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Protocol for Expression and Purification of Nef

transform BL21 th pT7fl2consnefHis6

2. plate on 2xYT, (100ng/ml), glucose (0.4%)

3. 37°C o/n

4, pick one colony into 50ml 2xYT carb, glucose (conc. as above)
5. grow to 0OD600 of 0.5

8. inoculate 1L 2x¥T carb c

7. grow to 0D600 of 0.5 to 1

8. induce with 1lml 1M IPTG/ L (1 mM IPTG final)

9. grow for 2 hrs 37°C, 300 rpm

10. spin GS-3 5,5000 rpm 4°C 5' (5000xq)

11. decant sup

12. wash 1X with ice cold PBS

13. spin G3-3 5,5000 rpm 4°C 5' (5000xq)

14, decant sup (can freeze pellet at -20°C)

15, resuspend pellet in 100 ml sonication buffer with lysozyme:
300mM NMaCl (33.3 ml SM NacCl/ 500ml)
50mM NaPQ4 (6.7g dibasic sodium phosphate
4mM BME (140pl stock/ S00ml)
pH to 7.5 w./ HCl
add 0.5g lysozyme to 100ml of above

16. incubate on ice 30'

17. sonicate on ice (Braun sonicator):
lem tip (pre chilled on ice)
30 pulses at 30" each with 30 seconds between pulses
power on low
pulse on continual
cutput all the way up

18. spin 19Krpm S$5-34 30' 4°C (43000xg)

*x*k*Note -- all column steps were done at 4°C

19. load sup at 0.5ml/min onto nickel column (5ml resin from
Qiagen) pre-equilibrated with at least 5 column volumes of
sonication buffer with BME pH 7.5 (see above) (The &
histidines on the C terminal end of the protein allow the
protein to bind to the column)

20. wash column at 0.5ml/min with 250ml sonication buffer with BME
pH 7.5 until 0D280<0.05

21. wash column at 0.5ml/min with 150ml sonication bu
glycerol (no BME) pH 6.0 until OD280<0.05

22. elute Nef with 30ml gradient of sonication buffer with

er 10%

glycerol (no BME) from pH 6.0 to pH 2.0 -- ccllgc: 1ml )
fractions into lml sonication buffer with 10% glycerol pH B.0
{no BME)

23. analyze fractions by SDS-PAGE on 15% gel (Coomassie stain)

I get a yield of about 500ug to lmg of Nef per liter of culture.
An internal initiation product of about 21 KD was copurified with
the full length (~31 KD) nef and comprised about 20% of the
purified product.

ALL RECIPIENTS OF THIS MATERIAL MUST COMPLY WITH ALL APPLICABLE BIOLOGICAL, CHEMICAL, AND/OR
RADIOCHEMICAL SAFETY STANDARDS INCLUDING SPECIAL PRACTICES, EQUIPMENT, FACILITIES, AND
REGULATIONS. NOT FOR USE IN HUMANS.
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pt7fl2-consnefHis6t plasmid complete seguence and restriction map

nef consensus seguence inserted at 2397

MaxCuts: 4
July 4, 1886 1s:2
ARATCAATCTAAAGTATATATGAGTARA GACAGTTACCAATGCTTAATCAGT
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GCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGA
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121 =======—= e - ———— b ———— i +
180
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CGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGRAGEECT
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GCTCTGGGTGCGAGTGGCCGAGGTCTARAATAGTCGTTATTTCGGTCGGTCGECCTTCCCGE
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GAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGE
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CTCGCGTC T TCACCAGGACGT TGAAATAGGCGGAGGTAGGTCAGATAATTAACAACCGCC
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GAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACA
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GGCATCGTGGTGTICACGCTCGTCGTTTIGGTATGGCTTCATTCAGCTCCGGTTCCCARCGA
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GGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGAC
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CATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCA
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GTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAARAGACACTGACCACTCATGAGT
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ACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAACA
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TGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTITGT
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CGGGATAATACCGCGCCACATAGCAGAACTTTARAAGTGCTCATCATTGGARRACGTTCT
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GCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGA
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TCGGGGCGRAARACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACT
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CGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAR
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GCACGTGGGTTGACTAGRAAGTCGTAGAARRATGARAGTGGTCGCAAAGACCCACTCGTTTT
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ACAGGAAGGCAAARATGCCGCAARAAAAGGGAATAAGGGCGACACGGAARTGTTGAATACTC
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TGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAG
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ATACTCTTCCTTTITCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGA
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TATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCT
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TACATATTTGAATGTATTTAGAARAATARACAAATAGGGGTTCCGCGCACATTTCCCCGA
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AAAGTGCCACCTGACGTCTAAGARACCATTATTATCATGACATTAACCTATAARAATAGG
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CGTATCACGAGGCCCTTTCGTCTTCAAGAATTAAAAGGATCTAGGTGAAGATCCTTTTTG
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GCATAGTGCTICCGGGAAAGCAGAAGTTCTTAATTTTCCTAGATCCACTTCTAGGAAARAC

o U W

R

c

a

ATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCG
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TATTAGAGTACTGGTTTTAGGGAATTGCACTCAARAGCAAGGTGACTCGCAGTCTIGGGEC
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TAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTICTGC
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ATCTTTTCTAGTTTCCTAGRAGAACTCTAGGARAAAAAGACGCGCATTAGACGACGAACG
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TTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCARATACTGTCCTTCTAGTGT
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AAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACA

AGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGE
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TCGGCATCARTCCGGTGGTGAAGT TCT TGAGACATCGTGGCGGATGTATGGAGCGAGACG
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TAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACT
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ATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGA
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GTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTG

AGCCCAGCTTGGAGCGARCGACCTACACCGAACTGAGATACCTACAGCGTGAGCATTGAG

TCGGGTCGAACCTCGCTTGCTGGATGTGGCTTCGACTCTATGGATGTCGCACTCGTAACTC
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AARAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCG
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TTTCGCGGTGCGAARGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGE
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GAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGARACGCCTGGTATCTTTATAGTCCT
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CTTGTCCTCTCGCGTGCTCCCTCGRAGGTCCCCCTTTGCGGACCATAGRARTATCAGGAC
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TCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGA
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AGCCCARAGCGGTGGAGACTGAACTCGCAGCTARARACACTACGAGCAGTCCCCCCGCCT

GCCTATGGAARAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTT
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CGGATACCTTTTTGCGGICGTTGCGCCGGARARATGCCAAGGACCGGAAAACGACCGGAA
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TTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATARCCGTATTACCGCCT
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AACGAGTGTACAAGAARGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGA
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TCCTTCGCCTTCTCGCGGACTACGCCATAARAGAGGAATGCGTAGACACGCCATARRGTG
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ACCGCATAAGATCTTGGTGCACTCTCAGTACAATCTGCTCTGATGCCGCATAGTTAAGCC
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TGGCGTATTCTAGAACCACGTGAGAGTCATGTTAGACGAGACTACGGCGTATCAATTCGE
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AGTATATACACTCCGCTATCGCTACGTGACTGGGTCATGGCTGCGCCCCGACACCCGCCA
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TCATATATGTGAGGCGATAGCGATGCACTGACCCAGTACCGACGCGGGGCTGTGGGCGGT
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ACACCCGCTGACGCGCCCTGACGGGCTTGTCTGCTCCCGGCATCCGCTTACAGACAAGCT
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TGTGGGCGACTGCGCGGGACTGCCCGAACAGACGAGGGCCGTAGGCGAATGTICTGTTICGA
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GTGACCGTCTCCGGGAGCTGCATGTGTCAGAGGTTTTCACCGTCATCACCGARACGCGCG
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CACTGGCAGAGGCCCTCGACGTACACAGTCTCCAARAGTGGCAGTAGTGGCTTTGCGCGC
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AGGCCCAGCGATTCGAACTTCTGATAGACTTCGAAATTAATACGACTCACTATAGGGAGA

2281 -—---- t=————— + ——fmm——————— B +
2340

w2z

o}
40 W <
HE O o
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CCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACATATG
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GGTGTTGCCAAAGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTCTATATGTATAC

GGTGGCAAGTGGTCAAAACGTAGTGTGAGTGGATGGCCTGCTGTAAGAGARAGAATGAGG
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CCACCGTTCACCAGTTTTGCATCACACTCACCTACCGGACGACATTCTCTTTCTTACTCC
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TTCCGTCGTCATCTAGAATCGGTGAAAAATTTTCTTTTCCCCCCTGACCTTCCCAATTAA

2701 =——memeeepmeecaaea— Frmmmmm——— e S +

SGAACTAGACACCCAGATGGTGTGTGTTCCGATGARG

ATGAGGGTTTTTTCTL
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TGCTTCARACTAGTACCAGTTGAGCCAGAGRAGGTAGAAGAGGCCARTGAAGGAGAGAAC

CATGGTCAACTCGGTCTCTTCCATCTTCTCCGGTTACTTCCTCTCTTG

AACTGCTTGCTACACCCTATGAGCCAGCATGGGATGGATGACCCAG

TTGACGAACGATGTGGGATACTCGGTCSTACCCTACCTACTGGGTCTCTTTCTTCATAAT
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TATAAAACAATTTTAAGCGCAATTTAAARACAATTTAGTCGAGTAAAAAATTGGTTATCC
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CCGAAATCGGAAAARATCCCTTATAAATCARARGRATAGACCGAGATAGGGTTGAGTGTTG
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GGCTTTAGCCTTTTTAGGGAATAT
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AAGGTCAAACCTTGTTCTCAGGTGATAACTCCTTGCACTTGAGGTCGCAGTTTCCCGCTT
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AARACCGTCTATCGGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGG
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GGTCGAGGTGCCGTARAGCACTARATCGGAACCCTARAGGGAGCCCCCGATTTAGAGCTT
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CCAGCTCCACGGCATTTCGTGATTTAGCCTTGGGATTTCCCTCGGGGGCTARATCTCGAA
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GACGGGGAAAGCCGGCGAACGTGGCGAGARARGGAAGGGAAGAAAGCGRARAGGAGCGGGCG
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CTGCCCCTTTCGGCCGCTTGCACCGCTCTTTCCTTCCCTTCTTTCGCTTTCCTCGCCCGE
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GATCCCGCGACCGTTCACATCGCCAGTGCGACGCECATTGGTGGTGTGGECGGCECGAAT
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TGATARGCTGTCARACKA
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TACTATTCGACAGTTTGTACTCTTAA
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Enzymes that de cut and were not excluded:

AatIl Accl  Af1III AhdI RLlwNI ApaLI Apol AvaT
BanI BanII BbsI Beef3I i BglI BglII
BpmI BpullQZI Bsal BsaAl BsaWl BsaXI BsbI

BseRI B2iEI BsiHKAI BemBI BspEI BspLUllI BsrBI

BsrDI BsrFI Bsss5T ] Dral DraIll Drdl

DrdII Eael Earl o0l091 ECoRV Fspl

GdiIT HaeII  HgiEITI ndIIT KpnI Mme I
MslI MspAll Ndel NgoAIV NspV Pf11108I Pspl4l6I
Pstl Pvul Recal RleAl Scal Spel Sspl

Taqll TatI TthlllI UbaDI ¥bal ¥hol ¥mnI

Enzymes that do not cut:

AFf1IT Rpal ApaBI AscI AvrII Bael BamHlI B8ecll
Bmgl Bpll  Bpulll BsaBI Bsgl BsmI BspGI BspMI

BsrGI BssHIT Bstl1l07I BstEIT BetXI Dzal Eagl Eco47III

EcoNI EcoRI Fsel Hpal MluI MscI MunI Narl
Ncol Nhel NotI Nrul NsiI Pacl PE£IMI PinAl
Pmel PmlI PpuMI EshAl Fvull RerIl SaclI 5alTl

SanDI SexAl Sfil Sgfl Sgral Smal SnaBI Sphi
Srfl 53eB387T SsedfdlI SstI Stul Styl Sunl Swal

¥eml

Enzymes excluded; MinCuts: 1 MaxCuts: 4
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AceIll Bsp2d4l Bspl2B6I Bst¥YI Hael 5 TagIl TthlllIIX

ALL RECIPIENTS OF THIS MATERIAL MUST COMPLY WITH ALL APPLICABLE BIOLOGICAL, CHEMICAL, AND/OR
RADIOCHEMICAL SAFETY STANDARDS INCLUDING SPECIAL PRACTICES, EQUIPMENT, FACILITIES, AND
REGULATIONS. NOT FOR USE IN HUMANS.

REV 04/8/19 Page 13 of 13



