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Pamers | Sequencing of FAK (857-1053) and GIT (622-76D) constructs !Lp- 86)
oA I !
Invitrogen Custom Primers T e e | Invitrogen Custom Primers p————
Order Number: 959579 | Order Number: 959579 |
Certificate of Analysis Order Date: 20-Dec-2004 Certificate of Analysis Order Date: 20-Dec-2004
Primer. | Onder Lipe No:2) Prismer Nomber: $9419G02 | Prime 1 (Ocder Lige Noc 1) Pricaer Nuamber: $9385E02 f
Primer Name: BACGITI121804 Primer Length: 48 | Primer Name: FORGIT121804 Primer Length: 39
Pescarne Elizabeth Voge! Scale of Synhesis: 10N | Ressarcher Elizabeth Vogel Seale of Synihesis: 10N
Sequence(F103)  (DNA) - GCC CCC TTT TGC GGC CGC TCA CTG CTT CTT CTC TCG GGT GGT GAT GGT :ﬁmii'wi‘k (DNA) - GCC GGA ATT OGT GAA GAC TTC CAC CCA GAG CTG GAA AGC I
Molecular Weight (xg/umole): 14,668.6 1 per OD: 31.68 Molecular Weight (j:g/umolc): 12,0118 g per OD: 2759
Millimolar Extinction CoefL.: (ODVmol): 463.0 amoles per OD: 2.16 | Millimolar Extinction Coeff.: (OD(umaol): 4353 amoles per OD: 230 ¥
Parity Desalt oD's 343 | Purity Desalt oD's 296
T (IM Na+) 13 pe's 108.80 | Tm (IM Nat) 105 pg's 81.61 -
Tom (50 mM Na+) 9 emoles 14 T (30 mM Na+) 83 amoles 68
:‘o-cc_g ? [08.8.:8 in 217 b * 0.5 malub ::;_cm " 163. Sl
Primec 2 (Order Lipe Noo4) Primer Number: 89419G03 Primer; 2 (Order LineNo:3) Primer Number: $9385E03
Promer Name BACFAK121804 Primer Length: 48 Primer Name: FORFAK121804 Primer Length: 39 ¥
Rescarchar Elizabeth Vogel Scale of Syntbesis: 10N S Elizabeth Vogel Scale of Synthesis: 10N
Soquence (S'10¥);  (DNA) - GCC CCC TTT TGC GGC CGC TTA GTG GGG CCT GGA CTG GCT GAT CAT TTT Sequence (S'w3):  (DNA) - GCC GGA ATT CGT GCT GGT AAC CAG CAC ATA TAT CAG CCT
Molecular Weight (g/umolc): 14,7416 g per OD: 3063 Maolecular Weight (ug/umole): 11,9528 g per OD: 28.17 B
Coel - 4813 nmoles per OD: 208 Millimolas Exincoon Coetf - (Ol umol). 4243 mmoles per OD: 236
Purity Desait oD's an - Purity Desalt oD's 247 =1
T (1M Nat) "2 s 36 1AMl T (IM Nat) 102 o 69.69
T (50 mM Nat) 9 amale 67 T (50 mM Na+) 0 Bmoler 58
% GC Content: o - % GC Content: s1
Notes: Nows: Pl  in 138K ML
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1 minipreps for each protein (fom p. 5-86) Weve sequenced wl both LAl |
5' and 3! pGEX vector primers (althevgin the constucts were short 1 P N
enough that the ' could sequence the entire. protein). | For each | 1 L J|
submission, the .Followin3 was added fo a éOOML_eppan,oKF 4 . ‘L |
O-b"llML (3.2 pmol) of Spmol/mL S'or 3 PGEX prmer | | | Hgebsnl |
‘ | = | | | | I
b mL (200-500m. L hope) of the miniprep | ‘ L0 + L
. I | | I
5.36 mL  of stenle watev A =5 T S O O A} W R Y LT (P R ! AR K6 20
- - i | | raaill I
(The scquencing results can be cpened in Fetch (Mac) or Filezila L afesal
} 1 . 1 | ! [ I : | | ‘
(PC) and analyzed wl DNA assist. host: biopelymers . mit.edu 6l |
user: Imperiali , passWord: GLYCO ~ then go To RPub foldey = 1
Impeviali | _ | } ]
GIT- miniprep A nd | | Ll L eZ2eTel | L
mc“c;: & Gggass_osgouup_cm.seq | L .GIT ( 8¢ Iq633 1
AGATCCT! GGGCWCCQGCACAGAGGATGTUTGTGAWCACCMMHQGGAAQG”GCG@ W (- |DNA (C.On\fel’{'ed ] l —!
CAGCCCAGGAGTTCAAGCATGACAGCTTCGTGCCCTGCTCAGAGAAGATCCATTTGGCTGTGACCGAGATGGCCTCCCTC | ‘ ‘
TTCCCAAAGAGGCCAGCCCTGGAGCCAGTGCGGAGCTCACTGCGGCTGCTCAACGCCAGCGCCTACCGGCTGCAGAGTGA | ;balow ‘k‘_o profl
GTGCCGGAAGACAGTGCCCCCAGAGCCCGGCGCCCCAGTGGACTTCCAGCTGCTGACTCAGCAGGTGATCCAGTGCGCCT i
ATGACATCGCCAAGGCTGCCAAGCAGCTGGTCACCATCACCACCCGAGAGAAGAAGCAGTGA | ‘
‘ | B i + 1 % =T I
EDFHPELESLDGDLDPGLPSTEDVILKTEQVTKNIQELLRAAQEFKHDSFVPCSEKIHLAVTEMASLFPKRPALEPVRSS | < dGSlYGd ; Se“‘ | !
LRLLNASAYRLQSECRKTVPPEPGAPVDFQLL TQQVIQCAYDIAKAAKQLVTITTREKKQ | | | |
EDFHPELESLDGDLDPGLPSTEDVILKTEQVTKNII ELLRAAQEFKHDSFVPCSEKIHLAVTEMASLFPKRPALEPVRSS | ‘ g
LRLLNASAYRLQSECRKTVPPEPGAPVDFQLLTQQSIQCAYDIAKAAKQLVWWREKKQ i < DNA fd p\_fof
A ) ] “actual
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Transformahon into smmﬂe BL-2| CodonPlus cells HNednesday, Feb. |6, 2005
Rare codons in GIT: AGG (Ava) | cTA  (Leu) i
' AGA (Arg) © ccc  (Pra) H

ATA (Te) o©
.The. GITI conshuct from miniprep A was fronsformed into BL-2) CDERD
CodonPlus -RP competent cells as descnbed in ntbk 4-7, buf scaled
down for 5O mL of cells. 50 ulL from the bansformabon weve
spread onto LB plates wl so.ulL soc (plates wl carb. and cljlov.ﬁ and
the plates were incubated overnight at 37°c. Tons of ;olénncs grew
and || was selected and grown up in 8 mL LBlanfibiofics ovemight.

. Sequencing results from miniprep A of FAK (857-1053)
b ‘
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| |

.rare.codonbs.m FAK: | AGG @rs?) . l CTA (Lew) |

PVGKPDHAAPPKK PPRPGAPHLGSLASLNSPVDSY : ] ]
- \{ NEGVKIKPQEISPPPTANLDRSNDKWENVTGLVKAVIEMSSKIQ Jea'. Peviect. ! DNA Seclue;huﬂj
o

7 : -val- qi | u5643§9_0£06<;;in|;_i=1;c‘.se;1 o
s“’"{: Geskon on® DECT 66T AAC cAlt CAC ATA TAT CAG € DNA fom

ey ST GGCT AAACCAGAT CATGCCGC TCCACCAAAGAAGCCCCCTCGCCCTGGAGCCCCCCACTTGGGCAGCCTCGCGAG '
cc*r@mccccmmacrawcmesccrmrmcccaummcmcccmncamccccwcc SequehCl h3 |
G ACCGC TCCAATGACAAAGT CTATGAGAATGTAACCGGGCTGGTGAAAGCTGTCATAGAGATGT CCAGT AAAATACAS 1

PVGKPDHAAPPKKPPRPGAPHLGSLASLNSF’VDSY sequence
jNEGVKIKPQEISPPPTANLDRSNDKWENVTGLVKAVIEMSSKIQ | (‘] I
,PAPPEEWPMVKEVGLALRTLLATVDESLPVLPASTI-IREIE |
i} MAQKLLNSDLAELINKMKLAQQWMTSLQQEYKKQMLTA
“AHALAVDAKNLLDVIDQARLKMISQSRPH

.4« cwnvevted from
AGNOH Y. .G

{.;AGNQHIYQ o FE:POY'+ed ProfClh

PAPPEEWPHVKEVGLALRTLLAWDESLPVLPASTHRE IE
NAQKLLNSDLAELINKKLAQQWHTSLQQEYKKQALTA
NMLAVDAKNLLDVINARLKNISQSRPH

LT 4 D G T,

b . &4 ED ‘ ‘t
Ll Pl ] AGA (Avad| I3 L ccc! (Prdd | s | -

_.5.._ATALII33_,3..... it

Since| it is unclear which set of rave codons Will be more problemahc

fov EE coli tanslahion, the FAk constuct was tansformed into both

_Codov{ Plus RP and RIL cells (RIL weve ot (DED, RP(DED ~only bic

oll we lhad weve (DEX) versions, not blc (DER) was needed Plenty

of | colonies grew Up on each plate.

I c.oljmy each from the RP ond RIL cells was grown up. in emL_l

of LB wl carbenecilin and chlovamphenicol evernignt. | \,



	3-NB5-090.pdf
	3-NB5-091.pdf

