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ms 59242_vR2
"Intraventricular Transplantation of Engineered Neuronal Precursors for In Vivo Neuroarchitecture Studies" , by Chiola et al.
LIST OF CORRECTIONS TO vR1
_____________________________________________________________________________

LINE 1
Please thoroughly revise your article for language and grammar as numerous scattered errors are present throughout. Please employ a professional editing service or use a proficient/native English speaker familiar with this field of research.

Done
_____________________________________________________________________________

LINE 43
Non?

"not"
replaced by:
"non"
_____________________________________________________________________________

LINE 58-59
I cannot understand this; please revise for clarity. I believe the issue is that this was translated from another language into English.

"in front of the limited size of the animal sample employed."
replaced by:
"while employing a limited number of animals."
_____________________________________________________________________________

LINE 94 - now 95
I cannot understand this; please revise for clarity. I believe the issue is that this was translated from another language into English.

"however in the absence of logistic and financial issues linked to mutant colony maintenance."
replaced by:
"However costs of this procedure are far below those originating from maintenance of a transgenic mouse line."
_____________________________________________________________________________

LINE 97
Incomplete sentence please revise.

" Moreover, the number of precursors injected into each brain can be easily tuned, so achieving a sparse distribution of them while keeping the number of transplanted animals at minimum."
replaced by:
"Moreover, the amount of labeled precursors injected into each brain can be easily tuned, to achieve a sufficient cumulative number of sparsely distributed precursors, while keeping the total number of transplanted animals at minimum."
____________________________________________________________________________

LINE 101
I cannot understand this; please revise for clarity. I believe the issue is that this was translated from another language into English.

"limits variability related to injection contingencies. Thus, it allows reaching statistical significance of results, even upon the analysis of a limited number of animals13."
replaced by:
"counteract the effects of inter-animal experimental variability, allowing to reach statistical significance of results, even upon the analysis of a limited number of individuals13".
_____________________________________________________________________________

LINE 105 - now 106
Designed?

"it is conceived"
replaced  by:
"it was designed"
_____________________________________________________________________________

LINE 123 - now 124
How can you genotype by visual inspection? Do you check for fluorescence emission throughout the body or in a specific part of the body?

"1.1.2. Quickly genotype the embryos by visual inspection under a blue light lamp."
replaced by:
"1.1.2. Quickly genotype the embryos by visual inspection under a blue light lamp, checking for green fluorescence emission in their brains."
_____________________________________________________________________________

LINES 124-127 - now suppressed
Unclear how this is done, do you use a cell dissociation medium?
What is the composition? Add to the table of materials.
Unclear what is being said. Please revise for grammar and spellings.

"Collect the neocortices from the selected green embryos and dissociate them to single cells. Resuspend cells in proliferative medium and subdivide them into two equally-sized sub-pools.
NOTE: Form 1.1.3 to 1.1.14 a detailed protocoll of this procedure is provided."
all deleted, as they simply anticipated the subject of subsequent steps, omitting key details of them
_____________________________________________________________________________

LINE 147 - now 145
define

done
_____________________________________________________________________________

LINE 150 - nnow 149
[no Editor request, correction by Author]

"pipette"
replaced  by:
"tip"
_____________________________________________________________________________

LINE 188 - now 187-188
please check word choice. "Ratio of"?

"ratio among "
replaced by:
" ratio to"

one line below:
"and" 
replaced by: 
"to" 
_____________________________________________________________________________

LINES 203-204 - now 203-205
which of these are the "test" and "control" neurospheres?
unclear. The entire well should not express any fluorescence, correct?

"The two sub-pools must appear as suspensions of small neurospheres, homogenously expressing the red fluorescent protein or not. Within these neurospheres the MtaptEGFP transgene is active limited to post-mitotic neurons and silent in proliferating precursors"
replaced by:
"The two sub-pools must appear as suspensions of small neurospheres, homogenously expressing the red fluorescent protein ("control" sample) or not ("test" sample). Within these neurospheres the MtaptEGFP transgene is active limited to a minority of cells (post-mitotic neurons) and silent in the majority of them (proliferating precursors)"
_____________________________________________________________________________

LINE 241
Incorrect word choice, please revise

"and dispose it in a 0.3 mL syringe."
replaced by:
"and aspirate it into a 0.3 mL syringe."
_____________________________________________________________________________

LINE 247
Mention size and other specifications

a new 2.3.1 step introduced:
"2.3.1. Take a hard-plastic mouthpiece, two latex tubes (each about 30 cm long) and a capillary holder from an Aspirator tube assembly kit for calibrated microcapillary pipettes."
numbering of subsequent 2.3.n steps updated.
_____________________________________________________________________________

LINE 261 - now 264
Mention step numbers where they were last used.

"neurospheres"
replaced by:
"neurospheres (see step 1.2.5)"
_____________________________________________________________________________

LINE 275 - now 278
With? Unclear

"2X Trypsin - 1X PBS"
replaced by:
"2X Trypsin, 1X PBS"
_____________________________________________________________________________

LINE 295 - now 298
Mention magnification.

after:
"microscope"
added:
"(objective magnification: 10X)"
_____________________________________________________________________________

LINE 312 - now 315
What is the composition? Add it to the table of materials.

"“cell tracer solution""
replaced by:
"“cell tracer solution" (from step 2.2.3)"
_____________________________________________________________________________

LINE 312 - now 316
From step 3.1.16?

"cell suspension"
replaced by:
"cell suspension (from step 3.1.16)"
_____________________________________________________________________________

[bookmark: _GoBack]LINE 320- now 324
No Editor request. 

"Meanwhile, aspirate the 3 µL of “injection mix” into the glass capillary."
replaced by:
"Meanwhile, aspirate the 3 µL of “injection mix” (from step 3.2.5) into the glass capillary."
_____________________________________________________________________________

LINE 324- now 328
Unclear; I don’t understand what is happening in this step. 

"Locate the pup’s head on the optical fiber to clearly identify the cortical hemispheres."
replaced by:
" Place the pup’s chin on the tip of the optical fiber to clearly identify the cortical hemispheres."
_____________________________________________________________________________

LINES 329-334 - now 334
Too vague
Needs revisions for clarity; please edit. Is the capillary passed in through the eyes?
Front skin? Is this the forehead skin? This is currently too vague

the old step 3.2.10 and the following NOTE replaced by a new step 3.2.10 (without NOTE):
" Keep the capillary (loaded as described in step 3.2.7) in either one of the two mid-parasagittal planes (left or right), above the olfactory bulb, and puncture the forehead skin at its intersection with the frontal plane containing the eyeballs centers. Pay attention not to damage blood vessels. Enter the capillary into the frontal cortex and access the ventricular cavity. (Fig. 4A)."
_____________________________________________________________________________

LINE 339 - now 343
When and how were the cells loaded into the capillary? Some steps appear to be missing.

cell loading into the capillary described in step 3.2.7, already in the R1 version of the manuscript
_____________________________________________________________________________

LINE 340 - now 344
When was fast green added? This this done under a microscope? What is the dye concentration?

preparation of the "injection mix" described in step 3.2.5, already in the R1 version of the manuscript.

_____________________________________________________________________________

LINE 347 - now 351
Doxycycline?

corrected
_____________________________________________________________________________

LINE 373 - now 377
Needs language revisions.

"complaining"
replaced by:
"complying"
_____________________________________________________________________________

LINE 381 - now 385
What is the composition? Add it to the table of materials.

this is commercial reagent, to use as such, already reported the R1 version of the table of materials
_____________________________________________________________________________

LINE 391 - now 395
Add antibodies with RRIDs to the table of materials.

done
_____________________________________________________________________________

LINE 433 - now 437
Please mention examples

after:
"parameters"
added:
"(average neurite length, branching index) "
_____________________________________________________________________________

LINE 446 - now 451
define

"cds"
replaced by:
"coding sequence (cds)"
_____________________________________________________________________________

LINE 474 - now 479
needs grammar revision.

"result to be robustly stained for Pgk1p-promoter-driven mCherry (“control” spheres) or not (“test” spheres)"
replaced by:
"express the Pgk1p-promoter-driven, mCherry red-fluorescent protein (“control” spheres) or not (“test” spheres)"
_____________________________________________________________________________

LINE 496 - now 500
Needs a reference
Please avoid commercial names.

"Then, an idealized, skeletonized camera lucida version of the picture is generated by Photoshop CS6 "
replaced by:
"Then, an idealized, skeletonized camera lucida version of the picture is generated by a suitable graphic software (see step 4.2.6)"
_____________________________________________________________________________

LINE 588 - now 594
Needs revisions

"reach their final location along a not physiological schedule"
replaced by: 
"migrate from the ventricular aspect of the cortical wall to their final laminar location after birth, i.e. within a non physiological timeframe"
_____________________________________________________________________________
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