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Summary 

E. coil expression system is inexpensive and simple, but it is sometimes difficult to maintain the proper 

structure of the protein or to refold the protein from the inclusion body. Therefore, in this protocol, we 

will use recombinant proteins that are difficult to express in the E, coli expression system. This protocol 

describes a method for mass expression of recombinant proteins that are difficult to express in the B. 

CO expression system using human cell lines. The proteins obtained by this method are suitable not 

only for biochemical analysis but also for X-ray crystallography and cryo-electron microscopy. 

Equipment, instruments and reagents 

C€ean bench: For cell culture (each company) 

incubator for cell culture (each company) 

CO2 cylinders (€rom each company) 

15 cm cell culture dish (each company) 

Roller bottle for cell culture (each company) 

Incubator for roller bottle cu€ture (each company) 

Thermostatic water bath: Used for warming culture medium to 37.0uC (each company) 

Sterile filter (each company) 

Cells: 293T cells or 293 lineage cells Mainly for functional analysis and cryo-EM structural analysis 

293SGnTl(-) cells Mainly for X-ray crystallography (please inquire) 

DMEM medium: 1.9 L (dish) or 7.5 L (roller bottle) (each company) 

Fetal Cow Serum (FCS): 120 ml or 425 ml (each company) 

Sodium bicarbonate (NaHCO1) (7,5%): 100X (each company) 

Non-essential amino acids: used at 100X (Nakalai, code: 06344.55) 

Penicillin-streptomycin: used at 100X (G€bco, code: 15140-163) 

Polyethyleneimine "Max" (PEI MAX): used in 1 mg/ml aqueous solution (pH 7) 

(Polysciences, code: 24765.1) 
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For expression of selenomethionine derivative proteins: 

L-selenomethionine (30 mg/L) in DMEM without L-methionine and L-cysteine and L-cysteine (63 mg(L) 

to DMEM without L-methionine and L-cysteine (each company) 

10x PBS(-): 1 L min, Dilute 10x PBS(-): 1 L min, 

NaCi 80 g 

KC1 2 g 

KH2PO4 2 g 

Na2HPO4-7H2O 21.6 g 

Trypsin solution: Dissolve in PBS(-) to a final trypsin concentration of 0.1%. Add EDTA to make the 

final concentration 0.02%. 

Plasmid vectors: those that can be expressed in human cultured cells (from various companies) 

(The authors used a plasmid for protein expression with SV40 ori, and at the same time, a plasm id for 

SV40 large T antigen expression plasmid in equal amounts to increase the yield of the target protein.) 

Experimental Procedure 

First, prepare a 9 cm dish of 10% FCS DMEM and 293 cell lines. 

- Using a 15 cm dish (Figure 1A) — Eventually increase to 33 15 cm dishes. 

Day 1 

Cell passaging (to 315 cm dishes) 

Days 2-3 

Cell culture 

Day 4 

Cell passages (to 33 15 cm dishes) 

Day 5 

Cell culture 

Day 6 

1. Prepare 0% FCS DMEM. 

2. transfecdon of plasmid 

Days 7-9 

Cell culture (protein expression) 

Day 10 

1. protein collection 

2. autoclave dish 

Figure 1: Photograph of human cell 

expression system 

(A) Using a 15 cal dish the cells are 

cu€tured at 37.0°C and 5.0% OO, 

(8) Cells are cultured lh a roller bottle 

at 37.0GO and 5.0% CO?, 

- if using roller bottles (Figure 18) Eventually, increase to 15 roller bottles. 

Day 1 

Cell passaging (onto 3 15 cm dish sheets) 

2 
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Days 2-3 

Cell culture 

Day 4 

Cell passaging (onto 15 cm dish) 

Day 5 

Cell culture 

Day 6 

Cell passages (to 15 roller bottles) 

Days 7-8 

Cell culture 

Day 9 

1, Prepare 0% FCS DMEM. 

2. transfectIon of plasmid 

Day 10-11 

Cell culture. (Protein expression) 

Day 12 

1. protein collection 

2. autoclave the roller bottle 

3 
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Experimental Details 

- When using a 15 cm dish -

Day 1 

Wash 293SGnTl(-) cells in 4 ml of PBS(-) in a 9 cm dish to near confluence (cells spread over the 

entire surface of adhesion) and remove. After washing, 0,4 ml of trypsin solution is added and the cells 

are peeled off, Meanwhile, pour 22 ml of 10% FCS DMEM into three 15 cm dishes. Add 9 ml of 10% 

FCS DMEM to the dish containing the trypsin-treated cells. Pipet the cells to loosen them. Pour 3 ml of 

this cell suspension per 15 cm dish and mix uniformly. The final mixture is divided into 3 dishes. Incubate 

at 37.0°C, 5% COt in a cell culture incubator. 

Days 2-3 

Cell culture. (until cells are almost confluent). 

Day 4 

First, warm 830 ml of 10% FCS DMEM to 37.0°C. Wash three 15 cm dishes of nearly confluent cells 

in PBS (-.4 ml) per dish. Wash the cells with 4 ml of PBS(-) per dish, remove the cells, and then peel off 

the cells by adding 0.8 ml of trypsin solution to each dish. Add 9 ml of 10% FCS DMEM to each dish, 

and loosen the cells by pipetting. Suspend the cell suspension in 830 ml of 10% FCS DMEM at 37.0°C. 

Place cells In a new 15 cm dish. Place 33 new 15 cm dishes, each containing 25 ml of the cell 

suspension in a cell culture incubator at 37.0°C, 5% CO2. 

Day 5 

Cell culture 

Day 6 

Cells are 80-90% confluent and transfection is performed. 

1. 75 ml of 0% FE'S DMEM mixed with 1800 pg of plasmid 

2. 75 ml of 0% FCS DMEM mixed with 5.4 nil (1 mg/ml) of PEI MAX 

Mix 2 with 1 and wait for 20 minutes. 

After 20 minutes, add to 900 ml of DMEM adjusted to a final concentration of 2% FCS (transfection 

solution: 1.05 L total), Next, remove all of the medium from the dish in which the cells are growing. Pour 

31 ml of transfection solution into each dish. Thi€s is then placed in a cell culture incubator at 37.0°C, 5% 

CO2 

(In the case of expression of selenomethionine derivative proteins, L-selenomethionine (30 mg/L) and 

L-cysteine (63 mg/L) are added to DMEM without L-methlonlne or L-cysteine. 

(All other procedures are the same.) 

Days 7-9 

Cell culture (protein expression) 

4 
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Day 10 

If expressed as a secreted protein, the supernatant is collected. We basically express proteins in soluble 

form, so we collect the target proteins from the supernatant. In the case of intracellular proteins, the 

medium is removed, washed with PBS(-), and the cells are peeled off with a cell scraper. The cells are 

then suspended in PBS(-) and centrifuged (4°C, 200 x g, 5 min). Remove the supernatant, and dissolve 

the cells in cell lysis buffer. (In the case of intracellular proteins, the incubation period during protein 

expression should he kept to about 2 days because of the high degree of damage), Then, proceed to 

purification. Sterilize the dishes used for cell culture by autoclaving and discard. Autoclave the dishes 

used for cell culture and discard. 

- When using a roller bottle (surface area 850 cm2) 

Day 1 

Wash 90% confluent 293SGnTl(-) cells in 4 ml of PBS(-) in a 9 cm dish. Wash the cells with 4 ml of 

PBS(-), remove them, add 0.4 ml of trypsin solution, and detach the cells, During this time, the cells 

were washed onto three 15-cm disks with 10% FCS, Place 22 ml of 1O% FCS DMEM in three 15-cm 

dishes with trypsin-treated cells. Pipet 9 ml of 10% FCS DMEM into the dish of trypsin-treated cells and 

loosen the cells by pipefting. Pipet the cell suspension into a 15 cm dish. Pour 3 ml of the cell suspension 

into each 15 cm dish and mix uniformly. The final mixture will be divided into 3 disks. Incubate the cells 

in a cell culture incubator at 37.0°C, 5% CO2. 

Days 2-3 

Cell culture 

Day 4 

First, warm 380 ml of 1O% FCS DMEM to 37.0°C. Wash three 15 cm dishes of 30% confluent cells 

with 4 ml of PBS(-) per dish and remove cells. After washing and removing the cells, add 0.8 ml of 

trypsin solution per dish and peel off the cells. Pipet 9 ml of 10% FCS DMEM into each dish of trypsin-

treated cells and loosen the cells by pipetting. Suspend the cell suspension in 380 ml of 10% FCS 

DMEM at 37.0°C. Add 25 nil of DMEM per dish. Pour 15 disks of 25 mi per dish. Incubate in a cell culture 

incubator at 37.0°C, 5% CO2, 

Day 5 

Cell culture 

Day 6 

First, warm 3 L of 10% FCS DMEM to 37.0°C. Place 15 cm dish 15. One sheet of cells Is almost 

confluent. Transfer cells to roller bottles (850 cm2 ) (1 15 cm dish to 1 roller bottle). Wash each di€sh with 

4 mi of PBS(-). After washing with 4 ml of PBS(-) per dish and removing the cells, add 0.8 ml of trypsin 

solution per dish. En each dish of trypsin-treated cells, inject 9 ml of 10% FCS DMEM, Pipet the cells to 

loosen them. Suspend the cell suspension in 3 L of 1O% FCS DMEM warmed to 37.0°C. (We used three 

1 L IWAKI glass bottles and mixed 1 L of medium with five 15 cm dish volumes of cell suspension for 

passaging). Pour 15 roller bottles of 200 mi each into the medium. Pass CO2 through a 0.22-pm filter 

5 
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directly into the bottle for about 5 seconds, cover with a lid, and seal the bottles with lids (Figure 2). 

Incubate in a roller bottle incubator at 37.0°C. After pouring the cell suspension into the roller bottle, 

transfer it immediately to the incubator. If the roller bottle incubator can be filled with CO2 (CO2 is a 

measure to minimize the pH change of the medium), the cells are transferred to the incubator 

immediately. If CO2 can be filled in the roller bottle incubator, it is not necessary to fill the roller bottle 

directly with OO2). 

• 

Days 7-8 

Cell culture 

0 um".17, 

Figure 2: Fi€ling a roller bottle with N2 

Wort was performed on a clean bench with a 

0,22 pm filter connected between the tubes and a 

Pasteur pipette attached to the tip of the filter. The 

Pasteur pipette can be replaced for each 

experiment to prevent contamination. N2 is 

applied for about 5 seconds at a pressure that 

lightly depresses the surface of the culture 

medium. Immediately seal with the lid. 

Day 9 

Cells are 70-80% confluent and ready for transfection. 

(Cell growth is checked visually until 70-90% confluent. A microscope of the type that can fit between 

the bottles will allow for more accurate confirmation.) 

Prepare and transfect 7.5 bottles at a time, as it is time consuming. 

1. 100 ml of 0% FCS DMEM mixed with 1.8 mg of plasmid (240 pg/roller bottle) 

2. 100 ml of 0% FCS DMEM mixed with 5.4 mi (1 mg/ml) of PEi MAX (360 pg/roller bottle) 

Prepare a mixture of 1 and 2, mix 2 into 1, and wait for 20 minutes. 

After 20 minutes, add to 1700 ml of DMEM adjusted to a final concentration of 2% FCS (transfection 

solution: total 1 mgfml).(transfection solution: 1.9 L total). Next, remove all medium from the roller bottle 

in which the cells are growing. Pour 250 ml of transfection solution into each roller bottle. Then, directly 

feed CO2 through a 0.22 pm filter for about 5 seconds using a Pasteurizer, and seal the bottles with lids. 

Incubate in a roller bottle incubator at 37.0 °C. This is done in two sets. 

Repeat for a total of 15 roller bottles for transfection. After pouring the transfection solution into the roller 

bottles, transfer immediately to an incubator (37.0°C, 0.5 rpm). 

(For expression of selenomethionine der€vative proteins, L-selenomethlonine (30 mg/L) and L-cysteine 

(63 mg/L) are added to DMEM without L-methionine or L-cysteine at this stage. All other procedures are 

the same.) 

Days 10.11 

Cell culture (protein expression) 

6 
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Day 12 

If the protein is expressed as a secreted protein, collect the supernatant. Since we basically express 

proteins in soluble form, we collect target proteins from the supernatant. In the case of intracellular 

proteins, the medium is removed, washed with PBS(-). After washing with PBS(-), the cells are detached 

by gently swishing a bottle of PBS(-) containing 0.02% EDTA. The cell suspension is collected by 

centrifugation (4°C, 200 x g, 5 min), and after removing the supernatant, the cells are lysed with lysis 

buffer. (For intracellular proteins, we recommend using a dish because of the large cellular damage 

caused by culturing in a roller bottle). Then, proceed to purification. The roller bottle used for cell culture 

should be autoclaved. Sterilize the roller bottle used for cell culture by autoclaving and discard. 

7 

Seikagaku Corporation Exhibit 2045 - Page 7 of 18
Charles River Laboratories, Inc. v. Seikagaku Corporation

PGR2025-00023



Protein Science Society Archive, 1, e017 (2008) 

Devices and Tips 

Massive Expression of Proteins Using Dishes 

Since many laboratories are now equipped with cell culture facilities, this method can be introduced 

immediately by using dishes. The method can be introduced immediately without any investment in 

new facilities. The dish is NUNC's 15 cm dish (code: 150488). 

Massive Expression of Proteins in Roller Bottles 

Although new equipment investment is required, the use of roller bottles can be used to increase the 

size of the expression system. The use of roller bottles allows for an increase in the area of cell culture 

in a limited space. The roller bottle is a CORNING bottle with a content of 2 L and a surface area of 

850 cm2 (code: 430849). 

Cell culture medium 

The author uses Fujifilm Wako's D-MEM (high glucose) (L-glutamine, phenol red, and pyruvate) as 

DMEM for cell culture(containing L-glutamine, phenol red, and sodium pyruvate) (code: 043-30085). 

The cells were energized prior to transfection. In addition, we wanted to keep the cells in a healthy 

state prior to transfection and to keep the serum at 2% at the time of protein expression. 

NaHCO and nonessential amino acids are added to keep the serum to 2% during protein expression. 

To 500 ml of DMEM, we added 

5 ml of 100 x penicillin-streptomycin 

(not added to the 2% FCS-containing DMEM used during transfection) 

5 ml of 7.5% NaHCO3 solution 

5 ml of 100X nonessential amino acids 

FCS concentrations (10% or 2%) 

Polyethyleneimine "MAX" (Poiyethyleneimine MAX, PEI MAX) 

Generally, very expensive transfection reagents are used for transfection of plasmids into human cells. 

However, the use of such reagents is very expensive. In this experimental system, an extremely 

inexpensive reagent called polyethyleneimine "MAX" is used. The use of this reagent is inexpensive and 

easy to use. This reagent is very inexpensive, and it is easy to perform mass expression of proteins in 

cultured human cells. The authors have developed a new reagent called "MAX", a polyethyleneimine 

The authors use PEI MAX (code: 24765-1) manufactured by Polysciences. The amount of PEI MAX is 

diluted about 1,000 times with water, so once purchased, the amount of PEI MAX is too large to use 

even if it takes a lifetime. 

a 
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Cultured human cells 

The advantage of using human cells is that most of the obtained proteins have the proper structure. In 

our E. coil expression system, we form inclusions, solubilize them, and refold them. In the case of human 

cells, however, it is possible to avoid the time and effort required for refolding. Such refolding conditions 

and time can be omitted. However, the disadvantages of this method are that it requires more days for 

the process, the yield is lower, and the cost is very high compared to E. coil. In addition, in the case of 

giycoproteins, glycans are often an inhibitor of crystallization. However, a homogeneous high man 

(Man5GicNAc2) glycoprotein can be obtained using HEK293S cells deficient in N-

acetylglucosaminyllransferess I activity (see Ref. 5). The glycan chains can also be removed by EndoH 

treatment. 
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1t 25 ml f -D, 15 tZt<'0. 37.0°C, 5% CO2.0 
- Plg-elfat 
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Z12'., 3 L 0 10% FCS DMEM I fuk..,Y—ifit'A) i-
37.0tf:21,66 15 cm '-€' 'v  15  
tmardeag .- 7.n./i:-/A-“cts--) -c-
060 --e D-5-40-.11, (850 cm 2) 0.22urn74, — 
,\',WV.Iift-TZ. (15 cm 51 -1—Y3s,..ii 1 ...,---
f'S D---"—tf-ii., 1 *NaitI 6 ,::: L I 
iris Z) * 1 tit t-c_ 1) PBS(-) 4 mi '1,A . 

0, IIRD S .0ttist. 4i5'. -r"v'f.ia t,-:i) I .. 

I- 3.,113, >MA 0,8 ml vinA..erdgijyy
4 ,„ 9 313V, itt3O1i5 •-f 

IR 2 —7te try lZ 10% FCS DMEM 9 mi5I 3=a.—VORtz:. 0,22 ktml 
It Cg <- 0-0 ;21 

O )4,8,mjw 37,0tizattr- 3 L 0 Ffii-WroZ. • ULL 
F.6 ti rigl.:Vgle ,MN, 10% FCS DMEM 1L. t (11-"q ft '.5:f0fge'VL 

tf<MG4Ito.F 1 

1 L MAKI 0,15 7011-4L, 32Pkffi 
LT, 1 L Ofitittz.-. 15 cm 

5 tr30:): 41i-R- 5—  A:9 200 ml 15 
*)1.<,°* 0.22 gm 7-00 —CMLitc. CO2 V.—Area* 5 tk-fg Eli) 
• 7'Y zerAte, a2) 37.0t0D-5-71-N-k#MMANTigN-0" 

, -piActaw 
(C0.2.0ip,:ttigit,0 pH tiE JJ%. KI- tc.a7)0..taZT, 

CO,Y3MTgZ48.-Psq.its 1:1-5-7K CO, 

77 

ii 

171 

Pg 7 - 8 El IR 
Kit** 

'It 

cc 

g 9 el El 
rate 70-80% /7,/lim>. 1.-Se.:tdi.. -2 -000 -Z,... 

• MONtAttt MT* IktkntS..804i),, 70-90%J 

rale7517Y,60)T, 7.5 Asz3-1* -Dgirekb-CII- 5 >'.7.7 
1. 0% FCS DMEM 100 ml 1.8 mg ) 5g.t'I-c._- t0 (240 mg/Q-5-

,7K 1 *) 
2. 0% FCS DMEM 100 ml PEI MAX 5.4 ml (1 mg/nil) Vat'tz..- t0 (360 ii 

gip-5-4C I-A, 1 *) 
• 1./.. 2 1 20 3-}'4'). 

20 FCS OrRO1-4ftb<2%fz.ts.,6,t DMEM 1700 mi fEhri,A.... 
r.* 1.9 1-) 0 Mas IlltEhksn- -ct,\ D-5—;cri-si...b\s ±.5c 

f- :".7.7 250 mi t -Dft<‘* 
(.7" 0.22 Lim -(11,37-1ffilit,-.: CO, ./V,',7.'2—.1E/TittO 5 IPI4eig.u.52.si$, 79 

• E1 zo Z 37.0*COM -3-7K 1,R.,A***M-C'i‘gAt. ,7.14-7, 2 t 
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F-arTiELT, a 15 4KGM:1-5-4O-11,{t:1-. ---,:/ 7. 7f:," , f150 D-5-

)
 In' 

14:1- ctotzukttiribiAirigMa (37.0'C, 0.5 rpm) ,\ 
4",, 

C: OMIT 
DMEMGL L .J (30 mg/L) 

(63 mg/L) Vii1A.t.zig*;V-3O ) 

10-11 FIR 
AEPNi (E51.N5051) 

12 El gi 
-}1,, OL t. ,z'  tlzig-giw:±X CM, f-x44**0(Nz-_-cglliz.-_i,z5§ a- t .

Tozo--e±VINsfinEOWEI:11U-4- bt, EMEO (DiAts 1 PBS(-) 
-C ;;‘%-a kik, 0.02% EDTA A J O PBS(-) 

(4t, 200 x g, 5 min) ti-M6, _EAV{RDW,NtzliCr: 
offtgv 7 7 ENEENotit, D---5-7-11F-JvDtg*I-L,efflitgoy 

v;:,, 6\ tom leEt3MtEit 
-DIED — —Vim
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MAL M'Y 
5'4 4 Vi'd'aVfitiNk-NONO2Nill 

< Oa' 517,1i= Mi.-Talon:6 CORniitg--? T •6 LDT 5724 f--.1 a 
tc-tSantRa4i6R/Socrer .60 5`• -r :7.:1 a NUNC 0 15 cm 
 ▪-r` 3:/.2 (code : 150468) Ct -D 

— )t, ct mano) twit 
nztsafAVO7Y6RIzts-DT < e, < bk-OL 8 a CI-5-7t+ 

CORNING co N:44.2. 2 L AM 850 cm' 0 t1J l T (code : 430849) o

raiMAI 
DMEM IIS±7 JI,L\fri CD D-MEIvl (i*7)I,J—Z) 

7 —it' V I.- T,L-vg-k) (code : 043-30085) 
Z4J1.1r Vt, • 00A:it -%- t,i-stM.-_,Igt Ito LA5g0 
ARTA tz.:115 2%%Ii. 0 NaHCO3 A6465A7 )3I1 T 0.60 

DMEM 500 ml (z.34 L, 77, 
I 00xiNz=.3., Li71--7-( -3,:i 5 ml 
(l-32'.7.71 -n,a ..,#P.ft.r0c) 2% FCS *A- DMEM 

7.5% Nal-1CO3 7,X;TM 5 ml 
100X otmq)-2:-..derg 5 ml 
FCS Cla(10%-V. 2%) 

Ittti 'MAX* (Polyethlenimine MAX, PEI MAX) 
—ezt 

AVA,Tttt165-05 47119 • "MAX" \ g4,V; 
5 c:L -e. 1,iffa„iifra.T0EnnOtEkijMn5 

tz:4-Dk l Polysciences #110 PEI MAX (code : 24765-1) vp 7.) '7' LN 
• 1000' atzzicCstiR rft -3 OT—TIAA1-.6 t)ito 511,4 1Mg 
0.2. 

L 
ureMit -3,X ?,/ tC6 nNO)KfiNlYaMtliaVg TO•6,ir .64 

• ttizfirgiftgi*TaitAWV02 -tit..liz-giralE Li, 9 7 A-
1180)3St -3 Li tz.-. 7 -1 = -CY 0)*1145t-it-P 

ri4M-1$< 7VW76. ineig< 
• 1--tWgir_75,,75\ L. 0 -3 5-';4 F- t>6.6. tz--, O37 '..7IV:NOtrias, gt., 

PlIVR W-." ts, 6. U 1J\ Li.. 293SGnTl(-) (N-acetylglucosaminyltran 
sferase I -t - 11:-_ HEK203S 0 • tik 5 VA) ViJO414. 1.= -1 :4:1k - r.

1 —.Z1' (Man,GIcNAc,) OAMEOWL04,6 eiY .5k, EndoH Agiz.rt !
10:1*..V4-6 Z.7 L.)ffi*Z. 
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25tiN*CDryAVE t.x-C:Xfil Oxford Univ.,O Jones, E. V., Davis, S. J., Aricescu, 
A. R. t-Elrz.: 8 th is, 9 

1Ctct 
1. Hashiguchi, T. et. at, Proc. Nati Acad. Sci LISA, 104, 19535-19540 (2007) 
2. Hashiguchi, T. et al., J. Viral Methods, 149, 171-174 (2008) 
3. Aricescu, A. R. et. at, Acta Crystallogr. D Biv1. Crystallogr., 62, 1114-1124 

(2006) 
4. Chang, V. T. et. at, Structure, 15, 267-273 (2007) 
5. Reeves, P. J. et. at, Proc. Natl. Acad. Sci. USA, 99, 13419-13424 (2002) 

COO Z:t1). >7-> sY it  <2 5) - 4 SR - aMS1.1. 4.0 R:t 5-c -t> 

H*E15-iNf411..,4 2008 t..i nsed under 7.4; • M t X.. 711 - IrgAl 4.0 M 
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