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p A B C
1 Group Sequence TILR
2 RBS (hofB) AGGAAGGAGCGGCA 84.44
3 RBS (hofM) AGAAGGCCGTCAGA 11780.92
4 RBS (ppdA) AGGAGACTGCCGGC 13.97
RBS hofB.csv ®
18.30KB
RBS hofM.csv ®
12.77KB
RBS ppdA.csv ®
9.21KB
FREZD X1
P A B C D
1 Group Sequence TIR M EZ DX
2 RBS (hofB) AGGAAGGAGCGGCA 84.44 GAGCTCNNNNNNNNNNNN
11780.9
3 RBS (hofM) AGAAGGCCGTCAGA ) TCTNNNNNNNNNNNNNNGTGACGGGTGAI
4 RBS (ppdA) AGGAGACTGCCGGC 13.97 GCTTNNNNNNNNNNNNN
FZERBS LibraryBJT.I.R Range
p A B C D
1 Group Sequence TR R EAN S
2 RBS (hofB) AGGAAGGAGCGGCA 84.44 GAGCTCNNNNNNNNNNNNNN
11780.9
3 RBS (hofM) AGAAGGCCGTCAGA 5 TCTNNNNNNNNNNNNNNGTGACGGGTGATAAGgagatcatcaca
4 RBS (ppdA) AGGAGACTGCCGGC 13.97 GCTTNNNNNNNNNNNNNN

HfERBS Library DeisgnE it 5%



RBS_Library_Calculator_Designs.csv ®
3.55KB

4 A B C D E F G

1 CDS_name min_TIR max_TIR library_size pre_sequence RBS_constraint initial_RBS_sequ
2 RBShofBLib 50 10000 10 ACAAGCAACGCC GAGCTCNNNNNN GAGCTCAGGAAGC
3 RBS hofMLib 5000 100000 10 aggcctecggetcgc TCTNNNNNNNNM TCTAGAAGGCCGT
4 RBS ppdA Lit 10 1000 10 aaacgcaggtcgag GCTTNNNNNNNM GCTTAGGAGACTG

SAISTERBS Calculatorsi#{Tit &,

20200713

SHNEEES

U] MEe-PNRENAE, EIHNHNAE

53#ARBS CalculatorfVEELER, MESENE: @lzzyLoF AL
@Fankang Meng

ZITUNERITE, EROT:

RBS Library # T RBS Library Largest Range in Transl. Init. Rates (au) Protein CDS
RBS hofB

1 . .o 10.02 to 12105.81 ATGAATATTCcacagctcacggccctgtge...
Libraries

2 RBS hofM 411.18 10 28910.68 tggcatttaagatct ttggttt
Libraries -leto . atggcatttaagatctggcaaattggtitg...
RBS ppdA

3 47210 1741.99 ATGAAAACACAACgtggttatacgctgatt...

Libraries
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[RAIG B N IEEPNRBSEREILLI0Mvariants, B EHIZEHIR,
E, 8™NEFEEF4~48Pvariants, thERHAR

RBS libraries:

designMumber
[Design
Number]

RBS_library_sequence
[The RBS library sequence
using the UIPAC
degenerate code]
GAGCTCCAWGAKSAGGDTYA
GAGCTCCTAWAKSAGGDTYA
GAGCTCCKAGSKSAGGHTAT
GAGCTCCAAKAKSAGGDTYA
GAGCTCCWACAKSAGGDTYA
GAGCTCCRAGAKSAGGDTYA

GAGCTCCSAGAGSASGDCMA

GAGCTCCCAGAKSAGGDTYR

@ hofB RBS libraries.csv

General (hofB,hofM,ppdA) RBS library.csv
34.83KB

num_variants
[The number
of RBS
variants in the
library]

48
48
48
48
48
48
48

48

©

min_TIR [The
minimum translation
initiation rate in the
RBS library, using the
RBS Calculator's
proportional scale]
£63.33

30.98

43.01

52.68

50.14

40.93

15.22

10.86

TS MRBSEFRFIMNEIL 71071

F=3- 2| SEE4SAL v

max_TIR [The
maximum translation
initiation rate in the
RBS library, using the
RBS Calculator's
proportional scale]
9371.76

10347.15

T7994.06

9371.76

7585.05

12105.81

T830.63

9371.76
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designNumber
[Design
Number]

RBS_library_sequence [The RBS library sequence using the

UIPAC degenerate code]

num_variants
[The number
of RBS
variants in the
library]

min_TIR [The
minimum
translation
initiation rate
inthe RBS
library, using
the RBS

TCTAGCSGGWGGWAMCSGTGACGGGTGATAAGGAGATCATCACA 32

TCTMGCSGGWGGWAYCGGTGACGGGTGATAAGGAGATCATCACA 32

TCTRGCSGGWGGWAYCGGTGACGGGTGATAAGGAGATCATCACA 32

TCTWRCSGGAGGWAYCGGTGACGGGTGATAAGGAGATCATCACA 32

TCTSGCCGSWGGWAYCGGTGACGGGTGATAAGGAGATCATCACA 32

TCTWGCSGGSGGMAYCGGTGACGGGTGATAAGGAGATCATCACA 32

@ hofM RBS libraries.csv

designNumber
[Design
Number]

RBS_library_sequence
[The RBS library
sequence using the
UIPAC degenerate code]
GCTTTGGGRGCHTGTVGY
GCTTDAGCWGGDAGGAAK
GCTTWAGCHGGDAGGATK
GCTTWAGCMGGDAGGATK
GCTTTGKGAGCHTGTVGA
GCTTTGAGGHCATGWSTT

GCTTCCAGGTWGGMAGMT

GCTTTGGDATCTTGRAGA

@ ppdA RBS libraries.csv

num_variants
[The number
of RBS
variants in the
library]

36
36
36
24
18

12

6

min_TIR [The
minimum translation
initiation rate in the
RBS library, using the
RBS Calculator's
proportional scale]
9.16

472

6.90

6.90

6.31

13.06

15.66

13.22

Calculator's
proportional
scale]
1435.62
553.39
3074.01
2031.84

411.18

1421.99

max_TIR [The
maximum translation
initiation rate in the
RBS library, using the
RBS Calculator's
proportional scale]
868.75

1523.15

1741.99

1741.99

686.52

621.27

862.20

343.88
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B R EARTIREE, RITEETUTF= E:

4
1 RBS Category Design# Library Sequence

2
3
4

A B

hofB 1
hofM 10
ppdA 4

hofB Individual RBS Library Variants.csv
22.97KB

hofM Individual RBS Library Variants.csv
4.72KB

ppdA Individual RBS Library Variants.csv
11.79KB

GAGCTCCAWGAKSAGGDTYA
TCTGGCSGGGGGARYCGGTGACGGGTGATAAGGAGATCATCACA
GCTTWAGCMGGDAGGATK

O

©

O

D
# Variants
48
8
24

E
Min. TIR
63.33
5275.32
6.9



4 A B C DEFG H

1 Bases
Symbo represented Complementary

Description l bases[al
2 NelACIG T

A

8 Weak

9 Strong

10 Amino

11 Keto

12 Purine

13 Pyrimidine
14 NotAlb]
15 Not Clbl
16 Not G[b]
17 Not T[b]

s Rl

| > | |

18 Any one base
19 Zero

N|lZ < T O W <| X Z2En =cH o o0 >
=
_|
N | Z 0| I <|mm < Z2Exuns|l= =0 o 4

| https://en.wikipedia.org/wiki/Nucleic_acid_notation This is a nucleic acid notion table.

%It GibsoniE#E5 |14, AFMELERERE:. @lzzyLoFEE @Fankang Meng

na

e-PN Expression Vector for RBS Library Design.d
2.53MB
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4 A B

2 BIOT-Vector-F  ATGAAAACACAACgtggttatacgc

3 BIOT-Vector-R TGGAGCTCTTACGATTCGGG

4 hofB-L-F CCCGAATCGTAAGAGCTCCAWGAKSAGGDTYAATGAATAT TCcacagctcacgge
5 hofB-L-R AGATTATCCCATCCCACTCATCg

6 hofBrbs-JC-F  GGCCTACCGCGTAAAAGCC

7 hofBrbs-JC-R  gcgtccagcaactcatgtgag

8 hofM-L-F TGAGTGGGATGGGATAATCTGGCSGGGGGARYCGGTGACGGGTGATAAGGAGATCATC
9 hofM-L-R(ppd) taaccacGTTGTGTTTTCATMATCCTHCCKGCTWAAGCTTACTCACTGGAAACCAGTC
10 hofMrbs-JC-F  cctagcagccttactggaaccg

11 hofMrbs-JC-R  ccgcccatctttgataatgtegtg

12 ppdArbs-JC-F  atcgggtcaggatagcgtgc

13 ppdArbs-JC-R ctgctgccagtattgecage

20200715

SHIEEMES @lzzyloF L @Fankang Meng
(] tfEe-PNREBIFSGE, RITREHZ

SE R

maging of membrane proteins.pdf ©

. tag probe labelling methods for live cell i
}Q 795.14KB

A[E methods BIE4E @IzzyLoF BB @FABEE

metho pros cons #1 #2 #3 #4
d

Protei specific larger  -Theligand -A mutant of the -A 13-amino acid
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n- labelin  tags trimethoprim has human FKBP12 peptide
ligand g,short been used to label E  protein (WRYYESSLEPYPD)
reacti er coli. Dihydrofolate (FKBP12(F36V)) and  that binds to a-
ons labelin reductase (eDHFR) a synthetic ligand bungarotoxin has
g time at the plasma specific for the been successfully
membrane by protein (SFL') can used as atagto
fusing the N- label caveolin, rac, label extracellular
terminus of eDHFR ~ and rhoin Hela cells, domains of target
to the although only proteins
myristoylation/pal tetramethylrhodami
mitoylation ne (TMR) and
sequence fluorescein are
(MGCIKSKGKD). suitable fluorophores
(tksxmIfEAActive  for effective labeling.
Motif AB]Mlabeling
kit
(LigandLink) )
Enzy small longer -use
matic  tags, labeli  phosphopantethei
reacti  tight ng nyl transferase to
ons labelin  time transfer part of a
g phosphopantethei
nyl probe to an acyl
carrier protein
(ACP) tag.
Principle Labeling system Tag Probe Probe structure
Protein-ligand interaction LigandLink™ f.; ccizl'cttglslgy(cler[t))lf-(l)l;l;t)e Trimethoprim I iﬁ/\@:w
FKBP12 FKBP12 (F36V) SLF’ HZ o
o4
oAl
BTX WRYYESSLEPYPD a-bungatoroxin =
HaloTag™ rl:?gluﬁc:g)e dehalogenase Chloroalkane c T ‘/\u'n
SNAP-tag™ hAGT Benzilguanine oﬁ@w
<u In\im,
Cutinase Cutinase p-Nitrophenyl phosphonate

(CHy)
- . R
ON



Enzymatic reaction ACP-tag™, MCP-tag™ Acyl carrier protein Coenzyme A i
(I

BirA labeling GLNDIFEAOKIEWHE Biotin S i mm
U"Lu % o o L o
LplA labeling DEVLVEIETDKAVLEVPGGEEE Lipoic acid A VAV AV AN
Sortagging LPETG GGGGG & H
Y \/\u/\o/u\/k /\/
TGase labeling PKPQQFM Cadaverine " )‘/\/\/\N."
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SHNEEFS
[J &HType IV SystemBIPRE] (FRIAEHIAR~~)

8189 @Fankang Meng @lzzylLo S B&EY

EiAdE. AERESFNR, RENEBRRBITIENEZN:
SR RIS TR SRIR R ER
-EEARANEHITEARAREN
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SHNEEES

() #
O L#HEREIE%*%,Z?F;,WMKE’J/E%I{’E

DeterminefiK 2 & £ BEE @Fankang Meng @1zzyLo S BHRY
ERAMIEFKIZEERARMAKL

ERRRE 7R RARLMNAE FERERIR DR FEIET R

Bih, DBEAERKRMNKL

. REES9RLr EERIE, AEACIHERRE

| HERTEERE MRS EMOTMRERRS EBRARLX D /98, WERITEERZEIL.

hwz\)r

KMMIORMZERRRE @lzzyLoSBREY @Fankang Meng

FEFLIRFMRIELRENE XTI AIMEMIRENERFKRE, EEBINERFABERNIRESEE
BYR, ECARBSFFIFMMEMERARAKRLTERA T ZBEIEN TGS, WE, 11BFM12BXA
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MOt¥mm, BRBLLARFREEmiFEZR,

@IMG_2642.JPG

EZFLIMANT 200uLFIBCATERS, 7E10A-10HIINT RREIKRERIBSA, 11A&12AMMANT
ddH20, 11B&12BIINT MIEF K, 11C&I2CHNNT LBIEFR,

SMUvp; 2031l S

FHERXBCARARENERTE

1ERINERIES

a.BR0.8mIE AT ERHIRINAE —EEZEBITE(20mg BSA)F, o RMEEERHIM25mg/mIlNER
AR, EEHIEEIIZEMER, BaIl-20°CKEIMRE

b.BUEE25mg/mIERAINE, HBRELKEN0.5mg/ml, BIFIEX20ul 25mg/mIZEBEFRAE, A
980uliHEFERENEIECHIAK0.5mg/mIEB T E. EEFMEMTAARR, InEREERTAARE
B, BRATEEREN, WALIA0.9% NaClsPBSHRBRITAfm. HRRER0.5mg/mIERAIR AR
PL-20°CER1RTFS

2.BCATERECH!

RIEESEE, B50AFRBCABFIANLAFIBCAIRFIB(50:1)BEHIEEBCATIER, FT2ES. Fli0
5mIBCAIRXFIAII100ul BCAILFIB, B4, BEHIAS5.1mlIBCAL{ER, BCATER=ER24/NETAR
Eo

3EERENE
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afgtREmIZ0. 1. 20 4. 8. 12, 16. 20pl (63ul, EZ70ul) MNZEIO6FLIRRVIREmFLE, INHR
EmIERRANER20ul, HEFARERRES S0, 0.025. 0.05. 0.1, 0.2, 0.3. 0.4
0.5mg/ml,

b.1NiE HATRFmEI06 AR mfLF. NRFMAE20ul, FINTERERERINEE20ul, EFFE
BiCREF@AETR,

C.ZFLIIN200ul BCAT{ER, 37°CHtE20-3072 %, (EZ3ml)

A WA UERNE 2/, FH60°CIRE30DH. BCAXNEEZDRERN, HEBE=MENENIEKAR
BTINR. HEEBRNEFEEASMMR, NRRERE, GEEREEERS, NELLEKE
ELRIEI

d.FAEEFR(CNEAS62, 8(540-595nm 2z ] EMFKBIREE,

e IRIBEIREMZMERNERERITERFERNERRE,

20200721

SKNEEMES:
ZERERER

MERIFERKBIPRLNEE

1.

ok e

B RIEFR (IMALKENSMMBIIPTGIES167\8Y) BIHE 2 5EX5. 10. 150 20mL#HITE
Ly, ¥%3EF4500rpm, 10min

FLE, BImLKER

iR Hes LIF4EH2min (Shear nanowire)

12000rpm B0y 15min, AGE EBRIFBEPESH

ERRRENE

LR



EOREARRENERNITERER. BIAMERT, 23125mlx2; 10mlx2; 15mlx2; 20mlx
2;

UTRMEGREDH:

- MERFEILEER: S5mL-20mIR/ENERPERBRIKRERSEIG

- BRARSERER/DIRMENS IR, TIRRBAM AR LIAREEELRIRE (FRIRE—HFTH
KRELBIXTHRLH)

TRSEREAI R BB

RERE!

1. IREFMAE:
a. BIOT-wt: Kanaft&EZ, 0.5mM IPTG
b. BIOT-wt: Kanaii&=



2. 16/N\BfE, 3UEYS. 10. 15. 20mLETELD, 5?535;?9500033, 15min
3. FLF, B20mUkES, #TELD, $¥%&EA5000g, 15min

4, FEFPE3

5. AImUKBARESEAE, FIRFHSE LEFEEFH2min (Shear nanowire)
6. 12000rpm E:Cx 15min, AR EERIFHEPEH

7. ZEARKRENE

20200722

SKNEEFS:

\,

EE! @lzzyLoF BB @Fankang Meng

BRERE:

FEEME25mLEKanaliRi&kLB (10000x)
EEFAFHEFIMANIPTG (1000x)
RERSBMABIOT-wt, H ETEERES
BNIERIBREF 751/

1.
2.
3.
4.

20200723
SKNEEMRES

MERBERNMUKRLHNEE @lzzyLoFFHI @EAFEF @Fankang Meng

SRIOPER:

. TEFh (REEEIPTG) IdREBANMAEDFIENS. 10, 150 20mL#TEL, FEA5000g, 10min
H L&, B20mUKER, #1TEL, BHiEN5000g, 10min

BEFE2

B1ImUKAREBAE, TR %S LIFEEH2min (Shear nanowire)

12000rpm Z.0y 10min, AR EBEIFHEPEH

EEHRKENE (HER7TH, EERETFHREEXERN)

oA W N e
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20200807

1211 RBSEEE RN 1 SRER

MEMMRBSHEEEES WUTNATE:

1. HEType VRS AR RBIRBSHEFIA S

2. I ARG M B F R rEE

3. WARREMENZEARFREMEHITNE: BIOT Purification + Protein Conc. Test
4. EBEFEMBEURRNEEME TRIBEREBIOTHME

AT REPKLRIENE, BEBENITIPTGRIRE#I1TT AZE, SEEO0-1mM-
10mMBRAHE

4 A
1 IPTG Conc.

2 0mMm
3 0.001 mM
4 0.01 mM
5 0.1mM
6 0.5mM
7 1mM
8 10 mM
*YRBSHE It

p A B C D
o Gow  sequence TR WwEmeRM
2 RBS (hofB) = AGGAAGGAGCGGCA  84.44 GAGCTCNNNNNNNNNNNNNN

3 RBS (hofM) AGAAGGCCGTCAGA 11780.92 TCTNNNNNNNNNNNNNNGTGACGGGTGATAAGgagatcatcaca
4 RBS (ppdA) AGGAGACTGCCGGC 13.97 GCTTNNNNNNNNNNNNNN



2 hofB 1 GAGCTCCAWGAKSAGGDTYA 48
3 hofM 10 TCTGGCSGGGGGARYCGGTGACGGGTGATAAGGAGATCATCACA 8
4 ppdA 4 GCTTWAGCMGGDAGGATK 24

HrppdAWRBSHENBE RN, FAURIUATERRES, FIUBLHEPpdARRBSTERE: (B
MEHTWIRRIEEERENL)

p A B C
 MName  sequence  strengh
2 RBS-ppdA0  AGGAGACTGCCGGC 13.97

3 RBS-ppdA 1 AAGCAGGGAGGATG  115.36085576861700

S

RBS-ppdA 2 AAGCAGGTAGGATT 1741.988715

A FHMAIFTRBS: hof MBYRBSIRAZB AKX, ERERBSHIEM £, BARIM—MRBSENT,
BHIRA2MAES; hofBRUEHZIRRIOERWRIER,

y A B C
 Neme  Sequence  Swengh
2 RBS-hofM 0 AGAAGGCCGTCAGA 11780.92

3 RBS-hofM 1 AGCCGGAGGAACCG  28910.67561214740

p A B C
P e esqueneeT T St
2 RBS-hofBO  AGGAAGGAGCGGCA 84.44

3 RBS-hofB1  CAAGATGAGGTTCA 917.4128535

4 RBS-hofB 2 CAAGAGGAGGTTTA 9371.760821

ULERAS, —HIFEISMRBSAEG, 5/¥itilT:



A

10
11
12
13
14
15
16
17
18

A

Primers

BIOT-Vector-F
BIOT-Vector-R
hofB-L-R
RBS-hofB 0-F
RBS-hofB 1-F
RBS-hofB 2-F
RBS-hofM 0-F
RBS-hofM 1-F
RBS-ppdA 0-R
RBS-ppdA 1-R
RBS-ppdA 2-R
hofBrbs-JC-F
hofBrbs-JC-R
hofMrbs-JC-F
hofMrbs-JC-R
ppdArbs-JC-F
ppdArbs-JC-R

B
ATGAAAACACAACgtggttatacgc
TGGAGCTCTTACGATTCGGG

AGATTATCCCATCCCACTCATCg
CCCGAATCGTAAGAGCTCAGGAAGGAGCGGCAATGAATATTCcacagctcacgge
CCCGAATCGTAAGAGCTCCAAGATGAGGTTCAATGAATATTCcacagctcacgge
CCCGAATCGTAAGAGCTCCAAGAGGAGGTTTAATGAATATTCcacagctcacgge
TGAGTGGGATGGGATAATCTAGAAGGCCGTCAGAGTGACGGGTGATAAGGAGATCATC
TGAGTGGGATGGGATAATCTGGCCGGGGGAACCGGTGACGGGTGATAAGGAGATCATC
taaccacGTTGTGTTTTCATGCCGGCAGTCTCCTAAGCTTACTCACTGGAAACCAGTC
taaccacGTTGTGTTTTCATCATCCTCCCTGCTTAAGCTTACTCACTGGAAACCAGTC
taaccacGTTGTGTTTTCATAATCCTACCTGCTTAAGCTTACTCACTGGAAACCAGTC
GGCCTACCGCGTAAAAGCC

gcgtccagcaactcatgtgag

cctagcagecttactggaaceg

ccgeccatctttgataatgtegtg

atcgggtcaggatagegtge

ctgctgecagtattgecage



A B C D E F
1 Number Name Primer Length Enzyme Time
2 BIOT-Vector-F

1 Vector 7953 Fastpfu 4min
3 BIOT-Vector-R
4 RBS-hofB 0-F

2 HofB 0 2613 Fastpfu 1min42s
5 hofB-L-R
6 RBS-hofB 1-F

3 HofB 1 2613 Fastpfu 1min42s
7 hofB-L-R
8 RBS-hofB 2-F

4 HofB 2 2613 Fastpfu 1min42s
9 hofB-L-R
10 RBS-hofM 0-F

5 HofM 1-ppdA 0 3385 Fastpfu 1min42s
11 RBS-ppdA 0-R
12 RBS-hofM 0-F

6 HofM 1-ppdA 1 3385 Fastpfu 1min42s
13 RBS-ppdA 1-R
14 RBS-hofM O-F

7 HofM 1-ppdA 2 3385 Fastpfu 1min42s
15 RBS-ppdA 2-R
16 RBS-hofM 1-F

8 HofM 0-ppdA 0 3385 Fastpfu 1min 42s
17 RBS-ppdA 0-R
18 RBS-hofM 1-F

9 HofM 0-ppdA 1 3385 Fastpfu 1min 42s
19 RBS-ppdA 1-R
20 RBS-hofM 1-F

10 HofM 0-ppdA 2 3385 Fastpfu 1min 42s
21 RBS-ppdA 2-R

PCR7[EH E& @Fankang Meng @lzzyLo A B&RY
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A B C D E F

1 Number Name Primer Length Enzyme Time
2 BIOT-Vector-F

1 Vector 7953 Fastpfu 4min
3 BIOT-Vector-R
4 RBS-hofB 0-F

2 HofB 0 2613 Fastpfu 1min42s
5 hofB-L-R
6 RBS-hofB 1-F

3 HofB 1 2613 Fastpfu 1min42s
7 hofB-L-R
8 RBS-hofB 2-F

4 HofB 2 2613 Fastpfu 1min42s
9 hofB-L-R
10 RBS-hofM 0-F

5 HofM 1-ppdA 0 3385 Fastpfu 1min42s
11 RBS-ppdA 0-R
12 RBS-hofM 0-F

6 HofM 1-ppdA 1 3385 Fastpfu 1min42s
13 RBS-ppdA 1-R
14 RBS-hofM O-F

7 HofM 1-ppdA 2 3385 Fastpfu 1min42s
15 RBS-ppdA 2-R
16 RBS-hofM 1-F

8 HofM 0-ppdA 0 3385 Fastpfu 1min 42s
17 RBS-ppdA 0-R
18 RBS-hofM 1-F

9 HofM 0-ppdA 1 3385 Fastpfu 1min 42s
19 RBS-ppdA 1-R
20 RBS-hofM 1-F

10 HofM 0-ppdA 2 3385 Fastpfu 1min 42s
21 RBS-ppdA 2-R

A B C D E

1 Fastptu PCR
) FRES (B#HHHE) :

3 Fastpfu Buffer 10 pL
4 dNTP 5 pL
5 F 2 pL
6 R 2 pL
7 1Bk 1 pL
8 ddH20 29 uL
9 Enzyme 1 upL

10 BARE Tm=£5 HEMBSEHZE  2kb/min




PCRE=4[E]Uk

1LEFR(EERRKR) mEFFE
2.8:012000rpm, 1min, XEER
3.300(&=ERR) BFFE
4.8,0312000rpm, 1lmin, EEER
5.700 wash buffer
6.5:0:12000rpm, 1min, EEER
1.ZBRDH
8.IBHFFHIZEIFHMepE (1.5 p
9.1050%F 7k, FRERD B
10.B0y, HiEHETF

#2-10E8 KX RHLER @IzzyLoF~ BREY

| MB=HBFRETE LEmES3IHH2-10

#2-10EBAT)CRENELR @IzzyLoFBHAY
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C1->#2, C2->#3...LALL 3, G2, H1, HU& BN,
ZE, #5&H6RETRE, BEMPCRIGE

#1 (vector) EBK{NSEIRLEER @IzzyLoFERRY
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BT Emarker 8000 BRI YE, BILIEHVector PCRIEERKIN. F5#5, #6—tEEFHPCR

#1, #5, #6 EFPCRIFEIX{NHER @Swan ZRiF8E

| E—4EPCRE, #1 (vector) REMIN; #5 MU—1; #6 REMY

20200812
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BaEIRH, WU EFRERN1-1089192YBERM.

BREN @X0F ZBIMTieZE, NIRRT #IT—EN#HE @lzzyLo~ R !
) FrE M2 T EM L His Taghna

O Sl @ BN IR SFEEFPRLATENTIREE URALHD R

O FERPUENBRERRE

EFENM LHis Tagti® @Fankang Meng

MN_tHis TagirENEBBMEN T BRENE—DRICHRNIR, UEBFIRRAKLITARERE LAY
ERKHMR

BIOT-His Tag RBS Library-CmR.dna
2.53MB

CAAACGTACCCACCCGAATCGCACCACCACCACCACCACTAAGAGCTCCAWGAKSAGGDTYAAT

GTTTGCATGGGTGGGCTTAGCGTGGTGGTGGTGGTGGTGATTCTCGAGGTWCTMSTCCHARTT#

Partll | Pa

1 1 1 1 65 1 1 1 1 1 1 5 1 —

Q T Y P P E S H H H H H H | p
Y 6xHis > [ HofB Library(63.33-9371.76... [

Conserved Tyr & Pro

R ERFEILt, FEEMMLTUTEY:

4 A B

1 BIOT-his-Vector-R GCTCTTAGTGGTGGTGGTGGTGGTGCGATTCGGGTGGGTACGTTTG

2 RBS-hofBhis0-F CCACCACCACCACTAAGAGCTCAGGAAGGAGCGGCAATGAATATTCcacagctcac
3 RBS-hofBhisl-F CCACCACCACCACTAAGAGCTCCAAGATGAGGTTCAATGAATATTCcacagctcac;
4 RBS-hofBhis2-F CCACCACCACCACTAAGAGCTCCAAGAGGAGGTTTAATGAATATTCcacagctcac

FAILEESHRMEL 2. 3. 4R
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A B C D E

1 Number Name Primer Length Enzyme
2 BIOT-Vector-F
1 (new) Vector 7953 Fastpfu
3 BIOT-his-Vector-R
4 RBS-hofBhis0-F
2 (new) HofB 0 2613 Fastpfu
5 hofB-L-R
6 RBS-hofBhisl-F
3 (new) HofB 1 2613 Fastpfu
7 hofB-L-R
8 RBS-hofBhis2-F
4 (new) HofB 2 2613 Fastpfu
9 hofB-L-R
10 RBS-hofM 0-F
5 HofM 1-ppdA 0 3385 Fastpfu
11 RBS-ppdA 0-R
12 RBS-hofM 0-F
6 HofM 1-ppdA 1 3385 Fastpfu
13 RBS-ppdA 1-R
14 RBS-hofM 0-F
7 HofM 1-ppdA 2 3385 Fastpfu
15 RBS-ppdA 2-R
16 RBS-hofM 1-F
8 HofM 0-ppdA 0 3385 Fastpfu
17 RBS-ppdA 0-R
18 RBS-hofM 1-F
9 HofM 0-ppdA 1 3385 Fastpfu
19 RBS-ppdA 1-R
20 RBS-hofM 1-F
10 HofM 0-ppdA 2 3385 Fastpfu
21 RBS-ppdA 2-R

MERBERKNPKRLNEE

1. BUSRESF (IMAZLKREQ.SmMMIPTGIES 164N BIAE S FIENS. 100 15, 20mL#H{TE
Ly, ¥EF4500rpm, 10min

L&, BlOmLKES

EIR 728 E3F4EH2min (Shear nanowire)

12000rpm B0y 15min, AEE EBEIFHEPER

ZEARKRENE

oA W

R



D BN ERITHRIZE5mL. 10mL. 15mL. 20mLMERAIEENEARK, AIRBFERE LS
RPTLTEAREFEE;, FIRAFERATI0MLKER (instead of ImL), ERERTIERBENSGR, F
ERIKEEFHER, #HITHE,

20200814
BRITEMAHisiiEZ G, VectorNmE—EAREMI, SRETMTHEIRA:
1. ®ERERE, ARGV ITEENER=RE

2. FISKREBENRES|Y), XtVector#{TruEY 12



P A B C D E
1 Number Name Primer Length Enzyme
2 BIOT-Vector-F
1 (new) Vector 7953 Fastpfu

3 BIOT-his-Vector-R
4 BIOT-Vector-F

1A VectorA 3679 Fastpfu 2
5 CmR-Inter-R
6 CmR-Inter-F

1B VectorB 4478 Fastpfu 2
7 BIOT-his-Vector-R

PCR=#[EIUR @Swan 22iF89 @ZEiEFrancesco

10

0 0 ~N O 0 A W N

[
o

53.95 ng/uL
24.35 ng/pL
199.75 ng/uL
32.45 ng/uL
31.35 ng/uL
24,95 ng/uL
23.95 ng/pL
39.35 ng/uL
30.65 ng/pL
41.65 ng/uL

3ERERETS, WESME, REZN39.95ng/ul,

Gibsoni¥#z @Swan 258y @PFEEEIT Yomi @ZEXiEFrancesco
EGibsonFEZE RS, FciTiiE1+4+5/6/7/8/9/10 Bikio
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p A B C D
1 GA000

2 BirixR R

3 ABERER:

4 GibsonFE®&R 5| pL 2X

5 vector 1.4 ‘pL SRS
6 HE4 25 (uL TEK
7 FER5678910 2.5 ‘ulL FaEhntt
8 B&FR 11.4 ‘uL

9 3% | 50EZ60min

20200817

GibsoniZEiZ @lzzyLoFEHIY @418
REKMRAE, REEMET/L0MAL, |

4

1

A B C D
GA000
BiRTan

TR
GibsonFiE & 5| uL 2X
vector 1.4 (uL EHRRI2
FE4 25 (uL FaEnk
FET/10 2.5 (L FEmE
2% 11.4 ‘pL

&3 | 50/Z60min

1+2+5/6/7/8/9/10 Gibsoni%Eiz



javascript:void(0)
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4 A B C D

1 GA000

2 BRI

3 ARG FR:

4 GibsonFE? 5| uL 2X

5 vector 1.4 ‘pL SMrnid

6 FER2 2.5 (uL &M
FER

7 5/6/7/8/9/10 2.5 (uL TEmk

8 BMFR 11.4 ‘uL

9 &3E | 50E60min

20200818

HREIE T @lzzyLo AR

¥ GibsoniEERY1+2+5/6/7/8/9/10L K2 1+4+5/6/7/8/9/10 & E&#k&E, 7E96FLIR LIEFF.

PCRI&M? @Fankang Meng

20200819

20200820

PCR[E]U&

Gibson 1+3+5/6/7/8/9/10 & 1+2+5/9/10
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4 A B c D
1 1+3+5/6/7/8/9/10
2 BirixR R
3 HARGFR:
4 GibsonFE®&R 5| uL 2X
5 vector 1 pL SMrnid
6 FHE3 2 ‘L TEK
T o0 2 (il Fami
8 BFM 10 ‘uL
9 3% | 50E60min
p A B C D
1 1+2+5/9/10
2 BB
3 AEER:
4 Gibson¥ER 5| pL 2X
5 vector 1 pL SHhmMrnic
6 FER2 2 ‘L FaEnk
7 FE&5/9/10 2 L ek
8 B 10 ‘pL
9 &% | 50E60min
PCRF &4
p A B C D E
1 Number Name Primer Length Enzyme
4 (new) HofB 2 RBS-hofBhis2-F 2613 Fastpfu 1
3 hofB-L-R




4
1

A
Fastptu PCR

2 RES (B=tH) :

3 Fastpfu Buffer 10 pL
4 dNTP 5 pL
5 F 2 pL
6 R 2 pL
7 15tk 1 uL
8 ddH20 29 puL
9 Enzyme 1 pL
10 BARE Tm=*5 ME(RBFENZE 2kb/min
20200821
4 A B C D
1 1+4+5/8/9/10
2 ERER
3 HARGR:
4 GibsonFE®R 5| uL 2X
5 vector 1 uL BRI
6 FE4 2 ‘L ~amk
7 FE&5/8/9/10 2 ‘pL FERnk
8 BiFfm 10 ‘pL
9 #&i¥ | 50E60min
20200828
RN RE
S
PBST:1 XPBS+0.1% Tween20
1. WEE®, B, PBSER
2. JAODZE0.3 0D600/200ul (96FLiR¥4IE)
3. BBUlERGAHREHIRAKE, RT
4. 500ul PBST &3k, BRADH
5. 37t (BNEE, KE)



6. #iF--500ul HiEAKR (BZB—MERR) , HREBEE, BEFE, =R/

7. Wi=E K, 500ul PBSTi&E 43X, 8XR59 %

8. —EE--500ul HRFHN—n, HREBE, BEFE, 4°3% (AUEEE—/)NEHE—T)
9. MiE—H1, 500ul PBSTiE#3R, BXR5D

10. ZHEE--500ul FRFII 91, EHIRIEER, BEIFE, 37° /)8

11. MR —H1, 500ul PBSTi&E 3R, ER50H

12. DAPIZR®, ZEEEWF, BRERZIE, EFHHR ((20°R%F) .

13. BRIEME,

20201002

AIHARBSEUE M. (FEULRBAIREITHLLTX S https://www.graphpad.co
m/scientific-software/prism/ ETLLiXFE30K)

» GBSZ RBS Optimization & Protein Engineering.p
zfx
22.13KB
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