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ALG0159 Methoxypolyethyleneglycoloxy(2000),N-ditetradecylacetamide

ALGO0315 6-((2-hexyldecanoyl)oxyiN-(6-((2-hexyldecanoyl)oxy)hexyN-(4-hydroxybutyl)hexan
1-aminium

APC Antigen Presenting Cells

APOE Apolipoprotein E

AUC Area Under the Curve

BBD BoxBehnken Design

C12200 M 2-[{2-[4-[2-[[2-[bis(2hydroxydodecyl)amino]ethyl]¢Bydroxydodecyl)amino]eth]
1-piperazinyl]ethyl]imino]bis2-dodecanol

CD Quster ofDifferentiation

Con A Concanavalin A

COVIEL9 Coronavirus disease 2019

CRYEM Cryogenic Transmission Electron Microscopy

DilC 1,1-Dioctadecw3,3,3',3'tetramethylindocarbocyanine perchlorate

DIiR 1,1-dioctadecyi3,3,3,3tetramethylindotricarbocyanine iodide

DLirDMA 1,2-dilinoleyloxyN, Ndimethyl3-aminopropane

DLinrRDMA- (4-(dimethylaminojbutanoic acid, (10Z,134}(9Z,12Zp,12-octadecadienl-yl-10,13

MC3 (MC3) | nonadecadierl-yl ester)

DMGPEG2k | 1,2-dimyristoytrac-glycerea3-methoxypolyethylene glyce?000

DMPEPEG2K 1,2-dimyristoytsn-glycera3-phosphoethanolaminéN-{[methoxy(polyethylene glycol)
2000]

DODAP 1,2-dioleoy}t3-dimethylammoniumpropane)

DOPE Dioleoylphosphatidylethanolamine

DOTAP 1,2-dioleoy}3-trimethylammoniumpropane

DOTMA 1,2-di-O-octadeceny3-trimethylammonium propane

DSPC Distearoylphosphatidylcholine

DSPE 1,2-Distearoyisn-glycera3-phosphorylethanolamine

DSPEPEG2k | 1,2-distearoyisnglycera3-phosphoethanolaminé\-[amino(polyethylene glycol)
2000]

EE Encapsulation Efficiency

ELISA Enzymelinked Immunosorbent Assay

FDA Food and Drug Administration




FRR

Flow Rate Ratio

IFN Interferon Gamma

IgG Immunoglobulin G

IL5 Interleukin5

LDLR LowDensity Lipoprotein Receptor

LN Lymph Node

LNP Lipid Nanoparticle

LSD Least Significant Difference

MF Microfluidic

MHC Major Histocompatibility Complex

MHF Microfluidic hydrodynamic focusing

MRNA messenger RNA

MW MolecularWeight

NA Nucleic Acid

NPratio N-to-P ratio.The ratio of nitrogen (N) in the ionisable/cationic lipid component to t
phosphate (P) groups in the mRNA.

NTA Nanoparticle Tracking Analysis

NC3R National Centre for the Replacement, Refinement, and Reduction of Animals in
Research

PC Phosphatidylcholine

PDI Polydispersity Index

PE Phosphatidylethanolamine

pKa Acid Dissociation Constant

SAR&0V2 | Severe Acute Respiratory Syndrome Coronavirus 2

SEM Scanning Electron Microscopy

SHM Staggered Herringbone Mixer

SM102 9-Heptadecanyl §(2-hydroxyethyl)[6oxo-6-(undecyloxy)hexyllamino}octanoate

SORT Selective Organ Targeting

TFF Total Flow Rate

TFF Tangential Flow Filtration

Thl T helper type 1

Th2 T helper type 2

TLR7 Tolkike receptor 7
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Category Pfizer-BioNTech mRNA vaccine Moderna mRNA vaccine _

Name product BNT162b2; Comirnaty mRNA-1273; Spikevax Onpattro

Product dose; route of 30 pg mRNA; intramuscular 100 pg mRNA; intramuscular 0.3 mg/kg siRNA; intravenous infusion
administration

product concentration in the 100 pg/mL mRNA 200 pg/mL mRNA 2 mg/mL

vial

NP ratio 6 6 3

Storage Buffer Tris (tromethamine) pH 7-8 Tris (tromethamine) pH 7-8 Potassium phosphate, monobasic, anhydrous

Sodium phosphate, dibasic, heptahydrate pH ~ 7

Shelf life of drug product 2 years when stored at -20 °C to -60 °C 1 year when stored at -50°C to -15°C 27 months (2°C to 8°C, avoid freeze)
(unopened vials)

LNP Components DSPC:Chol:ALC-0315:ALC-0159 DSPC:Chol:SM-102:DMG-mPEG2k DSPC: Chol:Dlin-MC3-DMA:DMG-C-mPEG2k
- Phospholipid: Sterol: lonisable Lipid: 9.4:42.7:46.3:1.6 10:38.5:50:1.5 10:38.5:50:1.5

PEGylated lipid (mol%)

pKa of ionisable lipid 6.09 6.75 6.44

Structure of ionisable Lipid /\/m)l )Lf\H
A S TV a NN
{W\Iﬁ M

Structure of PEGylated Lipid
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Liquid-disordered phase Liquid-ordered phase Gel phase
T>Tm T<Tm
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Cationic/lonisable| Day Diameter (nm) PDI Zeta Potential | EE (%) Mass

Lipids (mV) balance (%)

SM-102 0 64.9+5.3 0.04 + 0.03 -1.0+£0.9 97 +1 85+ 16

7 67.9+6.8 0.03+0.01 -1.5+0.9 96+ 0 84 +14

0 55.2+0.5 0.11 +0.02 21+11 93+2 93+11

ALGO315 7 56.3 +1.0 0.12+0.02 -3.7+2.3 95+1 1001

MC3 0 60.8+1.3 0.11 £ 0.02 -1.6+1.6 93+2 93+5

7 60.6 + 2.0 0.10 + 0.02 -22+0.5 93+1 93+6

DODAP 0 69.0+2.8 0.04+ 0.02 -1.4+1.3 91+1 97 +6

7 66.1+7.5 0.06+ 0.02 -1.4+1.0 872 94 + 2

DOTAP 0 49.8+5.9 0.24 +0.04 24+1.9 99+ 0 89 + 10

7 68.7 + 10.9 0.29 +0.03 48+1.2 99+1 87+8
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Citrate buffer Zeta

. A .
concentration . verage PDI Potential EE (%) Recovery (%)
diameter (nm)
(mM) (mV)

50 88 +7 0.13+0.04 -1.6 + 09 97 +2 110+ 14
100 111+15 0.17 £ 0.06 1.5+09 97 +1 96 +12
300 116+ 8 0.13+0.04 55+18 98+1 93+6

VVVVVV

¢KS LI NbOfSad 6SNB | yid RMODBY OSYREDBB Y & SR 3 dzNB -
GAGK AYyORNBYOSYHNIH &Sy 2F OAGNI (S I0LIROSSANEE R f &4 2 2
MAn FYR onn Yal FKHAzEKI K6t 0 A S &R KE RNAYRdZ2RA B L.

2.5E+11 |
--®--50 mM

«+@®:-100mM
2E+11 A .

é
e ® <@+ 300 MM
é
1.5E+11 ‘ .
. 34
Y

1E+11

Particle Concentration (particle/mL})

5E+10

0 50 100 150 200

Average diameter (nm)

AAT S RA &AW obdt=BRE/LI2NB R YA b Kmnn Ye& Tl yOR (ot xi Y 6 dzii SN
SpadzNBR FT2NJ SIFOK 02y OSyiNlra2y 6AGK UBS GSOKyAOl

y C



If a2> LJ NbOf Sa NEINB AWBSHEBEBENIHSS XBGKS SiSO0 27
OAGNI GS 0dzi SN2 RYIK # RE A AMBB @ Gx6KPdaNE (§ KS LINB&aSy O
@LJSa 2F &l NHzO GRISNBYESIDR 5] ba LIKEINMKIGNA dOFANI Y B NINK 2 { 2
AaY220K2 O2yoeydz2dza 2dziSNJ 1 @SNJ Oy o6S &aSSyo
K2Y23SyS2dzza O2NBI ¢KROKABNE AGA WGl A WA ySHE SYONINERC
F2NXdzZ Fea2yas W.fS0Q &ainiEhB dzZABESy oaINBRR SRza 6 R0 R
CAdaeNBSd . f So &GNUzOGdzZNB A Ay [ btftad (NS FFR2NIMid2f | LINZRY
NBadzZ G FNRBY LIKIFIAS ASLINlra2y 2N AyadloAatAade ¢
S 4SSy Ay [bt F2N¥dzZ a2y a LINBISNNER { dzNK WS &l K6
oMbO @ | 2 GSNE G0 0KS KAIKSNI onow¥Yal PROIBHES (6

A

6 S
tSoa Oly 068 488y 0dRRAY3I 20 O6RSY20G8R 6AGK

[N

(@]

Qi
(@]]

- 50 mM Citrate Buffer 100 mM Citrate Buffer 300 mM Citrate Buffer

CAJdaeNBNE® a AYIISHb2E YINE LTINS R negdYilakv F Yo o/ /fRn 6Wa 2 F
OAGNY GS 0dzi SN wSRA aaNeNPAdlEe 25yK2 g (G KS of S0

odmdy ! A&l

CKSISAUK2 FA2Yy A O aiNBy HKBYRTF [CoAtdaNT 4ilSd ¢cobdfidSiNg R ya:
AYRAYHCA IR So H/SHVDIRIIS Uky3d dF t0HDtRAF KI®

A Y RIVH INDIR dzyBRNNE & LIS ODMABNI2FS GoKd3i SNJ Y2 | NK (28 o

Qi

ax



=
-
o
|
L ]

- 50 mM
o100 mM
.- 300 MM

=y
(=]
o

..............

~N 0 O
o © ©
(Rt =
H&H08——
H—l—’—'ﬂ—i
o o

a o
o ©
L L

Normalised TNS fluorescence (%)
'S
5

== N W
o ©o ©
e
Tl

o

pH

CAIJaDNERS G SNXYAY a2y 2F LI o0& ¢b{ bdz2NBa yOS ailiNroez2yod

ofS]
AffdzaliNray3d GKS Fdzf £ LIVBG NI wi3Se $8a ¢ a8 NS RIGLIAFETR ARA G K 0
KITWFEAYLf bdz2 NEB&YYOBy®OS AyiGSyarde

o drLdyo PIANINREIIINIS 2F [ bt &

¢CKS OSff mzmMI|B8t&@Fska Ay@SasdrGSR AYy 020K |
08 dzaAbydd2 NB &GOSy i ReS |yR SYLX 2eAay3a 02y F20!I ¢
YSI adNENRSLIS0e gSt &d 5Af o6Sf2y3a G2 | FIEYAf & 2
gKAOK KI @S 6SI BYhdeARF HO S WANLEDEY OS AyiSyanries
OS¢t t dzf I NJIOMWSHTOBNY yiBKA & &G dzRe@X ¢S dzasSnRi [ bStAEE |/ yWF
Y2YAG2N AKS SO AfydAlREG2 YiKS 1 9Y Hpo OStfa | DSN
20a3SNIWSR dzy RSNJ O2y F20If YAONR&aO2LER Fa | LI NI
¢2 YINJt 20068 A0 o2y 2F (KS ydzOf Sdza | yR (G(KS | Oc
y dzOtaGih My bdzO . f dzS mOf dBNI my R OQOKY2dzZ2A RS yo INB ¢
CAJdamel GKS [ bt d LINBLI NBR dza Alya3dd Dtne YKaA TOKASINNI tid32
AVISREXBFAINI oyd GKS AYONBF&aSR dzLJil 1S 2F [ bt
Mmnn Ya YR onn Ya 2F OAUNIXYGS 0dziSN¥®d ¢KS 19Y
RSY2yaiNlI (SR (1dzaRR RBSYS (2 tl0St GKS OSftf
OCAEBMEINE 6 KSNBI & 6KSYy AYyO2NILRANYGSRFBYLBSROSAD
Al SyR208a0 LI GKglea G2 ILIISIFENIFa SyR208a0
¢KS ljdzZ yailil a@3S IylmaaArgbed GKE& BRYRIZOG{SR o
bdz2 NB&aOSy O0S Ay SlyyaR (GK @ Fy HIyKSLI[ M Gt S dzlJi 1S 41
YATE RINILINRGSAYyd C2ff2Ay3ad (GKS OStt fearasx

7

bdz2 NBaOSyOS AydSyaride 2F G(KS [bta FyR G2 OF

yy



Iyl fte@aA&a 19Y Hopo OStta 6SNB AyOdml iSR sAGK
>k Y[ $PIKR[HEIK Yifn 2F S5Af / [bta gl a OK2alSy 2y
f ALIMR& SaaYlI SR (83«kor§ IING awbll oRSNG yIHa &HS O B R
SELISNAYSY(is 6KSNB fALAR (2 VYXIY[6KRHF MNAL2 /A F |
dzZaSR +ta | f26SNIfAYAG 2F [bta O2yOSYyiNlazy
CAIddS GKS OStf dzLJil PBk R[FT MNKEKADKESINIKSE dHNBES

PO AR

F2NXNdzZ I a2y&8 | & ¢62dZ R 0SS SELOOYORP DM E EPENE &
OKSNES2 y20F0tS RAGSNBYOSa Ay [bt dzLJil 1S 204a:
OnA@KY[ 0 RAUGSNBYIOBRS S¥y @ fOATH dzdkRIRNBIYSR 2 F € 2 6 SNJ |
[ bt & LINBLI NBR SAUOK KAIKSNI OAGNI OGS 0dziSNJ 02y C
Ya OAGNIGS 0dziSNJ O2yOSY(iNlasa2ya aAK2gAy3d aAIYyA
GK2aS [ bt do AMNBYLEd NEGRI M 8D 0oddzi SNJ 6 CA I dzNB

a)

DAPI PHALLOIDIN-ACTIN  DIL C-LNPs OVERLAY oAgl DIEC OVEREAY
= . A Pl St D -
£ Qg |
=3 . - X :
B - ? vl i
H 50
2 . + 50 mM
g e el o,
o_

40 T ] - 300mm
4 !

nanoparticle uptake
(ug/mg protein)

300 mM

CAJaeMBSt f dzAf | NJ ! LIWGF1S 2F 5Af / t10StftSR [btad o6F0 vdz f;
dZAaAy3a pn YaX mnn Ya 2Nl onn Ya OAGNI GS o6dziSNJ I |jdzS2dza L
O2yF20Ft YAONRAOGCZLW® &@# ¢ NI SYBSVIOING yBF apis AyAy3a o6& 5At [ 3
a0t SYP® PO vdzkyoll a@S dzLJiF 1S 2F 5Af / [bt& Ay 19Y H
bdz2 NBaOSyi aLISOGNRLIK2G2YSGSND 5141 Aa N&BYLSN(EJéaSnyy RR L
dil 04800l f lylfteaira R2yS o6& DNILKtIFIR tNARAY oyar y24 &

44 ug/mL 2 pg/mL
Concentration of Dil C SM-102 LNPs.

AN

0o drLdn ENIIWNRT @I 08 2N IHHERRATI S NBY NI G S

.dzli $NOD dza 2y 4 @
Ly 2dzNJ a0dzRé&> |1 9Y H dof daudhid i & SEESNR { AAYLOIRD |yiikSyRe Ldl
Fd FT2dzNJ RAGSNBY UG Awb>I@2 G xA¥HNE s BYRY 0@ H P2 NI H
K2 deNSEvl @ @S f dzYAySaO0OSyO0S AyiliSyaArdae ¢l a YSI adzN

y ®



32>

gAUK OSft ft

@ bl-ad A ConaBTi el Ro2g¥Aa® dzNIRB 4 Bz BS F2NJ S+ O

0 KOEOA GNIzBSENI Y2f F NAaS&ad ¢KS&aS NBadz a8 aKz2g GKI
Ay GNIyaFSOe2z2y SYOI O pi2iNd ¥CayD A[(Nt &
0dzi SNJ [ bt F2N¥NdzZ | a2y GSYRSR (2 3A

Ya OAGNI GS

G2 (KS
tf SPSt a

SLINRIZIISWE R

[ bt & p mNBILM ABRI MIATGEKK @48 SRPISNBSYyOSa Ay
GSNBE y2i NBtFGISR G2 OStft OAlLoAftAlE | 2
gl 2yRdzOGSRIREYISYV RRFaAS Yl Yy SNIop NP H &1 K K2 AAHEO S\

A = o7

GSNBE &St SOGSR Fa SljdAaglrtSyd G2 0GKS fALAR 02
0N} yaTSO0oa2y SELSNAYSY(id CoyBY ANKSADSIHABSY B AL

[bt F2NXdf | o2y a

don 22

a)

€€

RAR y2iYR¥VREAOSy ryda O8EROFLERO

O2y OSYyiNlo2yad ¢KS LRairAa®dS O2yiN

7 A

n w
x x
ey ey
o (=]
~ ~

Luminescence (a.u.}
-
x
a
=
=

OABODAVEUNDEA y3 GKSSIYdANR ¥ S2F (K oS
b)
+ 50 mM 2
« 100 mM 5 100
« 300 mM 3
£ 50
£
0
\\’o(‘ \é\\t \6\\4 o}@t §\l
r\°\:\‘ b?“}g ff"QQ NN

Concentration of Fluc-mRNA SM-102 LNPs

Concentration of Fluc-mRNA SM-102 LNPs

CAJdogNB/ QGAGNR Ywb! 0 (NIyaFfFSOez2y SYOASyOe I@gRdz60 OS¢

Ywb! [bta I

HIK LJl2&aid [bt a
RAGSNBy
OStfa F2NJ un
02y RdzOs y 3

OPn AR RAAUGNAOdze 2 Y

' bhzt! dza Ay 3 DNJ LKt |

It yNR B FASS ANt KoY JIFODEF O S

Ywb ! >30W[EEKYWI] N8BT amddYpEx 2B RY 1 OH P

tt Y

« 50 mM
« 100 mM
+ 300 mM

N Fff GKS T2

AyOdzo I 2% & lda A Y SvibNBRa A GHMENS LI NBR Ay
A2yA0 aGNBy3IGkKa 2F OAGNIGS o0dziSNI pn Yas wmnn

K2dzNB® 51 GF A& SELINBaaSR yiaa afRlifyt 2 SR
R tNXAaY oyar yz24 airaaya

. ST2NB dXKRKRIANBYIIzZREe S | LIAf 20 addzRe ¢
gAGKE B3 a

CA 3 dzNB

o dcC

GKS Ay OA@2 SELINBaairzy
a K2R Ry R OO yaixw RS G

9 &
UC

& LIS NJF 2 NX
LIN2UE S AY
6§KS SELINBA:



ns ns ns
2.5%x109=
2x109= I

7 I
2 1.5%x10°- L

c
=) L
os L
=8 1x10°
°c
SE

] -_
0 1 || 1
9@' Q‘@' "9‘ 0‘3’ 9'9‘ 0'3'
o & o & & &
(o) (o) (o)
¢ & < & o &
N S Nl & >
o o o
5 KN oSS

CAJdeNKBU SO0 29T 4KBwAY O B2 eFELDEMNSLR WE RNBHRERK opvviz  Yvn n

2F Ob dziByWaT y a A IWAJQIkyQl 0OY A OS¢ b SWEEB 2 Ny € SicadB®IWBa NP dzi So ¢ K
fr USWNEOSBKBSNE A gzGRDEFIRY 4 KEK 0 A 2If ddkYAFBBERDS RS @Y BRISO 2y 3
Ad SELINBaaSR WASH YS 150 K I9SRBMISH y 2 Q1 SR OBIEK A Y R

¢tKS 0A2RAA0GNRAOGdza2Yy | YR b N cdSCKiEEDOS [ ®S & LINGE (3
Fylrté&asbRi GKS LzxL{ &aeadsSy Fd RAGSNBYyd aYS LJ
Ct dzO nywtbd Ay id2 SIGKE dzEId O¢ Kk & iKWK 2068 aAYY A £ |
RAAGGNAROdzoa2Yy LINPUfSa F2N Fff GKNBS [bt F2N)d
RSGSOGSR i (KSomwmye$ TR W 208b% SQAINSKRARIES & OSy O
Fd GKS fodd$®I 0 CA3IdzNB

An o

Ly fAYS 6AGK (GKS RAAGNAOdza2Yy RI BREKS dxOASTSONG 21
AAGS O6CAIdzNBdzOMYINT KR sSHISNB aa A2y ¢l & [ faz y2
LIS |1 tdzOAFSNI &S LINPGSAY SELINB&aaArAzy 6l a YSI ad
AAYALIANY (@EGNBSaIaA2y> GKS [btad LINBLI NBR dzaAAy 3
f dzOA TSN} a8 SELINBaairzy O2YLI NBR (2 (K24a$ LINBL
Fd GKS Ay2SOe2y aAGS O6CA3IdzNBE odyouv |yR (KS
FRBWIT pn Ya 2N man Ya OAGNI OGS o0 dFS Navda aOSy I
LINE GARSE& KAIKSNI SYOFOe& F2NNdzZ | 92 ¥ @FRIKERNER
DAW 2



3 SomM  100mM 300 mM b) "

18
16 %.ww-——""":’-::: -'% ::::;, —

& ket L LT P
14 sy T "'------------_-:::_-i
12 i” R a }
U e

15 min

Normalised Avg
Radiant Efficiency

6h

0 10 20 30 40 50
Time (hours)

----50 mM
14 | ===-100 mM
12 - -=--300 mM

24 h

Normalised Avg
Radiant Efficiency
b
o

4

< 2 pesssd=szasssEs sss
e 0

0 10 20 30 40 50

Time (hours)

CAEMladzNJsvsyua 2T bd# NBAOENBEN BIBR M@ AY@dEbbn YaX wmnn
0dziSNJ 6 0 wSLINBaSyidla@S L+L{ AYF3AS&a 2F INBPUBEIEDPRAF GKS!
AYUNF Ydza Odzf  NJ NRdzi S Fy®R AMp I3BRY X lic KB OAWOK o BRERW YK O ¢
bd2NBaOSyO0S AyiaSyairie Ay (GKS o0 AyeSOezy amB3 yl R OO0
{9a ol G20rt 2F ¢ YAOS LISNI F2NNdzf I a2y aLX Al 20SNJ o Ay

OKPRt Hat t RYU

[ bt LINSLI N} a2y @Al YAONRbdzARAOA A& ol asSRr
aAYdzZt Gl yS2dzate SyOFLadzZ I sey3d ydzOft SAO | OARa R
L1I23aA0@BS YAYS o0INRPdILAR AFRA FYA2YARROA&Fwh i dzRK
Ay@SaedliSR (GKS SuSOG 2F OAGNIGS 0dziSNI A2y AC(
[ bt & O2YLIZASR 2uFn u5v{nt59adH ¥ K@Y X¥f { MJ NI & 2 h &% Nlo fy fo¥
AYONBFaAy3a (GKS A2yA0 A0GNBYy3IGKLIRRb ORA 8§ N&A KB5S b dzE
YY F2NJ [ bt ad LINBLINBR 6AGK pn WaevNOA (W& ISy B daii /5
Ya |[BNRaLISOa@Ste o0¢lofS odMBD [Ib2 &S HSNEY (A W Y FE
LI2f @RAALISNEA G LINBSHSHzI IGF L Lé2 (89wl {1 YWRIBES o
SyOl LadzZ o2y SYOASYyOe sIMiRKAYK S KEEGS2 PINBE BB NB)
GKS OKIFy3aSa Ay OAGNI GS! gUASAAYAYAROSaaNBYIES K
GKFG AYyONBIFaAy3d GKS A2y A0 &G NB ylEdiyKe REIOINKES 14 SIR
Faa$02y R a0rCX I dISED M A Y I I SEK Jabk 256 SBNP RdzOS R dza ;
Ya OAGNI ABRYVANIBNESR o0d GSoI GNBIBRG EINB & LRy S

('D;

GH



@A R 3 dANG Rpo AR SEWAYNIK Sodpn Ya YR wmnann Ya C

F2NNdzZf 92y a AK20BROBYVENYDSRSKFMNBEaEAZ2Y O2 YL N
0dz SNJ F2NXdzf | 92y & ®

a) 50 mM 100 mM 300 mM b) *

20
4%104— * = 50 mM
= 100 mM
J 3x104] = 300 MM

15 min

2x104+

injection site

1104

Fold Expression
Total Flux [p/s]

6h

1 0.25 6 24 48
Time (hour)
L 108

*

©) 1%104 * = 50 mM
B 100 mM
X 8x102+ = 300 mM

6x103+

24 h

4x10°

Fold Expression
Total Flux [p/s]
liver

2103+

48 h

04
0.25 6 24 48
(o s"C/cm for) Time (hour)

Colo( Scal

CAJapNE OA g2 SELINBaaAzy LINRUES 2F [bta SyOr LJadztIuSR CH
2F OAGNIGS 06dziSNJI o6l 0 wéLJNSaéyulafZS L+B{ C PT
AYGNY Ydza Odzf | NI @ ® v dzt )/)éLUOé}eHW’I 2 Fl il KSLIBSAR U AzYd YS 41054 vy
600 GKS tAQGSNE 5FiGF Aa SELINBaaSR YSIHy p { 51 G2aGl

~n QX =
9

G F Fdzy RFYSyidGlt tS@gSts (KS&aS UyRAy3Ia O2dz R
NBRdzOS GKSANI SiiSOa@SySaad | 26SOSNE gKSYy 02y
o> (GKS RAGSNBYyOSasx |FfaK2dzZa3K LRGSyslffe y2
A0 YyRLRAY(GZ FNB NBfla@gSte avltf JoynRn UyKYSONBS Siias
AAAYAUOlLYyld RAUGSNBYyOS 06SG6SSy G(KS wmnn Ya FyR
| 26 SOSNE (GKS tAyl 0S06SSy YI yidst| 08 dzNyVYy R YOR Y
O2y&aARSNI o2y ®d® C2NJ SEFYLX ST [2dz Si Iftd Ay@dSac
fALI2a2YSa4 LINPRdAZOSR 06& YAONRbdzZARAO&A® ¢KSAS
O2YLINA&AY3I 5{t/ FTYR OK2ft SRHFSNILILNPEIANY {ilSK BSK s
¢wL{ 0dziSNJ O2yOSyiNroa2ya NIy3IAYy3a FNBY n (2 wm.
I aGSLwAasS AyONBFrasS Ay aiAil S FNBY nn G2 20SNJ
5S3aLIAGS @I NRI o2 y2iy 8h yS BAKAA 6SAs( SRty | INANWBYBdZE [IZBR  dzy A

¢do



Fda SOARSYOSR o6& 26 LRfeRA&GIHNIA (BEYRay REE 2
OK I NJ O & Nib#m B H AMS\WR dZDSTIRS @2 i NRENR 6 dzi SR G2 G
LI N} YSGSNI 2F fALIARaE o0l aSR 2/WKKS$HKSIKIEFaoIHKSH NB
FYR GKS Ffl1@ OKIFIAYy @2f daviSY® f{ AIYIAZ 2 NB &2 6 3K S
YIEydzZFl OGdzNAy3d fALIRA2YS&a dzaAy3d YAONRbdzA RAOaX
LK &SI ySRyODRBLIEED Ot S aATS 2F fALRaz2ySa yR Y
AaAT S RYaumMi®dIz4 2 YdzNI SiG +Ffod | faz2 akK2pbR (K

LI NBQd @ 62 A i KAYIZRIKSANI 12 Ay @Saedl iS GKS SiuSOi
l j dz§2dza 0dziSNE bl /f éF& RRSR (42 wn Ya | OSit
2N vplhy RaAy GKSANI alidzRASas (KSe@ RSY2yaidNr GdSR
AYONBIaSR (GKS &ATS 2F [bta FTNRBY | LIWIINRPE® wmnan
FNRY n (2 yRpaAKYXa ¢ a | gNKO dRSEB a2 HIN@SZNI o A (O |
d0dzZRAS&>Y 0@ AYONBlFaAy3ad GKF2XRY VI NRYNBYyIIYEa 2P
S YAIYeRHzO 2aY2a0 AYolflyOSs ftGSNAYy3 GKS [ bt
K26SR (KIFG 2aYs & NMINGZya 201 yo ARINIGISDDP D & W @ K SIA |
GdzRex (GKSe AyONB&a SIRRAMGT A2 yA OLIAIANBFHGIKY R |
dY200 LINB a&KNBIzaNG RAISHSINI SPdzE FNBY (KS LI Nb
OKlIyasSa Yle o6S |y 20ail0tS (42 NBtSFaAay3a Ywb
&0 NHZO G deKSANB o6& NB&dzZ oyd RFSEEH S udBeddad SELINB A A

ax Qx

No

LG KlFa |faz2 o6SSy LINRPLRAaASR GKIGrfotS@aeadaBweid
LINSLI NAYy3 GKSY Ay GKS LN Sésyéé 2T KAIK 02y O0S
FyR GKIFG GKSasS aeaidsSva Iy SEKAFA BYRWNRODY OSSR
OMPp & KS F2NX¥Ioa2y 2F | 0fS06 KFa o6SSy NBLERZ2NIS
FNRY GKS LI NpOfSasx O2yaradaSyid sAlGK | NEIF@&@ Sy
YIe 2N YIe y2avedegEE5Aa¢¥ wTwbBb adNHzOGdzZNBa F2NY
GKS RAGOSNBY(d fALARA gAGKAY (GUKS [bt O2YLI2AAas?2
'l dzS2dza& YSRAI RdzNAY3I Y|l ydzZFl OGdzZNBEd® LYRSSRI Y3
[ bt aGNHD(G dzMB& dzRS a2t gSy G L2 O SGa =@ LI RNISEILIS 1
Y2NLIK2f23ASa fAYy{SR UG2F8aKBAVIICBALIBEFFY @ T5 {i KK
LINPY 2dzy OBR DO E SHFESISNE o6t S0 F2NXIa2y YIeé o685

~ A

A28%6fS fALAR dzaSRT / KSy3a SiG Fftd y2G4SR GKFG

gn



F2NXI a2y 2F 1 NAHSN) adNHzOG dzZNB &  Any/Gs adkR A ¢/ A/ HOUE S
O2 YLI NBim nime®p{@ KNP dz3 K aiKYE 2TJIMA n 06dzi SNJ 02y OS
[ bt Ywb! a&aidSya SyO2RAy 3 UWUNBWRIGRIADOIGSAY 482 &
O2YLI NI o6tS (2 2NJ 0SgSNJ GKIYy {(ima&a® TKAAAVBYKI
GN> ya¥FSOaz2y SYO )\syOe gla ONBRAGSR (G2 GKS AYL
4SS dzSaiSNBR Ayl 0 f SdoMvaudpMez@E (i ddNARES NAJ YA Vi KBK St
O2yaARSNAY3I GKS OAGNIGS o06dziSNJ O2yOSYy(iN}oaz2y
LINE R dzb i ya3p

Ly 3ASySNIrfz GKS adz00Saa 2F lyeée ylLy2L) NbOfS .
g KSWNB I GiIkkSS: G NEFSi t 2 2 8@BSIENy2Y3 | yROISNEIS St @
GKS AYyi(iSYREWRDWIE G SNYI2TFA &ilKeS2 y bt a o6& (GKS OSt
Ydzt o LX S dzLJit 1S YSOKI YA &Y wiRWIJIESHRY LEwanen @R (I 2(
FYR YIFIONR LAy20et2airia GKFG Aa FdzZNIKSNI RSLIS
OKI NI OGSNR daObvmmy@ving 62 @RX & dzRAS&aT AG 61 & 20
dzaAy3 pn Ya OAGNI OGS 06dziSNJ Fa GKS | 1jdzS2dza LIKI

020K lidzl t AGlFa@Ste | yR ljdzryeill a@gSte O2YLI NBR
6CADdNG hyS OFly SELISOG | KAIKSNI dzLdi @S 2 ¥

RSLISYRSyY( YIyySN RSIHS/PSWENI2AY |2 O FtofOALE LIS |
FG F OSNIIFAYy O2 ydd yWiIRNG SRy to6R3rftR2 1210 CRdENIIEZt @ A y ¢

SYR2YN)I ayd | KAIKSNI LISNOSy Gl 3IS 2F yIy2LIl NbOf
O2y OSYymBIISFRSYl YIYYySNE dzZ aYFGSfeé aK2gAy3d |
2y

¢tKS UGN} yaFSOeaz2y SYOASyOe 2F GKS [bta Aa
SyOl LlAdzZ Fay3d |y Ywb! Sy O Ramyir@ | 30B\B5tbad 1 ddIAIFYS

SYONEB2YAO ({ARYyS@ 0619Y HdoO A& | L}R2LMz I N YIY
OGN yaTSOo2¢gMmiBpYBONB Y ORY LINPRdAzOs2Yy > NI} LIAR R2dz
O2yRA92YaX | yim mEIDMPIASYAHIMYNT @8 @af2aNa . ! [ . kO Y.

O2YY2ytée dzaBBRt TRINPYGBY SELINBaAXNZ2YII BYRSFRFAXY
GKGEKES onn Ya OAGNIGS o0dziSNI [ bt F2NNAEA | 2§ NRAK
6 CAIdzNBE dyRY| YR PawDEl »SOSNEKISYSAIE P ESAT2 O
O2NNBf o2y Ay WNBO28FadPR AaabsSEStH Aa GKS RA

Pp



y2idzyty LINAYIFGS LISNF2NXYIyOSed C2NJ SEI YLX S5 2§
yIEy2LIlF NbOf S\ay A@/R GBI YaaLEH YR VROSE y2GSR GKFG §K!
2F [bta Aa tSaa GKFy wnavy ORODIB0RDSe ReBalaymes O
Si tod RSaA3IYySR I aSNASa 2F addRASE (2 aeai!
fALAR O2YLIRaAasa2y YR S@lIfdzr SR (GUKS 0A2LIKEa)
NB a dzf AR BOKS I dziK2NBR &aK2¢SR GKFG gKAfad avl
f Sa4 AYYdzy23SyAO0 Ay YAOSI Ittt LINbOEtS &A1l Sa
YyYO ymRIBHSNDbMnc yYoo &ASt RSR i dzZWNRY deaNR AHYivizy
LYKAA DKRARWISNRAs2Yy (2 (GSaesy3d GKS (NI yafFSOs
F2NXNdzZ Fea2ya 6S ta2 O2yaARSNBR GKSANJ 0A2RAA

cCtdz0 Ywb! I|yR f168SttSR 6AGK 5Aiw (2 FaasSaa
aArdx G y KBt RWO2NIR BN w2 Ay i2 (GKS RAMRINRSOG L | &
f dzYAy SaO0Sy 0SS A yairSyS AdiSeNIB CMyIdNBI SoRBIcAGE did Y Yz !dz1
[bt & LISNI €£S3 YR AYF3ISR T2 NISh daX NBEAGTSYNG S SQO 5D W
OCABIWINBRIKREIK SPSta 2F [btad WBBIGKAFIR bidz2z WK S
AyiSyarde AyONBlFaiAy3a G2 | YIEAYdzeb ly2idhat &K
bdz2 NB&aOSyO0S AyiSyaaiae & YSIadNBR G GKS fA

-

RSGSOay3d (KS bd2NBaOSyOS AyildSyaride 2F AydSNYy
iKS 2NHIya RdzS G2 (KS &&YYALDSIR KIAFK RIADRIFE2NT &8
SELINB A aARYYS BASIzNBwb ! SELINB&aaAz2y i GKS AyaN
f AWSONBG K aA0Sasr GKS [bta LINBLIFNBR ¢gAGK KAIK
f dZOAFTSNI 48 SELINBaarAzyod ¢KSiIEINEREBERAERRA SR RO & A’
SG ttd yR (KSe O02YLI NBR (GKS dfilSo 8t cSvRpeb & &
CNRBY U(GKSANI A0GdzRASAZ bk YakR®BISR & A BYNI{RIF NB YA y
LISF1Ay3 G ny K2d2NEE 6KAES (GKS tAGSNI aA3dyl €
O2yaARSNIoOGf& o0& ny K2dz2NE® ¢KS Ifded KANKE KS2 RS/ &
AAGS O2dzZ R 06S AYRAOFa®@S 2F GKS LRGSyaslf St
20SN) aYS> GUKS 3ISySNIftte Oz2yaraidSyd aadaylrfta |
y2iG 65 aA3dIyAUOlIyiliod CdNBREWNEYNBY RIESEOAB S EGWIIEF

0 KSNBE (KS aAadyrt Olyy2i 6S RSGSOGUSR Ay ffA@S
aY®BHMMWPE YRSSRY (KS FdziK2NER O2yUNXYSR (Kha&a dzaha

gc



fLoSttSmwp®ADBSY (KS &l pASR G DOK2F S REJINIBINA dzr A
oAf I @8SNXE UG(KOKABESUHGSRR02F My GKS LIXLFavyl aAa S
O2y OSYUGN) a2y YSI &dznBIYsSS/AitaS RF 2[NG t RS deGfSINRVISR ¢ S f
AyGSyaride RIGIYT 6AGKAAKS SEE&EDODSoyd HKS RKYBK
O2yaib®@AlyOSY(iNroa2y SAUKAY Hn K2d2NE® ¢KS fABS
O2y OSYiGN)Ioa2yas odzi RdzS G2 GKS I NB SN2 @SfydzyS
Y2NXIdA &SRt &2 LISN) 082adzsST i S YK & B4 P ORNYAN a:Ah K
AL SSy ¢qEivap&EKSaS NBadzZ 6a O2NNBalLRyR (2 2 dzN.
YAOS RSGSGoly@S tiftkKSR 5[Abst & i GKS Ay2S0e2y &AGS
AyaSOa2y aAlfos yIRAW R SN SECABUMBI £ a2 dzaSR (K¢
GKS AYLIOG 2F [bt &ATS 2y O0A2RA&0GNAOGLdas 2y | T
AYy2SOGSR [bta $SNB F2dzyR (G2 YAINIGS FNRY (K
Oft SINBR Y2NB ljdzAO1fte& GKIy fFNBSNIG&WWY I R Yad
y2RSa®d 2A304K NBFSNBYyOS (2 LINOtS aail Sz aidzR.
0St26 wnn yY OFy | 00Saa feYLKIaO RNIAYI3S (K
t2y3 6@ bdzZAR b2g0d hy (INGSOf25iEK SYNU KKy RNES f Hén 12 yi
65/ a0 G2 OANXuwwdueS2 diROINES Ay YAMKNI alddzRASaAST oK.
tf S@Sta i 020K GKS AyaSOe2y &AGS YR fAOBSNI T
LINS LI NBR 6AGK pn FYR mnann YasI wiad YiRNESIzZNIE NN
[ bt & LINBLI NBR 4G mnn 2NJ onn Ya ¢SNB y24 &aa3
3+t AYy &dzA3Sasay3d RAIGSNBYyOSa Ay SELINBaarzy | NB
TNRY G(KS Aya2S0Oez2y as (iRS2d5 &b 2NBsWAIGAKYA (KK KLBA T Soyfi il
YR GKSANI SELINB&aaSR fdzOAFTSNI as 2 1Sy o
KS f
i S

A

~ A s oA =

KSyOS tdzOATSNIrasS RSGSOeaz2y O i
t608ta G 620K (KS AyadOs2y AaAl

0

ADBSNI 6LI Nb
YR fAGBSND
{ dz2NF I OS OKIFINHS Aa lftaz2 | ONRaOlf ljdzkfAdGe 9§
OA2ZRAAUNAOGdza2Yy ® ¢KS &dz2NFI OS OKIFNHS 2F [bta A
[bta YR GKS LI 2F (KOv@dz8 NI EGK S & &R NBB AaIIS R
LISNF2NXYEFyYyOS 2F [btad OFy RSLSYR 2y GKSANI A\
YSYONEWYR &dz2NFI OS OKEFNEBS OFy daSOd OStt dz |
OA2ZRAAGNAOdze 2 YyoOMA D WICHZRALI SNEBIOV 1L3EAS S / | NNJF 4§02 ¢

GoT



AY G NY Ydza Odzt F NI & | R YiAyYMERSIIS NBeRa ( DYt A80 SLENKRAFodeGlie 2yl
RSLISYRAYy3A 2y {KSI yaizNIFNEME RO ISMAINT £ F LI Nb Of Sa
fAGSNI Y2NB Sl aate OKIFIyy piEZkvuAdND mE ISNERS B yQi2Sday (103
aGNRy3dte AybdzSyOSR oel WK$S OKS NH BpR dxbBasS 2(Fa 20 K
NBLZ2NIOSR (KIFId 0KS A2yA0 A0INBYEBPEKERISWNEF2SIBE @
Ay 2dzNJ addzZRAS&a> GKSNB Aad YAYAYFE RAGHBENRYOS A
Al A& dzytAa1Ste (KSaS avitt RAGSNByOSa | t2yS
Ad 'y AYRANBOG YSIFadaNBE 2F ada2NFIF OS OKIFNHS IyR
LYONBLF&AY3I (GKS A2y A0 MANBYEH K ¥& G(ESoORIMREOS
OKIFy3aSa Ay GKS XIIKNIONS \ilK SINYI0 &2 R2YFLE tGai>a  L2KISS yLa2I
0§KNRdzZAK ARBRURGUENAT 3 Sy R2aDVKMCBXSAENE 625 I NBy I i |
y20 HKSOH 26 CRABHUz0B o0 Po0 @

odc2y Of dzaAA2Y

Ly (GKS Odz2NNByld addzRes ¢S KIFI@S Ay@Sdaedl SR GK
GKS LIKe&aAo2O0KSYAOWH® GBRIFWIAO & WA A8y SHBRNE 2y |
DADRY yaTSOo2y SYOASyOed I NBAY3I (GKS A2yA0 aid
aK2gy (2 AYLI OO0 GKS LINbOES aAaiS 2F GKS [bt &
GKS FT2NXNdzEf a2y a>x 0KS t5L gl & {@sa ok m3Id 0EH yi py;
OK2A0OS 27F OAUGNI GGS RY 2[t bt NA G S & o 2N KAAYYb I 2SN/ | LINAS LJ
dzaAy3 pn Ya OAGNIGS 0dziSNJI SEKAO6Aay3d AYyONBLIas
onn Ya OAGNIGS o0dziSNIp 2 KAfald EKSHNINBITFSPazy
SYOASyOeé o0SG6SSy (GKS pn Ya YR mnann Ya [bt ¥F;
OAGNI G0S LINBY2(GSR f26SNJ (NI yaTFS\Qo 20/A WIRS CBSA Yardt |
SELINBaaA YK ODHEWIY 2SS Aa2y FT2N 6KS pn Ya YR wmnan
f26SNESER2INBT2N) GKS onn Ya F2N¥dzZ Fa2ys O2yOf
FljdzS2dza LIKIF &S Ay (K AISNRE LI Nt 2 2 @SFNYYaw bd K SA |
LINELISNPS& YR LR(ISyoOeo

hSNIKISYZ BYVRNE Ba BOIKSEFA2YyAO &l NByWHAEKS NEF  CSAYUONT
0dzES NIl & yaS8TINBoGAKAE O YIAKRIAIS OAGNI 0S 06dzi SNJ A2
188 YI (S NMIyt fOINSNRA Obzi S &G dzRA Sa G KN y vzdzk O G deSR C
[ bt &

hy



afed



[ Kl LIGOSENUINZYASAVRHY 9 ELISNRA YSy i
' AAYy B @y AalofS [ ALRAI

Man



RdAzZNAYy 3 (KS
F2NXdzZ F o2y LI
2lloYAale2y® LG KI &

Ywbi bt
AAYdzZ GFyS2dzat @

ndwy i NB RdzOa 2 Y
583A3y 2 TAO0SRIOHNM WD LIRD & (y1oS2fe I oy 3
Ydzft o LX S

0KS

NI YS G SN&

SYOA Sy OeéwppyEvvods & BXRIDe
ATy SO 2INR Ol 20T y 1 Sy 13y R AYST

lj dzl t A G @

by R

I YR
LaNRERrdaOil 3 B IDSHORDE SYdzf a LI S ONR o OF f
iKSy
0SSy 4 ARBR &K Id& SHS 1Sy HRINSIA (|
SPI f dzFLAFSNI Wi & INfs S

iKS AyidS

LI N» YSOSNEIRAA XdzO2 VY2 fabiy 8 a3 KX DEz A A G By
' LILINB F OK Sy adzNAy3

alr¥sSie 27

Fftt2¢ga T2NJ

G§KS ON.

2F TFT2N)dzL | & FRWNPOSA & 0 E06ET o BIKIS NINA A Fald3OND Sea2 /daf

AYASKISSEARS @St 2 LIYSy i
YAYA YKy BEF & 2 HzND $ NSdzREASY i &

L

YA ONR iR ROSE a
NB a LIpLWNBS & Syi Stht eoS S8y @S & & MminSIR 0 o(E dANBd & &

y

GKA&a OKLF LIi SNE

A2V ABABKBKAYODOGKS

o
xm

x

o)

©o

S
N

2 F @IKY NEWRRIEZEDSS 4 | DIRIGNNR B 20 i
By RK IAFS SRMER A S 3 o

0 LKIISN SroSHidBONG 2 Fa T8 NMER 2y OS
LAFANGIZK 5 f 3 NIC wb2 y[FbytR |¢gONGR 6 dziSa O RS

al &R

¢ ontmE KS FI OO0 2888 4 dit Ki SIRSIASRK &K NKA & NER & S a ¢

Level Coded
Factors Low Middle High
FRR (aq: lipid v/v) 1(1:1) 3(3:1) 5(5:1)
TFR (mL/min) 4 12 20
Lipid concentration (mM) 6 18 30
Responses Target
Particle size (nm) <100 nm
PDI <0.2
Zeta Potential (mV) NA
EE (%) ~100
mRNA Recovery (%) ~100
In vitro Transfection (RLU) Highest
In vivo Transfection from Injection site Highest
In vivo Transfection from Liver Lowest
Biodistribution NA
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Runs FRR TFR (mL/min) Lipid Concentration (mM)
1 1(-1) 4(1) 18 (0)
2 1(-1) 12(0) 30(1)
3 5(1) 4(-1) 18 (0)
4 5(1) 12 (0) 30(1)
5 3(0) 4(-1) 30 (1)
6 3(0) 20 (1) 30 (1)
7 5(0) 20 (1) 18 (0)
8 3(0) 12 (0) 18 (0)
9 3(0) 12 (0) 18 (0)
10 3(0) 20 (1) 6 (-1)
11 5(1) 12 (0) 6(-1)
12 1(-1) 12 (0) 6(-1)
13 3(0) 4(-1) 6(-1)
14 3(0) 12 (0) 18 (0)
15 1(-1) 20(1) 18 (0)
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Fold in vivo
z-average Zeta invitro |expression|Fold in vivo DiR DiR
Lipid Conc. | diameter Potential Recovery |expression| injection |expression|increment %|increment %

Runs | FRR | TFR (mM) (nm) PDI (mV) EE (%) (%) (RLU) site liver injection site liver
1 1 4 18 152.0 0.23 22.7 100 62 94210 74 85 87 49

2 1 12 30 177.9 0.44 15.1 90 100 216954 147 70 89 58
3 5 4 18 75.9 0.16 14.1 100 100 103973 133 78 333 110
4 5 12 30 58.8 0.15 1.9 100 100 62259 108 136 339 142

5 3 4 30 101.2 0.12 14.1 99 100 210410 85 115 325 141
6 3 20 30 64.3 0.20 1.6 100 100 78973 111 78 205 141

7 5 20 18 64.6 0.20 13.8 100 100 97067 94 326 450 234

8 3 12 18 56.4 0.15 7.6 99 91 59446 123 220 407 208

9 3 12 18 59.5 0.22 14.5 100 100 50202 89 114 459 232
10 3 20 6 70.7 0.21 0.6 94 100 137629 127 111 385 217
11 5 12 6 86.1 0.25 12.9 100 100 212321 168 159 301 166
12 1 12 6 161.4 0.22 5.8 100 100 64846 59 32 152 117
13 3 4 6 75.1 0.21 13.6 100 100 127602 115 52 435 104
14 3 12 18 56.8 0.17 3.2 100 100 55014 94 131 507 127
15 1 20 18 150.9 0.09 14.1 99 63 53351 54 56 138 65
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p-value
In vivo In vivo DiR
z-average Zeta In vitro expression expression increment %
Source diameter PDI Potential EE  Recovery expression |njection site liver Injection site
Model 0.000 0.323 0.149 0.548 0.436 0.002 0.174 0.115 0.060
Linear 0.000 0.703 0.141 0.526 0.313 0.052 0.190 0.065 0.033
FRR 0.000 0.285 0.294 0.242 0.084 0.347 0.047 0.021 0.008
TFR 0.074 0.868 0.043 0.554 0.976 0.013 0.766 0.143 0.992
Lipid Concentration (mM) 0.725 0.921 0.988 0.569 1.000 0.582 0.786 0.758 0.218
Square 0.001 0.278 0.130 0.643 0.218 0.002 0.355 0.343 0.040
FRR*FRR 0.000 0.360 0.108 0.790 0.277 0.103 0.926 0.875 0.011
TFR*TFR 0.301 0.243 0.241 0.790 0.277 0.110 0.352 0.595 0.335
Lipid Conc (mM)*Lipid Con (mM)| 0.018 0.208 0.142 0.261 0.150 0.000 0.160 0.100 0.125
2-Way Interaction 0.100 0.175 0.238 0.333 1.000 0.001 0.105 0.127 0.852
FRR*TFR 0.569 0.245 0.400 0.963 0.966 0.331 0.719 0.037 0.694
FRR*Lipid Conc (mM) 0.048 0.068 0.075 0.142 1.000 0.000 0.024 0.564 0.551
TFR*Lipid Conc (mM) 0.111 0.588 0.956 0.302 1.000 0.006 0.778 0.375 0.677
Error
Lack-of-Fit 0.024 0.154 0.779 0.003 0.111 0.051 0.362 0.692 0.228
Pure Error
Total
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Fitted Line Plot

200 —— Regression

- 95% CI

s 522516
R-Sq 98.7%
R-Sq(adj) 98.6%
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1 \ R-sq R-sq(adj)
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? = 10 TFR % L4 = / 3 29 - = = ) E?pid conc.
0 ~ o L gy " S0 (mm)
ERR 4.0 55 i 40 5% TFR 20
b) e) |
04 04 ; 04 4 i R-sq R-sq(adj)
| ll ‘ | 73.8% 26.7%
03 0.3 PDI 03 |
PDI ' PDI ‘ o
02 02 ‘ “ 30 02 ‘ *
0.1 01 J 4 20 S * Lipid Conc
L e . - o Lipid Conc 1.0 3 l,‘,o_ 10
1‘I(”FR 1 20 FRR l >
c) f) i) ey
5 = R-sq R-sq(adj)
2 20 } o | 82.6% | 51.3%
20 Zeta 15 Zeta 15 \
™ ’15 < 20 4 < 5
y = Lipid conc. X ipid conc.
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