

resonance method

FAk K[mmol / (L+s)]  K,(s7") K, (mmol /L)
FEBER 2.47 x 10° 7.15x107° 2.90x 1071
IR T I 5.81 x 10* 3.12x107° 5.37x10°1
o] A1) ¥ 337 5.23%10° 8.16x10™* 1.56x107°

K A SR RO K B R R K R R A
K, =K, /| K.%3F,

Note: K, refers to the binding rate constant, K, refers to the disso-
ciation rate constant, K, refers to the dissociation constant, and K, =

K, ! K, (for Tab.2 - 3).
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I3 AR B R IG E , SRH 10 1 45 AR B kA7 4
SR CTPIE Y ST PIE = Sl E UL X RSN i PN
PCSKO 1 55 Fl I SR I BT Y 2. 57 4%, 2 BRI 5
BB 4. TR TEILE 2 FIR 3,

i S / nm

0.9

o8 R

0.6 FEHPG ST

0.5 R BT

0.4

0.3

0.2

0. (]) . N . L st]s

0 50 100 150 200 250

E2 £YEERTHEQNERAER RELRTFTHEL

<870z 0] VAT
Fig.2 The response values of tafolecimab,evolocumab and
alirocumab detected by the biolayer interferometry method
R3 EYERETHEQNERTE LR MR LT R AL
B 55 AN PCSKI(D374Y ) KIEF A
Tab.3 Affinities of tafolecimab,evolocumab and alirocumab for
recombinant human PCSK9 (D374Y) detected by the biolayer

interferometry method

ik AR (nm) K [mol / (L+s)] K(s™") K,(mol /L)
EHER 0. 676 3.96 % 10° 2.00x107* 5.05%10°"
b LR 0. 493 .54 x10° 2.00x107* 1.30x10°°
W)W K337 0. 835 4.14x10° 9.83x107* 2.38x10°°

2.3 EFXEAEFEHAE CHO MR EH A PCSK9
5 LDLR & &iX5&

JH PBS ¥4 Bt /K 25 1 His — PCSKO 7 B 2 vk iy
200 nmol / L, FREF RRMB TR B 2 204 5 4 300 nmol / L,
MR 2 F5 6 BE AR RS, AT 1) 96 FLAR , £54L 50 pl, &
4 “CYKFE ™% & 30 min, Y45 LDLR - CHO - S 41 jifg ,
B0, 2 BE W, 1 PBS EH B, I R R H 4 B % 2
4 x 1004 / mL, 370 2 96 FLAK , 14l 100 wLo B SeHi
PP IR 96 FLAR, A 50 WL ¥R 40, ik FT IR, B
4 “CUKFE I 30 min AL PR RO ANIEAE 400 g 514F F
05 min, 5235 EIEW, 1200 WL PBS, 400 g 41F F &0
5 min, B FF W, A 3 HIA 12200 H B Y
anti — His tag — PEJUIAE L 100 pL H A0, B 4 CIK
A6 BEEIEE 30 min,400 g 5 R B0 5 min, 3 I
T 71200 WL PBS, 400 g 514 F B0 5 min, 555 i
W, B2 3 YK N 80 wL PBS HE AN i . ] CytoFLEX %Y
Ot 220 B SRS I A L P A 5 A R AR ML S
FE3 VG ST A I JU SR BH W 8 20\ PCSK9 5 CHO -
LDLR 4fl il 45 & (%) 21 B il vk B2 (ICs,) 53 318 64. 42,
90. 89 nmol / Lo 7 UL 3. 7] UL , 76 e B H5e i 0 B, 28
BREEH G2(1gG2) X BHIr E 2 A\ PCSK9 5 LDLR 45 &
YEF, FE3E PG S b BHIKT 40\ PCSK9 5 LDLR (145 4 fE
7 AR JE b

48

DA/ ELL - A
1.8x10°

. - I I
LSXI0T Ty = JEHGHH
1.2 % 10° = IgG2
0.9 % 101
0.6 % 101
0.3 % 1051 ¢
0 1C/ |og(nm0| /L)

1.0 1.5 2.0 2.5 3.0 3.5
B3 AFLMBAERRAERRIMKIE LSRR ESA A PCSK9
5 CHO - LDLR fifa 5 & IC,,

Fig.3 IC,, values of tafolecimab and evolocumab for blocking of
PCSK9 binding to CHO - LDLR cells by non - linear fit

2.4 HEEAEMMEKEEE PCSK9 5 LDLR & &
{2 LDL - C B &KL

WCAE HepG2 4L , 350, 25 W5 T, 0 B 5 3 3
(1% HE T 2 B + DMEM IS 728 d 8, Jf R4 21
U5 FE 22 2 x 1050 / mL, 42 T RREAIRERIE ISR - D -
R RRIR)Z 1 96 FLA T, AL 100 L, B 37 ‘CIEFRAE T
I B A R o AR T AR B S 2R A 1000 nmol / L,
IR 2 f5 40 BERR R , S B R4 B2 4 1 200 nmol / L
P BC AR S 1 His — PCSK9 SR A BUR A, =R E 1 he
HURE B U TR in AR RO A I Y 96 FLAR T, FAL
50 WL, BT IR A, B 37 CHE R I 6 ho R A
T S X HE RS 1 % R, B LA 25 L T S v
30 pg/ mL ) BODIPY - LDL - C, 4kZ205 7 22 h, % 3%
W, BFLINA 200 pL PBS, 523 I, EE 3K,
BEFLF N A 100 WL PBS. F SpectraMAX® i3 % fiff b1 {%
R, LA 488 nm ki & UK, LA 540 nm Ry & SR
K, B GAE , THA TS VY BT AR IS JC BT LDL
WA R IDLIKE K (%) = (FEARDEGAE — FIHExT BE2¢
JEAED) 7 (PR RS GAE - FIMEXT R ) x 100% o
S5 ALV BRI JE BT 5 B AR A PCSK9 45 61K
52 LDL - C N AFAE FH A9 2 B i KRN e B (ECs,) 53 31
H3(15.03 +0.63)wg/ mLFI(16.47 +0.23) g/ mL,
HIVEFHRCRA Y TR LR 4.

LDL WATRE R 1 %
8 A
6 4

o KT AT

41 - LTS

2

0

T T T 1C/log(pg / mL)
1.0 1.5 2.0 2.5 3.0 3.5

E4 ERABRAKBALAERSFERPCSKILEIRE
LDL - C HFEAMEC,,

Fig.4 EC,, values of tafolecimab and evolocumab for restoring
LDL - C endocytosis by binding wild PCSK9



20244 12 35 H 4533 55 23 0] 4 (a b7 HFRE.
Vol. 33,No. 23, December 5,2024 China Pharmaceuticals Pharmacy Articles
2.5 #EEFmBEHMEEEZAA PCSK9(D374Y)5 LDLR 1 2 3 4
&R LDL - C IFRIE LDLR L e a—

W SE HepG2 4, 25000 , 25 WS W, o3 A 45 55 2k
(1% E T 2 IR + DMEM 155758 ) 52, FF I8 & 41 g i —
B2 X 103 / mL, M TR A EHA R - D -

LDLR / Actin 0.76 0.83 3.21 3.28

AR IR Z M 96 FLAR Y, B AL 100 pL, B 37 CHE 48
R T R R I AR g 2 24k 4 1 000 nmol / L,
IR 2 F5 40 BERR B , S B R AUk B2 4 1 200 nmol / L
FYBCAATE 1 His — PCSK9(D374Y ) A FUR A) , B %
EE 1 ho U F AF TR, R AL 50 L I A SRR 750 4
L 96 FLAR R AT IR AT B 3T CHE A TR E
6 ho [ B 15 & BH A X HE R 1 % B, AL A 25 L i
H U 4 30 weg / mL 19 BODIPY — LDL - C, k22 &
22 h 23 FIH W, BN A 200 WL PBS, 52 3F FiGH,
F A 3R LFINA 100 pL PBS, ] SpectraMAX® i3
RUBE AR ARG, L 488 nm A i A OGS, L 540 nm 2y
RFHEWA SO GAE , TSP PR RMK I LR
PUAY LDL YK 52 5, 45 AL V0 S PT AR I L bt 5 &
24 N\ PCSK9 (D374Y) 255 W LDL - C WA FE I 1Y
ECs/3 (7. 22 +0. 16)pg/ mLAN(5. 54 +0. 12)png/ mlL,
TH AR AR LR S

LDLAFIREL AR | %
100

80
- IR T AL

609 - LT

40 4

20 4

0 T T T
-0.5 0 0.5 1.0 1.5

El5 EEmMBHRNKEALBRSEHAPCSKI(DIAY)ES
%E LDL - C A EIEAMEC,,

Fig.5 EC,, values of tafolecimab and evolocumab for restoring
LDL - C endocytosis by binding recombinant human PCSK9 (D374Y)

2.6 IEEFHEIMEAKEZHA PCSK9I(D374Y)5 LDLR
%4 FiA LDLR Rikikie

K FH B P2 BN (Western blot ) ¥ A5 HepG2 4f g
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Fig. 6 Expression levels of LDLR protein determined by the
Western blot
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