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2. TARDBP F4il{s .
ATGTCTGAATATATTCGGGTAACCGAAGATGAGAACGATGAGCCCATTGAAATACCATCGGAAGACGATGGGACGGT
GCTGCTCTCCACGGTTACAGCCCAGTTTCCAGGGGCGTGTGGGCTTCGCTACAGGAATCCAGTGTCTCAGTGTATGA
GAGGTGTCCGGCTGGTAGAAGGAATTCTGCATGCCCCAGATGCTGGCTGGGGAAATCTGGTGTATGTTGTCAACTAT
CCAAAAGATAACAAAAGAAAAATGGATGAGACAGATGCTTCATCAGCAGTGAAAGTGAAAAGAGCAGTCCAGAAAAC
ATCCGATTTAATAGTGTTGGGTCTCCCATGGAAAACAACCGAACAGGACCTGAAAGAGTATTTTAGTACCTTTGGAG
AAGTTCTTATGGTGCAGGTCAAGAAAGATCTTAAGACTGGTCATTCAAAGGGGTTTGGCTTTGTTCGTTTTACGGAA
TATGAAACACAAGTGAAAGTAATGTCACAGCGACATATGATAGATGGACGATGGTGTGACTGCAAACTTCCTAATTC
TAAGCAAAGCCAAGATGAGCCTTTGAGAAGCAGAAAAGTGTTTGTGGGGCGCTGTACAGAGGACATGACTGAGGATG
AGCTGCGGGAGTTCTTCTCTCAGTACGGGGATGTGATGGATGTCTTCATCCCCAAGCCATTCAGGGCCTTTGCCTTT
GTTACATTTGCAGATGATCAGATTGCGCAGTCTCTTTGTGGAGAGGACTTGATCATTAAAGGAATCAGCGTTCATAT
ATCCAATGCCGAACCTAAGCACAATAGCAATAGACAGTTAGAAAGAAGTGGAAGATTTGGTGGTAATCCAGGTGGCT
TTGGGAATCAGGGTGGATTTGGTAATAGCAGAGGGGGTGGAGCTGGTTTGGGAAACAATCAAGGTAGTAATATGGGT
GGTGGGATGAACTTTGGTGCGTTCAGCATTAATCCAGCCATGATGGCTGCCGCCCAGGCAGCACTACAGAGCAGTTG
GGGTATGATGGGCATGTTAGCCAGCCAGCAGAACCAGTCAGGCCCATCGGGTAATAACCAAAACCAAGGCAACATGC
AGAGGGAGCCAAACCAGGCCTTCGGTTCTGGAAATAACTCTTATAGTGGCTCTAATTCTGGTGCAGCAATTGGTTGG
GGATCAGCATCCAATGCAGGGTCGGGCAGTGGTTTTAATGGAGGCTTTGGCTCAAGCATGGATTCTAAGTCTTCTGG
CTGGGGAATGTAG

Tt
TARDBP-F: atctatttccggtGAATTCCTCGAGATGTCTGAATATATTCGGGTAACCG
TARDBP-R: CTTAAGCTTGGTACCGAGGATCCCATTCCCCAGCCAGAAGACT
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1. #fk 37°CREYI, RN

2. HEXPCR 2 Ja Rl

3. ACERAF W B S HARIER:, RBER (20 pD

4. Hefb (JERZAEYNHE: DHSa), EARD U8 DL SR 4

5. yitk: Amp, 37°C. 230rpm/min, B5FERH

6. HALEHFAR BB, 37°C. 230rpm/min FEE 14 /N, FHBEEEAT PCR %8, K BHME e b
BRI I 2 =)
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1. TARDBP i &5k & A ¢ 45 5.

CTCGTTTAGTGACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGACTCTACT
AGAGGATCTATTTCCGGTGAATTCCTCGAGGCCACCATGTCTGAATATATTCGGGTAACCGAAGATGAGAACGATGA
GCCCATTGAAATACCATCGGAAGACGATGGGACGGTGCTGCTCTCCACGGTTACAGCCCAGTTTCCAGGGGCGTGTG
GGCTTCGCTACAGGAATCCAGTGTCTCAGTGTATGAGAGGTGTCCGGCTGGTAGAAGGAATTCTGCATGCCCCAGAT
GCTGGCTGGGGAAATCTGGTGTATGTTGTCAACTATCCAAAAGATAACAAAAGAAARAATGGATGAGACAGATGCTTC
ATCAGCAGTGAAAGTGAAAAGAGCAGTCCAGAAAACATCCGATTTAATAGTGTTGGGTCTCCCATGGAAAACAACCG
AACAGGACCTGAAAGAGTATTTTAGTACCTTTGGAGAAGTTCTTATGGTGCAGGTCAAGAAAGATCTTAAGACTGGT
CATTCAAAGGGGTTTGGCTTTGTTCGTTTTACGGAATATGAAACACAAGTGAAAGTAATGTCACAGCGACATATGAT
AGATGGACGATGGTGTGACTGCAAACTTCCTAATTCTAAGCAAAGCCAAGATGAGCCTTTGAGAAGCAGAAAAGTGT
TTGTGGGGCGCTGTACAGAGGACATGACTGAGGATGAGCTGCGGGAGTTCTTCTCTCAGTACGGGGATGTGATGGAT
GTCTTCATCCCCAAGCCATTCAGGGCCTTTGCCTTTGTTACATTTGCAGATGATCAGATTGCGCAGTCTCTTTGTGG
AGAGGACTTGATCATTAAAGGAATCAGCGTTCATATATCCAATGCCGAACCTAAGCACAATAGCAATAGACAGTTAG
AAAGAAGTGGAAGATTTGGTGGTAATCCAGGTGGCTTTGGGAATCAGGGTGGATTTGGTAATAGCAGAGGGGGTGGA
GCTGGTTTGGGAAACAATCAAGGTAGTAATATGGGTGGTGGGATGAACTTTGGTGCGTTCAGCATTAATCCAGCCAT
GATGGCTGCCGCCCAGGCAGCACTACAGAGCAGTTGGGGTATGATGGGCATGTTAGCCAGCCAGCAGAACCAGTCAG
GCCCATCGGGTAATAACCAAAACCAAGGCAACATGCAGAGGGAGCCAAACCAGGCCTTCGGTTCTGGAAATAACTCT
TATAGTGGCTCTAATTCTGGTGCAGCAATTGGTTGGGGATCAGCATCCAATGCAGGGTCGGGCAGTGGTTTTAATGG
AGGCTTTGGCTCAAGCATGGATTCTAAGTCTTCTGGCTGGGGAATGGGATCCTCGGTACCAAGCTTAAGTGACTACA
AGGATGACGATGACAAGGATTACAAAGACGACGATGATAAGGACTATAAGGATGATGACGACAAATAAAGATCCATC
GATACTAGTAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGT
TGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTAG
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2. TARDBP MllF 45 R XS (A XIEA S H I FIILECES 7))

MoMare 1 mseyirvtedendepieipseddgrvllstviagipgacglryrnpvsgomr gve Ivegi lhapdagwgnlvyvvnypkdnkrknde tdassavivkray
5.161v-h-TAR 114 mseyirvtedendepieipseddgtvllstvtagfpgacglryrnpvsgenrgvr Ivegil lhapdagwgnlvinrwnypkdnkrkndet dassavkvkrav
NolNarne 301 gktsdlivlglpwkttegdlkevfstfgevinmvgvkkdlktghskgfgfvritevetgrivmsgrhmidgrwedeklpnskgsgdeplesrkvivgrote
5.161v-h-TAR 414 gktsdlivlglpwkttegdlkevistfgevinmvrgrkkdlktghskgfgfvrfteyetgrivmsgrhmidgrwedeklpnskgsgdep lesrikvfvgrece
Nolarme 601 dwtedelreffsgygdvndviipkpfrafafvtfaddgiagslogedliikgisvhisnaepkhnsnrglersgrfgonpogfongoayfonsrogogaglg
5.161v-h-TAR 714 dmtedelreffsgygdvmdviipkpfrafafveifaddgiagslegedliikgisvhisnaepkhnsnrglersgriognpggiongygfgnsrgggagly
NoNarme 901 nnggsmmggomnfgafsinpammasaagaalgssworanomlasggngsgpsgnngnoggningrepngafgsgnnsysgsnsgaaigugsasnagsgsgingg

5.161v-h-TAR 1014 nnggsnmggomnfgafsinpammaaadgaalgsswommomlasgongsgpsgnngnogghingr ephogafgsgnnsysgshagaaiguygsasnagsgsgingy

NolMatne 1201 fgssmdskssgucn:
5.161v-h-TAR 1314 fgssmdskssguomngssvps lEldykddddkdykddddkdykddddk‘Irs idtskdlrslropsvgrahiahsprevagrgrolngol
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TARDBP overexpression lentiviral vector construction process and identification report
Materials:

Experimental reagent

Reagents Manufacturer
vector Hanbio Biotechnology
Escherichia coli strain DH5a Invitrogen
Restriction endonuclease Thermo Fisher Scientific
HB-infusionTM Hanbio Biotechnology Co., Ltd.
Plasmid DNA extraction kit Beijing ComWin Biotech
Gel Extraction Kit Shanghai Generay Biotech
Agarose Sangon Biotech
DNA ladder Thermo Fisher Scientific
KOD-Plus Kit TOYOBO CO.,LTD.

Vector and target gene information:
1. The vector map of pHBLV-CMV-MCS-3flag-EF1-puro is as follows:

O
)
3
PHBLV-CMV-MCS-3flag-EF1-puro 5

8191 bp o

———Clal (2180)

- EcoRI (2303)
XhoI (2809)

%" Xbal (2821)
.| NotI (2829)

. BamHI (2837)
Clal (2943)

(4100) Mlul

2. TARDBP sequence information:

ATGTCTGAATATATTCGGGTAACCGAAGATGAGAACGATGAGCCCATTGAAATACCATCGGAAGA
CGATGGGACGGTGCTGCTCTCCACGGTTACAGCCCAGTTTCCAGGGGCGTGTGGGCTTCGCTACA
GGAATCCAGTGTCTCAGTGTATGAGAGGTGTCCGGCTGGTAGAAGGAATTCTGCATGCCCCAGAT
GCTGGCTGGGGAAATCTGGTGTATGTTGTCAACTATCCAAAAGATAACAAAAGAAAAATGGATGA
GACAGATGCTTCATCAGCAGTGAAAGTGAAAAGAGCAGTCCAGAAAACATCCGATTTAATAGTGT
TGGGTCTCCCATGGAAAACAACCGAACAGGACCTGAAAGAGTATTTTAGTACCTTTGGAGAAGTT
CTTATGGTGCAGGTCAAGAAAGATCTTAAGACTGGTCATTCAAAGGGGTTTGGCTTTGTTCGTTT



TACGGAATATGAAACACAAGTGAAAGTAATGTCACAGCGACATATGATAGATGGACGATGGTGTG
ACTGCAAACTTCCTAATTCTAAGCAAAGCCAAGATGAGCCTTTGAGAAGCAGAAAAGTGTTTGTG
GGGCGCTGTACAGAGGACATGACTGAGGATGAGCTGCGGGAGTTCTTCTCTCAGTACGGGGATGT
GATGGATGTCTTCATCCCCAAGCCATTCAGGGCCTTTGCCTTTGTTACATTTGCAGATGATCAGA
TTGCGCAGTCTCTTTGTGGAGAGGACTTGATCATTAAAGGAATCAGCGTTCATATATCCAATGCC
GAACCTAAGCACAATAGCAATAGACAGTTAGAAAGAAGTGGAAGATTTGGTGGTAATCCAGGTGG
CTTTGGGAATCAGGGTGGATTTGGTAATAGCAGAGGGGGTGGAGCTGGTTTGGGAAACAATCAAG
GTAGTAATATGGGTGGTGGGATGAACTTTGGTGCGTTCAGCATTAATCCAGCCATGATGGCTGCC
GCCCAGGCAGCACTACAGAGCAGTTGGGGTATGATGGGCATGTTAGCCAGCCAGCAGAACCAGTC
AGGCCCATCGGGTAATAACCAAAACCAAGGCAACATGCAGAGGGAGCCAAACCAGGCCTTCGGTT
CTGGAAATAACTCTTATAGTGGCTCTAATTCTGGTGCAGCAATTGGTTGGGGATCAGCATCCAAT
GCAGGGTCGGGCAGTGGTTTTAATGGAGGCTTTGGCTCAAGCATGGATTCTAAGTCTTCTGGCTG
GGGAATGTAG

Primer design:

TARDBP-F: atctatttccggtGAATTCCTCGAGATGTCTGAATATATTCGGGTAACCG
TARDBP-R: CTTAAGCTTGGTACCGAGGATCCCATTCCCCAGCCAGAAGACT

Methods:

1. Carriers are digested at 37 <C, and glue is recovered

2. Recover fragments after PCR

3. The processed target fragment is connected to the carrier, and the reaction system (20 pl)

4. Transformation (competent cells: DH5a), see the transformation section in the appendix for
specific steps

5. Resistance: Amp, 37°C, 230rpm/min, culture overnight

6. Pick the bacteria on the transformed plate, shake the bacteria for 14 hours at 37 <C, 230rpm/min,
use the bacteria solution for PCR identification, and send the positive clone bacteria solution to the
sequencing company for sequencing

Remarks: Please refer to appendix 2 for detailed experimental procedures and procedures

Results:

1. TARDBP overexpression vector sequencing results:
CTCGTTTAGTGACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATA
GAAGACACCGACTCTACTAGAGGATCTATTTCCGGTGAATTCCTCGAGGCCACCATGTC
TGAATATATTCGGGTAACCGAAGATGAGAACGATGAGCCCATTGAAATACCATCGGAAG
ACGATGGGACGGTGCTGCTCTCCACGGTTACAGCCCAGTTTCCAGGGGCGTGTGGGCT
TCGCTACAGGAATCCAGTGTCTCAGTGTATGAGAGGTGTCCGGCTGGTAGAAGGAATT
CTGCATGCCCCAGATGCTGGCTGGGGAAATCTGGTGTATGTTGTCAACTATCCAAAAGA
TAACAAAAGAAAAATGGATGAGACAGATGCTTCATCAGCAGTGAAAGTGAAAAGAGC
AGTCCAGAAAACATCCGATTTAATAGTGTTGGGTCTCCCATGGAAAACAACCGAACAG
GACCTGAAAGAGTATTTTAGTACCTTTGGAGAAGTTCTTATGGTGCAGGTCAAGAAAG
ATCTTAAGACTGGTCATTCAAAGGGGTTTGGCTTTGTTCGTTTTACGGAATATGAAACA
CAAGTGAAAGTAATGTCACAGCGACATATGATAGATGGACGATGGTGTGACTGCAAAC
TTCCTAATTCTAAGCAAAGCCAAGATGAGCCTTTGAGAAGCAGAAAAGTGTTTGTGGG
GCGCTGTACAGAGGACATGACTGAGGATGAGCTGCGGGAGTTCTTCTCTCAGTACGGG



GATGTGATGGATGTCTTCATCCCCAAGCCATTCAGGGCCTTTGCCTTTGTTACATTTGCA
GATGATCAGATTGCGCAGTCTCTTTGTGGAGAGGACTTGATCATTAAAGGAATCAGCGT
TCATATATCCAATGCCGAACCTAAGCACAATAGCAATAGACAGTTAGAAAGAAGTGGA
AGATTTGGTGGTAATCCAGGTGGCTTTGGGAATCAGGGTGGATTTGGTAATAGCAGAG
GGGGTGGAGCTGGTTTGGGAAACAATCAAGGTAGTAATATGGGTGGTGGGATGAACTT
TGGTGCGTTCAGCATTAATCCAGCCATGATGGCTGCCGCCCAGGCAGCACTACAGAGC
AGTTGGGGTATGATGGGCATGTTAGCCAGCCAGCAGAACCAGTCAGGCCCATCGGGTA
ATAACCAAAACCAAGGCAACATGCAGAGGGAGCCAAACCAGGCCTTCGGTTCTGGAA
ATAACTCTTATAGTGGCTCTAATTCTGGTGCAGCAATTGGTTGGGGATCAGCATCCAATG
CAGGGTCGGGCAGTGGTTTTAATGGAGGCTTTGGCTCAAGCATGGATTCTAAGTCTTCT
GGCTGGGGAATGGGATCCTCGGTACCAAGCTTAAGTGACTACAAGGATGACGATGACA
AGGATTACAAAGACGACGATGATAAGGACTATAAGGATGATGACGACAAATAAAGATC
CATCGATACTAGTAAGGATCTGCGATCGCTCCGGTGCCCGTCAGTGGGCAGAGCGCAC
ATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACGGGTGCCTA
G

2.Comparison of TARDBP sequencing results: (The green area is the part that matches the target
sequence):

Nollate 1 mseyirvtedendepieipseddgrvllstvtagfpgacylryrnpvegeme gvr Ivegi lhapdagwgn lvywenypkdnkr kndetdassavikvkrav
5.161v-h-TAR 114 mseyirvtedendepieipseddgtvllstvtagqfpgacyglryrnpvsgoemr gvr lvegi lhapdagwgn lvynrrnypkdnkrkmdetdassavkvkrav
Nolarme 301 gktsdlivlglpwktteqdlkeyfstfgevimvgrkkdlktghskgfgfvrfteyetgriomsgrhmidgrvcdeklpnskgsgdep lrsrkvfvgrete
5.161v-h-TAR 414 gktedlivliglpwkttegdlkeyistigevinvovkikdlktghskgfgfvritevetgviormsgrwidogrvedeklpnskgsgdep lrsrkvivgrote
Nollarne 601 dmtedelreffsgygdvmdviipkpfrafafvifaddgiagslogedliikgisvhisnaepkhnsnrglersgrigonpygfongogfgnsrogoggacl
5.161v-h-TAR 713 dmtedelreffsgygdvmdvfipkpfrafafvtfaddgiagslcgedliikgisvhisnaepkhnsnrglersgrfggnpggfgngogfonsrgggagly
Nolame 901 nnggsnmgggmnfgafsinpammasagasal gssvgqmmoml asgoqnogsgpsgnngnggmngrepngafgsgnnsysgsnsgaaigrgsasnagsgsgingg

E.161v-h-TAR 1014 nnggsnwggomnfgafsinparmaaagaalgsswgrmoml asgoqngsgpsgnngnogonngr epngafysgnnsysgsnsgaaigvgsasnagsgsgfngg

Nolame 1201 fgssmdskssgwom
5.161v-h-TAR 1314 fgssmdskssgwgmgssvpslddykddddkdykddddkdykddddkirsidtskdlrslr:psvgrahiahsprevggrgrqlngc1
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—. BREaAEnE

) £ 1295 B AR TURL A LR B B SR A SR BORE, = b BRI B 7 A HEAT R AR L TE N B R
e, LAY 203T 4Hf, FEUL)5 6 h HHCRTE A REFREL, HifR 48 h A1 72h J5, W& E & 18
BRI AR IS, 4° C, 2000 X g, 10 min, ERRAMRE)S, ARGV E EIER, A
FREES: 4° C, 82700 X g, B0 120 min, XFHERES, 5o 152w R i1 0 2  2.

1523k
1.1 2K
AR AT e
1 4 1 Thermo 26050070
K AT 5 B #k DHSa Tiangen CB101-03
B 1 i Thermo LP0042
JFURE DNA /N KRl 17 & Tiangen DP117
DMEM Thermo 11965118
Lipofiter™ Hanbio Biotechnology HB-TRCF-1000
PBS Thermo 10010001

AL QAT A PUEAEYI(BUEAY), Hanbio) 7 i
1.2 @mEEis. SRMAMMENE

TR R

=RALAR S, pSPAX2. pMD2G MM FURL (#577 H iF K23 shRNA).

LR M PR : 293T, Mo 22 AU E0 L 2L, oG BEMRIS 2L ple b Be REAH A, A2 K35 97459 DMEM
(47 10 % FBS) . IWEELN M 2015 37 4 K AU FA T i 1 JZ 41 A o

FMk: K R B DHS-o,  F T3 386180 2 404 R 4 B 60 B 30 L
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2. SEISHEY
4 PR = 55 2R 5 001 1 0 1 1 I
3. LB E

3.1 ALY 1Y

PR LUT BN 0 B5 BAR TN A B TR 75 2R R Hh$E, W KT 1 pg/ul, A260/280 1t 1.7~1.8 2
6] 77 7] F AL
32 REAR

R AR 293T 4UAH T4 (AT R 4N O AR 7R BIL ARG nT LA & J5 23 e se e 7
), BEEEEET 37° C, 5% CO0x F1 95 % AHNHEE KM+ .

BER: B

1. WEYNME S, TEF] 70~80 % [V A 2RI RT3 AT #5 4e

2. Mg complex: Opti MEM FH1E 37° C /KB i#A, Lipofiter™ # ik FIFH W E £ =R
JIAER], SRR R ST .

FEYLAE I 100mm ) complex BZr 1R :

pSPAX2 10 pug
pPMD2G 5 g

FAR UKL 10 ng
Lipofiter™ F& 75 uL

3. BeYL ST 10 % MAZEIIE FBS HUMTEE B2 iE IR EE, R MR BTG, g
J5 6 h BEATHOR, AR R N TE Y, AR R EARGLE 16 h BEAT UK

4. WeEE: BEYYSE 48 h A 72 h r IR T BIE (48 h AR JE Bl i e 15 7 45D .
£ 48 h LTI, ¥4 100 mm dish HFEEEFRIEEIN 50 mL B0, TR IR MLEEAS SR fi Bg
OO, DB HIHEE TS 4, BE/G M 10 mL 7% 10 % FR4-13E FBS HIH e e Ak 7 ds, F
FET 37° C, 5%CO; KEIRIGFRAA ARSI F5 . 16 72 h WER, EHK 100 mm dish H Y
BEFRFEBIN 50 mL B0, R B R R LB N Bk B0 1, AR B R 5 . IR
56 72 h BREEEIUS, 1% dish fE AT L& 57
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5. BB B 50 mL BLE R RREE LIE, 4° C, 2000 X g, &0 10 min, EERYN
MomF s AR e R R HiE B T EEE0EF, 4° C, 82700 X g, &0 120 min, #
J 1 B V) R B K R AR B ) B

6. JREFIRAE: ILIRESRDBRIEE, drid ORmAK, F-H-H), -80° C IKFHRA,
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Lentivirus packaging experiment report

Lentivirus Packaging and Production

Prepare the lentiviral shuttle plasmid and its auxiliary packaging original vector plasmids. The three
plasmid vectors were extracted with high purity and endotoxin-free, and were co-transfected into
293T cells. After 6 hours of transfection, they were replaced with complete medium and cultured
for 48 hours and 72 hours. Then, collect the cell supernatant rich in lentiviral particles, 4<C, 2000 x
g, 10 min, remove the cell debris, then collect the virus supernatant, use ultra-isolation: 4<C, 82700
g, centrifuge 120 min, the ultra-isolation of it, and finally a high-titer lentivirus ultra-isolation.

1.Materials:
Reagents Manufacturer product number
Fetal Bovine Serum Thermo 26050070
Escherichia coli strain DH5a Tiangen CB101-03
Trypsin Thermo LP0042
Plasmid DNA extraction Kit Tiangen DP117
DMEM Thermo 11965118
Lipofiter™ Hanbio Biotechnology HB-TRCF-1000
PBS Thermo 10010001

1.2 Lentiviral vectors, packaging cells and strains

Virus packaging system:

Three plasmid system, pSPAX2, pMD2G and shuttle plasmid (carrying target gene or shRNA).
Packaging cell line: 293T, lentivirus packaging cells, which are anchorage-dependent epithelial-
like cells, and the growth medium is DMEM (containing 10% FBS). Adherent cells grow and
proliferate through culture to form a monolayer of cells.

Strain: Escherichia coli strain DH5-a, used to amplify lentiviral vector and auxiliary packaging
vector plasmid.

2. Purpose

A three-plasmid packaging system is used to obtain high-titer lentiviral particles.

3. Experimental steps

3.1 Plasmid amplification

The constructed lentiviral vector and helper plasmid need a large amount of extraction, the
concentration is greater than 1 pg/ul, and the A260/280 is between 1.7 and 1.8 before it can be
used to encapsulate the virus.

3.2 Virus packaging

Day 1: Plating 293T cells for transfection (provided that the cells have been cultured to passaging
to meet the needs of subsequent transfection experiments). After the operation, place it in an
incubator at 37 <C, 5% CO; and 95% relative humidity.

Day 3: Transfection

1. Observe the cell density and perform transfection after reaching a confluency of 70~80%.

2. Do liposuction complex: Opti MEM needs to be preheated in a 37 <C water bath, and
Lipofiter™ transfection reagent needs to be restored to room temperature before use. Shake well
before use.



4. After transfection, change the fresh complete medium containing 10% fetal bovine serum FBS.
If transfection is carried out in the morning, change the medium 6 hours after transfection. If
transfection is carried out in the afternoon, the next morning after transfection The medium was
changed about 16 h after transfection.

5. Collection of the virus: the virus supernatant was collected twice at 48 h and 72 h after
transfection (replaced with fresh complete medium after 48 h collection). When the poison is
collected for 48 hours, pour the medium in the 100 mm dish into a 50 mL centrifuge tube, and pay
attention to the wall of the petri dish not to touch the opening of the centrifuge tube to prevent
bacterial contamination, and then add 10 mL containing 10% fetal bovine serum FBS fresh
complete medium, stably placed in a constant temperature incubator at 37 <C and 5% CO2 to
continue culturing. When the poison is collected within 72 hours, directly pour the medium in the
100 mm dish into a 50 mL centrifuge tube, and also pay attention to the wall of the petri dish not
to touch the centrifuge tube opening to prevent bacterial contamination. After receiving the 72-
hour virus stock, the dish can be discarded.

6. Ultracentrifugation: Centrifuge the virus supernatant in a 50 mL centrifuge tube at 2000 %< g at
4<C for 10 min to remove cell debris; then collect the virus stock supernatant and place it in an
ultracentrifuge tube at 4<C, 82700 =g, centrifuge for 120 min, and finally aliquot the lentivirus
into sterile virus tubes.

7. Virus preservation: install the virus according to the requirements, mark (virus name, year-
month-day), and store in the refrigerator at -80C.
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