FAQs: RetroNectin® Recombinant
Human Fibronectin Fragment
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FibronectinO|2t 22101727

RetroNectin® O{EA| MIZ2} virus?Zt co-localize StLER? Virus particleO|] Z2gH
Very Late Antigen-4 (VLA-4)2t Very Late Antigen-5 (VLA-5)= Q171272
RetroNecting && & 4 U= MEL SR &= 2A00te?

O CellO] VLA-42} VLA-55 YiGILIR?

RetroNectin2 CFst envelopes (Eco, Ampho, VSV-G pseudo™EH)0f| AL 7H535H712?

RetroNectin2 Lentivirus/Retrovirus®| =& & S7t =4 2|0 Viral vector fE= DNAS| & SHOZ ALE
RetroNecting AtEotH = &2 YOILE SIHAZ 5 AULIR?

RetroNecting AF25tH LBt o2 M 540| Lot 2RE|LIR?

RetroNectin2 polybrenedt &7 AF28t 4= QILIR?

RetroNectin2 O HEHC| plateE AHEdHOf SHLIR?

RIS 22 {2 plateE AFESIRIE I E82 O{HEItR?

RetroNectin2 0OfL} 20| Freeze / Thaw?} 7Hs35t7t22

RetroNectinO| coating®l plate(pre-coated RetroNectin plate)= ZOfLt QSR ?

RetroNectin® AFE A filter B¢ 40| T2 s7tQ? oroF WRSICHH, O EFRY Q| FilterE AMHEdHOF otLER?

Clinical-grade (GMP) RetroNectin&= THO{SILIR ?

RetroNecting X-fold bag2} Z+2 cell-culture bagOl| coating & 4= QILIL?

= 288 S7H17|= Yol ASe?

RetroNectinO| &= plate2 & MEE £2|(dissociation) g I /&= YRI0| QLER?

RetroNectinO| &%l plate252E] Trypsin E= Cell Dissociation Buffer2 AF235t0] MEZE 22|t §, CIA| Z2 platedi| MZEIF 22t2|LIQ?
Bro} 96 well platedilA| FACSE SITHY, MEES M22 plate $2{0} 3Lt

RetroNectin® AFE3HY Virus7t U E MEE plate2FE] resuspension oh= 20| QULER?
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ofl) Jurkat cell AF23H0 ME EHO| OF7HQI CD 1542 CD69E AUGHY], Flow cytometry2 243110 A0, Trypsing AFR2SHH M|ZZ BH 0177t
degradation E/Ct0 &fL|Ct,

Q1 Fibronectin0|2t 22i0I7}27?

Answer 1: FibronectinO|2t =2 242 (220-250 kD)2 712! MZL2|7|2l9)

T 24 = SHLJLCE Fibronectin dimerdERZ 25t
MIZ2] 0|%(cell migration), ZEf(morphology), 482 (growth) 2t £2tHadhesion)ol| Z+0{ LT},

Q2 RetroNectin2 {9 | MZ2} virusZt co-localize 3tLLL? Virus particle0] Z&st= 212|&= O{C|QI7t2?

Answer 2: RetroNectin® 2F 63 kD2 tHeEl2! (574719] of0| At 2 1M) 2 central cell-binding domain (HEH Il repeat 8, 9, 10)}

high affinity heparin-binding domain Il (ZEH Il repeat 12, 13, 14)2} CS-1 site (human Fibronectin®| IIICS region2| &£
TAE|0] QELICE RetroNectin® Lentivirus/Retrovirus particles2t target MZEE co-localizationA| 42K, R =222
Z KA 4= &L Co-localization2 RetroNectin (CH-296)2| heparin-binding domain 117} 213 viral particlezt 25t
CS-1 site2} cell-binding domainO| MIZL2| VLA-4, VLA-52} ZE5H0{ 0| R0{R]L|Ct.

Target Cell

VLA-5(as 1) receptor VLA-4(a4f31)

Cell-binding domain Cs-1
(C-Domain ; RGDS) Heparin-binding
el domain(H-Domain)
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Blue: binding domain
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FAQs: RetroNectin® Reagent, cont
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Q3 Very Late Antigen-4 (VLA-4)2} Very Late Antigen-5 (VLA-5)= £4
|£ LH A|E_T'_7:H:}HHZIO| AI»_QZI-

Answer 3: VLA-42} VLA-5= integrin superfamilydl] &3 LS, integrin a4p12} integrin a581
O] heterodimer®, M|& Q| 7|1} &

O=2 AHH ASLCE
29 BT}

Integrine A& HH
3FE M=o O & QIL|CE 0]2{St integrin 2AHSE Fibronectin®|

¥ 4 ue?

Q4 RetroNectin2 O{H cello]| AFE

Answer 4: RetroNectin2 integrin VLA-4 E£=
CS1 site@} cell-binding domainOf| 4 M

}OI'

Q5 O{™ CellO] VLA-42} VLA-58

52 dr3siLte?
siote M= OEA2 =2 T cells, B cells, monocytes, NK cells, eosinophils, bone marrow monocytic cells2f
lymphoid progenitorsO|t{, thymocytes, activated T-cellst mast cell2 VLA-5& &aistCtn e A Q&LICt

Answer 5: VLA-4E &
Q6 RetroNectin2 C}Y¥st envelopes (Eco, Ampho, VSV-G pseudoHEH)0]| AtE 7}55tLt
Answer 6: RetroNectin® ecotropict amphotropic 25 £1H40|0, GALV HEHQ| envelopel|| = AME 7Hs &L
VSV-G (Vesicular stomatitis virus G) pseudo™EH2| Lentivirus/Retroviruse RetroNectinO] Z&IE plateE At25HH

MIZY EdE82 =Y & JAELCH
Q7 RetroNectin2 Lentivirus/Retrovirus?| EUEE =7} S 2|0 Viral vector LE= DNA2| 4 22 o2 AIRE

Answer 7: RetroNectin2 lentivirus®| =2} &
E0HAQIZ[0f CaiM = LA YR
AOLE STHAZ &= %

/> njo
£

£ M2 & RetroNectin0f| =&)& AI235IU S E2, RetroNectine
olgLese
Ho2E=

Q8 RetroNectin2 AI235IH =2l 282 A

Answer 8: Viral supernatant infection method (MIZ2} virus
human CD34+ cellofA&{ 50~70%, mouse bone marrow mononuclear celldlM 20~30%7tA| virus =

S7tAFHE
Q9 RetroNecting AF2 513 Uiz o2 T EA40| YOI} BHE|LIR?
Answer 9: Polybrene0| H|all RetroNectin® S440| O U2 7102 SQIZ|ASLICH o2 S, 0.25 mg/m2| RetroNectinO|
L=l i[O NIH3T3 cellsS HHFSH 2, M| 4 &0ll= Mol FEko| SiIAELICH
& 4 ULpe?
S22, ZAI0| AFESHE A2 HEEA| ¥E&UCt

Q10 RetroNectin2 polybrenez} SHH| At
A ALE25tH 25]2] KA =YEE0| ZA

Answer 10: RetroNectin2} polybrenes

plateLt dishS ArE3HOF R LICE T t2tH0] 204 A
=280] 1/52

H* ish&
AtEot0] HElst 21t 2 plates
&gt

SHEfjo| plateE AME5HOF StLE
H

S plate2
6-well BD-Falcon (#351146) plate2| Al2S

Q11 RetroNectin2 o
Answer 11: RetroNectin®| Z&l-2 QIsHM= FEIO| &[] b2 22

& plate (Ol collagen 2 &l plate)2t ZEIO| &7| ¢
LA AES SISt SLICE CHt2tHto| 20| M

ElEl 22! B{Q plateS AIRSIYS W) E82 037122
Y 28 Y2 30% ol4E EUA2, ZYO|
288 LIEIHAS LI

Answer 12: A& Z1} FEIO| £|R| 242 plateOf RetroNecting ZESH = virus &
2 1~3% H=9
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FAQs: RetroNectin® Reagent, cont.

2toF double DEIEl plate7t R H L, & 72| &E0f wet HIAE EAI7] B CE
(1) RetroNectin® M2 &S £ collagen (£ PE =Z) 18
(2) Collagen (%= Ct2 22)S HA TESH S, RetroNectin :'Eo'

flo & 7HA| Lol =Y =E0[ FA| AALHH, Ofefio] YH2= ZIRMGH FA[7]| HIFLICH

N

TEEZ| 42 plated RetroNecting ZEAIH AR =S ote A8 LYS A2 SAFLCL
Virus £Q! &, 37T, 5% CO2 RZHO|A 44|27 SOFHYQGHL|CH 02|11 MZEE 2O0LA collagen (= C}
plate0i| 2~3Y 7 B EILICH

Q13 RetroNectin2 0fLt 20| Freeze / Thaw?| 7ts8H712?
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Answer 13: RetroNectin solution (1 mg/mf)2 Z|CH 59| freeze / thaw?} 7t &L CH 27tA 9 freeze/thaw= I|5t1,
LH L E5(A| FeF Fo| HEEfLICH

RetroNectin2 -20COl|M 14, 4TOIA QF 3527F QR EHL|CY
Q14 RetroNectinO| 2 E! &l plate (pre-coated RetroNectin plate)= Ot} 22j otAHsH7t2?

Answer 14: RetroNectanI TEE plates 4TOlIM QF 1~27042 B2 7bsEHLICEH (SHR| 2, 7tsotH Wa| AFEshe S HEFL L)
-20Co|l= Ba5t2] oM L.

oo
=

7t 2oF WRSICHH, o EHYQ FilterS AMZSHOF 5tLt2?

o

Q15 RetroNectin2 AtE 2 filter B 2}40

Answer 15: RetroNectin2 & solution AEHZ AHSELICE T2k, Filten-}"*c’ L2523 AL
OFok RetroNecting filterstCtH, Millipore SLGV013SL EE= SLGVO04SLE AtESt &

ﬂJ|0—
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Q16 Clinical-grade (GMP) RetroNectin®T THIfSILLR?

Answer 16: |, GMP 70| 2210 2} =2 ZZ|E|Z AAtE RetroNectin (GI\/IP) grade (Code 7202) &
ARLE AHZ 22, ex vivo clinical application0f| & 7ts&LCt (A7 SH 22 A|ete|0f USLICE

Q17 RetroNectin2 X-fold bag2t Z+2 cell-culture bag0| Coating & 4= QILI2?
Answer 17: U, X-Fold bag® RetroNectin2 AF25t0] Z&l 7+sEHLICEH of2fe] A& of|E 2tHfgLch.
For X-Fold bag (85 cn2)
a) RetroNectin*S 4CH|A overnight L= AF20{| A 2A|2F SOF FEISHL|CE,
*Z| A% 9 m2| RetroNectin (20 pg/mi)2 AFESHML.
b) PBSZ wash &LIC} (30 me x 3%H)
) Lentivirus/Retrovirusg &7tefL|Ct. (4~6A12H S¢t)
d) PBSZ wash LT}, (30 me)
e) MZE 7L (1 x 104 cells/em2)
f) 37C, 5% CO20{|M 37k BYFSLCE

0| e CH2 e, CF2 B E9| cell culture bag2t S8t 2| 48 4= Ql&L(Ct,
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FAQs: RetroNectin® Reagent, cont.

Q18 £ &3 S7HA7|= WHO| US72?

Answer 18: C+S2| Y2 RetroNectin2 ALE3I0 =@ 22 S7HAI7|= S QULICE of2io] /S AMESHR| T2t
RetroNectin2 Fibronectin0l| H|3l =2 288 2
ZH|ECH 60~70%2 =2 &80 ¥7| M= Lentivirus/
0|Z4€ pre-load &LC}.

~5A12F S 32CO| M

a) 2E712|(>106 cfu/me O|4) Lentivirus/RetrovirusE&

Retrovirus solution (G2 S0, measured titer > 1.15x 106)2 104 O|Af 52 A|7| 12

b) Pre-load Virus particle RetroNectin0| Z& =l plated| 200-250 u8/cn222 &7}t

B FEtLC.
o) Virus?} load &l plate?t Ot22| tE 2 RAIGHHAM, 228 A5+, PBS2 wash®L|C}. PBS wash &, Target cell&
t

=Al growth media2t 74 7t &LICH 2Hf plate”t Ot2H, = 220| 3 ZAgLUC

Q19 RetroNectin0] ZEIE plate25E{ M| E 22|(dissociation) & [ 2 E|= YHHO| QULIR?

Answer 19: Fibroblast2t 20| Z5tA £2tx|0f Q= MIZE= Trypsin EDTA/phosphate-buffered saline (PBS) (without Ca2+, Mg2+)&
AHESHO] 22[A|Z LT,
£ 22|AIu T
[e]]

{ AEH) MEE= Trypsin2Ct0.02% EDTA/PBS solutionS AHZ3H0] Al
AE3tE A2 MZLO|A damages & 4 UBUICH

OFSHA| B2tE|0] Qs (FE BR
EDTA/PBS squUonOE MZ2t 22|l 2| QoL Trypsing

oF3I7 SAE|0] U MES I3t Y

a) Transfection O|%, plateQ| AZMS centrifuge tubelfl 20+ LT}

b) PBSZE plateE washstd| 2} MZE 20} LT},
=oof| w2t Cell Dissociation Buffer (GIBCO; enzyme free, PBS-based)2 £2|&fL|C},

d) 255 MIELE 5tLtQ| centrifuge tubelf 2211, centrifugesto] MZEE 21 A|ZIL|CH

e) Centrifugation & HBSS/HepesE AI25t0] MIZE & H washdtll, HBSS/Hepesdi| = 29 ME & CHS CHAIAEO|

AR EILIE

Q20 RetroNectinO| R & E plate25E{ Trypsin &= Cell Dissociation BufferS Al23510] M[ZE 225t &, CIA| 22 plateo]| M|Z7}
Fatg|Lt2? 9ok 96 well platedi|A FACSE SHCHH, MIZE MZ2 plateZ $40f 5tLt2?

Answer 20: Trypsin £= Cell dissociation bufferE AHE3t0] £2|A|Z! MZE CH2 plateZ F7|X| FE=CHH, 22 plateof| CHA| 2+
plate2 §4 A& ;‘4;‘*°*'—|Cf

ALt Ef f2tBto| 2= FACS A& S 28 M= multi-channel pipetteg AFE3H0] CH2

Q21 RetroNecting AF23510 virus7} EUEl M| EE plate25 €] resuspensionst= 20| QILE2?
oll) Jurkat cell2| M= EH O}7{Q1 CD1542} CD69E HA50], Flow cytometry2 A5t 41 2C|, TrypsinS AHEStH MIE EH 0717}

degradation EICt32 ghu|Ct,

Answer 21: HL601 K5622 22 cell line2 TO|HEIC = & 20|= A3 EQI5tFGLICE 5HA|2H UL cell lineQ| HL trypsing
At25HA| gko ™ EEL 2ol g &Lct,
Jurkat cell2 resuspend t= 22 CI7I2tHI0| 200 A &0I| 2| UUSLICEH LBIHOZ pipetting2 2 MEZE 22 Z0|
O, =Q) 24412t O|% trypsing 2{2[ot0] HEE 220 ME2R dishZ §7]= 248 F™FLICH 12|14, 0|52t

=2 AZloH__lEl-.

MIEZE 22 AE|2 IS &, Flow cytometryE AR50 $$r MZzE £~
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